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SUMMARY

In recent decades, producers have observed an increasing trend of consumer demands
for high quality stored apples. Apple quality involves many aspects including external
appearance (color), as well as internal parameters namely firmness and flavour (taste and
aroma). Development of suitable pre- and postharvest management that improves and
maintains quality is a challenge. The objective of the presented thesis is to explore the
practical approach to optimize horticultural management, and thus to ensure better overall
apple quality after storage.

‘Ildred Pigeon’ is a Danish apple cultivar, which market potential strongly depends on its
distinct red color and characteristic flavour. There is however, no available literature
about ‘Ildred Pigeon’ aroma profile and only a little about changes in quality depending
on horticultural practices. ‘Ildred Pigeon’ apples are traditionally exposed to light for up
to 2-3 weeks after harvest to ensure development of fruit red skin color. The length of
light exposure is critical as apples can be sunburn, become overripe or even rotten, and
firmness is strongly reduced. These exposed apples have impaired storability as they
reach storage already very ripe.

The registration of the ethylene inhibitor SmartFresh® (1-MCP, 1-methylcyclopropene) in
Denmark opened new alternatives to preserve apple quality and storability. 1-MCP binds
to ethylene receptors and restrains ethylene action. This in turns affects ripening related
processes like; color changes, softening, starch degeneration to sugar, acid degradation
and aroma development. 1-MCP has been considered a “magic bullet” in postharvest
technology as apple quality is maintained during storage, especially firmness. However,
the suppression of aroma production, which contributes most to apple flavour, is one of 1-
MCP drawbacks.

The experiments included in this PhD thesis were conducted to explore a range of the
most important horticultural factors that affect final apple quality. Consequently, an
optimized postharvest management is proposed with revised harvest time, new 1-MCP
timing application and shorter light exposure period. As the outcome, apples with better
quality and improved market potential were obtained. The color, ethylene production,
aroma profile and firmness, which are ‘Ildred Pigeon’ major quality contributors, were
most important parameters in the experiments.

Outline of the thesis. The PhD thesis consists of 11 chapters;

Chapters 1-4 present an overview of already existing knowledge about apple
physiological processes, especially during ripening. The role of ethylene in ripening,
existing ethylene inhibitors and their properties are also described.

Chapter 5 refers to the popular ethylene inhibitor (1-MCP), describes its influence on
apple quality parameters and includes a short explanation of the registration of the
inhibitor in Denmark.

Chapter 6 introduces ‘Ildred Pigeon’ as an apple variety with its traditional postharvest
handling. GC-olfactometry technique and the detection frequency methods are described,
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as they were used to identify ‘Ildred Pigeon’ characteristic aroma compounds. Twelve
aroma compounds (esters, aldehydes and alcohols) were identified as having the greatest
impact on the overall flavour of the ‘Ildred Pigeon’ apples.

Chapter 7 describes the effects of pre-harvest factors; mainly thinning practice (cropping
level) and nitrogen fertilization, on ‘Ildred Pigeon’ fruit growth and quality after storage.
Maturity was delayed in the apples from non-fertilized trees as they had low ‘fruit under’
to ‘fruit on the tree’ ratio and low ethylene production after storage. Ethylene production
decreased with higher crop load. Hand thinning practice led to an 8.4% increase in fruit
size. There was also positive effect of nitrogen on apple size. Most of the principal aroma
compounds were insensitive to nitrogen levels, however hexanal, 2-methyl-2-pentenal
and isomer forms of 2,4-hexadienal had higher production in apples fertilized with
moderate nitrogen level, while ethyl acetate and 1-heptanol were produced at the highest
level in apples fertilized with high nitrogen.

In chapter 8 the optimal length for ripening recovery after storage has been established
between 5 to 8 days. The appropriate time at room temperature after cold storage is
needed mostly to accelerate ripening and to enhance aroma development to meet
consumer’s quality demands.

The effects of harvest time, storage length in combination with 1-MCP treatment were
described in chapter 9. The commercially harvested ‘Ildred Pigeon’ apples seem to
represent post-climacteric ripening stage; with decline ethylene concentration and lower
firmness. 1-MCP application on those apples was not effective as its application after
harvest was done when ethylene production already accelerated. Longer storage
positively affected regeneration of volatile compounds. Harvest of ‘Ildred Pigeon’ apples
should be done earlier to delay the ethylene formation so that 1-MCP application can give
anticipated responds.

Chapter 10 describes effects of postharvest light exposure combined with different
timing of 1-MCP application on external and internal quality parameters. Due to ‘Ildred
Pigeon’ progressive softening during postharvest handling, it was desirable to optimize
postharvest practice in a way, which assures adequate color development with a shorter
postharvest sunlight exposure to achieve the better quality fruit. The main coloration
occurred between day 2 and 4 of the light exposure. Color changes were inhibited by
early 1-MCP application. Finally, sunlight exposure time was proposed to be shortened to
an average of 8 days, after which 1-MCP should be applied. Apples exposed to a shorter
light period and treated late with 1-MCP remained firmer, had lower weight loss and
aroma composition similar to untreated apples. Early 1-MCP application strongly reduced
many aroma compounds, including principal esters. The effect of 1-MCP on aroma is
critical to the optimization of 1-MCP postharvest technology, as apple flavour will rely on
the successful delay, but not complete inhibition, of the ripening processes.

Chapter 11 summarizes the results and gives general conclusions from performed
experiments.

The results from several investigations carried out during the PhD study have been
presented in the papers submitted to the international scientific journals (PAPER I-1V) or
included in the conference proceedings (PAPERS V-VI).
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1. PHYSIOLOGY OF THE APPLE FRUIT

Apple fruits go through several growth stages until they become an edible product
with acceptable quality. These physiological processes in fruit development include; cell
division, seed development, cell enlargement, maturation and ripening.

1.1.  Cell division and enlargement

Cell divisions and enlargement processes are crucial for the increasing weight and

volume of fruits (Fleancu 2007). Cell division initiates fruit growth. The length of the cell
division period varies depending on cultivar and growing conditions, but occurs within
few weeks after blossoming. In ‘Granny Smith’ the cell division period was completed
within 3 weeks of full bloom while for ‘Cox’ and unthinned ‘Miller’s Seedling’ it lasted
6-7 weeks. Finally, cell division of thinned ‘Miller’s Seedling’ was not completed before
a period of 12 weeks (Denne 1960). It shows that an early pre-harvest thinning
management, removing flowers/fruitlets from the tree to reduce internal competition for
nutrients and assimilates, has an effect on apple physiology and growth. With increasing
fruit/leaf-ratio both the fruit size and the concentration of dry matter and titratable acids in
apple fruits decrease (Hansen 1977;Hansen 1993).Cell division is therefore the most
critical phase for fruit number and size potential as fruits at that point are the most
sensible to stresses and changes in growth conditions (Toldam-Andersen, oral
communication).
Cell enlargement continues through and after the cell division until harvest. Nutrients,
which support growing fruit come to a major extent from allocation of assimilates from
the photosynthetic active leaves, particularly from leaves nearest the fruit (Hansen 1977).
A limited photosynthesis takes place also in immature fruits which contain chloroplasts
and are exposed to the light (Pavel & Dejong 1993). The products of photosynthesis are
carbohydrates, which are used during cell growth and respiration. Fruit photosynthetic
activity decreases to very low levels with the progressive fruit development and
chlorophyll degradation (Fleancu 2007).

1.2. Maturation and ripening

Maturation and ripening are important stages of physiological growth for fruit
chemical quality. Maturity is a stage of development, at which a plant or plant part
possesses the prerequisites for use by consumers for a particular purpose and a certain
level of maturity is needed to ensure proper completion of ripening (Kader 2002). The
ripening is a physiological process, which refers to the stage of fruit development when it
is ready for consumption. Ripening is the period from the final stage of maturation

13



through the early stage of its senescence, where fruit become over ripe and eventually
decay (Watada et al. 1984).

The maturation starts with carpel changes and ends with full fruit expansion. Fruit size is
genetically determined but is also affected by leaf area development, light intensity,
photosynthesis products distribution and competition between shoots and fruits (Jackson
2003). Poor access to light on the tree results in lower photosynthetic potential of spurs,
reduction in cell number and size of fruits. By thinning and canopy management
procedures it is possible to reduce competition for assimilates, which allows remaining
fruit to expand their cells, resulting in minor increasing fruit size and increased internal
quality (Jackson 2003). By performing early thinning (at flowering stage) cell division
and fruit size potential are affected, and by late thinning small effect on size is achieved
but accumulation of assimilates (fx. sugar) is higher because of decreased fruit
competition (Toldam-Andersen, oral communication).

The changes which occur during maturation can serve as indicators of maturity to
evaluate potential harvest time (Fleancu 2007;Kader 2002). Fruits harvested late have
lower storability and are more susceptible to physiological disorders (Fleancu 2007;Kader
2002). Immature fruits harvested too early are more resistant to mechanical damages but
have lower edible quality, whereas fruits harvested overripe, have shorter shelf-life,
become softer, maybe even mealy, and have declining aroma production. Fruit therefore
has to be ‘optimally’ mature at harvest to have potential to develop the best edible quality
(Preece & Read 2005). Optimal harvest time is then defined by maturity indices
developed for each crop and cultivar.

penetrometer (kg)
MATURITY INDEX =

refractometer (%Brix) x starch index (1-10)

i

Figure 1 The equation for the ‘Streif’ maturity index based on firmness, soluble solid content and
starch (Plotto et al. 1999)

Apple maturity is often evaluated based on firmness, soluble solid and starch content
(Plotto et al. 1995;Preece & Read 2005). The evaluation of firmness and sugar can be
easily done in orchard conditions using a simple penetrometer (kg) and a refractometer
(% Brix, total soluble solids, TSS). Starch is commonly evaluated by dipping apple-
halves in an iodine-iodine-potassium solution (Kader 2002). Starch in contact with iodine
change color to black-blue and is evaluated with reference to a standard international
scale from 1 to 10. Starch in apples is accumulated during the earlier phases of maturation
and with the progressive maturation starch breaks down to fructose, glucose and sucrose
(Kader 2002). When dipping centre cross-sectioned apple fruit halves in iodine-iodine-
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potassium solution it can be easily seen how much starch remains in the apple. Each apple
variety has individual levels of above-mentioned parameters when ready to harvest.
Mature apples might be evaluated by individual parameters but an improved prediction is
achieved, when several factors are combined into so called ‘maturity index’ (Preece &
Read 2005), Figure 1). The maturity index for ‘Ildred Pigeon’ is 0.17, while for ‘Golden
Delicious’ and ‘Elstar’ is 0.10 and 0.30, respectively- Handbog for frugt- og beravlere
(2006).

The ripening period is characterized by chemical and structural changes in the fruit
leading to edible quality development. Fruits have different ripening mechanisms. For
this reason, fruits can be divided into climacteric and non-climacteric. Climacteric fruits,
like apples, pears, kiwi and peaches, are characterized by the increasing ethylene
concentration and associated rising respiration rate in the ripening phase.

Non-climacteric fruits, like grapes, berries and citrus, show no changes in respiration rate
during development and their ethylene production remains at a low level (Payasi &
Sanwal 2010). Scientific evidence suggests however that low ethylene in non-climacteric,
citrus fruits has some regulatory effect in the ripening (Barry & Giovannoni 2007).

In apples the ethylene burst comes just before the maximum respiration peak whereas in
pears they occur simultaneously (Jackson 2003). Preclimacteric apples produce
0.1pl/kg/h ethylene and production increases markedly, up to 1000 fold, with ripening
(Martinez-Romero et al. 2007). Depending on apple cultivar, concentration of
endogenous ethylene varies from 25 to 2500ul/L in air (Burg & Burg 1962). Climacteric
fruits are very sensitive to ethylene and when its synthesis in tissues exceeds 0.1ul/L, they
immediately respond (Martinez-Romero et al. 2007). The processes related to ripening
will be discussed in detail in chapter 3.
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2. ETHYLENE - A PLANT HORMONE

Almost all kinds of plants produce ethylene in diverse concentrations and plant cells
show different sensitiveness to it. Furthermore, it has been shown that ethylene takes part
in a wide range of developmental responses (Khan & Singh 2007a;Khan & Singh
2007b;Lelievre et al. 1997;Sisler et al. 2006). Thus, ethylene plays an active role in seed
germination, tissue differentiation, formation of roots and shoots, root elongation, lateral
bud development, flowering initiation, anthocyanin synthesis, flower opening and
senescence, pollination, fruit degreening and ripening, texture changes, volatile
production (aroma formation in fruits), leaf and fruits abscission as well as reaction to
biotic and abiotic stresses (Abeles et al. 1992;Sisler et al. 2006).

2.1. Ethylene — brief history

Probably the first who observed the effect of ethylene were Egyptians and Chinese.

Egyptians used it to stimulate the ripening of figs (Sisler et al. 2006) and the Chinese
noticed that pears ripened better in the near surrounding of burn incense. However, the
earliest action of ethylene, which is known nowadays, was explained by Giarardin in
1864. He reported defoliation of trees near a leaking gas line and established that ethylene
was one of the gas components. However, an effect of ethylene on plant development was
reported, for the first time, by the Russian student Dimitry Neljubow in 1901. He was
working with pea seedlings and observed that the epicotyl was short with a large diameter
and horizontal germination when grown in lab conditions. Later he found out that coal
gas was used for lamp light resulting in ethylene release as a side product, which caused
this ‘triple-response effect’ in peas.
Further observation was described in 1910 when Cousin reported ethylene synthesis in
oranges. He noticed that when oranges and bananas were transported together it did cause
premature ripening of bananas. Additional, studies showed on the other hand that it was
Penicillium mold on oranges, which produced ethylene (Abeles et al. 1992;Khan 2006).
These observations started the discussion about the real effect and source of ethylene.
Initially ethylene was recognized as an auxin by-product (Abeles et al. 1992;Khan 2006).
Nevertheless, in 1934 ethylene started to be considered as a plant hormone. It was
possible based on Gane’s studies. He proved, by collecting gasses developed from 27kg
of ripening apples for 4 weeks, that ethylene was a natural plant product (Khan 2006).
That time there were still many skeptical opinions about ethylene as a plant regulator as
there was no possible ways to detect ethylene production. More and more attention was
paid to ethylene in the 1960°s with the developing gas chromatography identification. It
was shown then that ethylene production is associated with the respiratory climacteric
peak and other ripening processes (Sisler et al. 2006).
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2.2.  Ethylene biosynthesis pathway

Ethylene (ethene) is a two-carbon compound with one double bond and a molar
mass of 28.05. It is a flammable and colorless gas, which is soluble in lipids and water
(Abeles et al. 1992). Ethylene in plants is synthesised in two systems described by
McMurchie (1972). System I (auto-inhibitory system) functions during normal growth,
and maturity development in pre-climacteric fruits, in the way that endogenous ethylene
inhibits its synthesis. System II operates during fruit ripening and senescence. The main
characteristics of this autocatalytic system is that ethylene production is ethylene induced
(Oetiker & Yang 1995). The factor(s) affecting the transition from system I to II are yet
not described. System I and II control ethylene production in climacteric fruits, whereas
system I only in non-climacteric fruits (McMurchie et al. 1972). An ethylene burst in
system II can be suppressed in fruits by storage under controlled atmosphere with low O,
(inhibits ethylene synthesis and action) and high CO, (inhibits ethylene action), or by
chemical ethylene inhibitors such as 1-MCP but it needs to be applied early when fruits
are still in the pre-climacteric stage with low ethylene production (Oetiker & Yang 1995).
Ethylene is stored in cells in the form of its precursor 1-amino-cyclopropane-1-carboxylic
acid (ACC). Under stress or when triggered by a physiological signal ACC is converted
to ethylene (Ferree & Warrington 2003). Shang Fa Yang established the synthesis
pathway of ethylene, which includes transformation of methionine (MET) via S-
adenosylmethionine (SAM or S-AdoMet) to ACC (Yang & Baur 1969). Methionine is
additionally regenerated in the Yang cycle (Adam & Yang 1979).

Step 1 — Methionine (MET) conversion to S-adenosylmethionine (SAM)
Methionine (MET) has been established as the ethylene precursor in all higher plant
tissues (Adams & Yang 1981). SAM synthetase catalyzes the transformation of MET to
SAM. The conversion is energy-dependent and requires oxygen. With the rising
respiration rate ATP is provided, which leads to higher ethylene production, even with a
small pool of methionine (Barry & Giovannoni 2007;Martinez-Romero et al. 2007). In
general MET is not occurring in plant cells in high amounts but it is recycled via 5’-
methythioadenosine (MTA) from step 2.

Step 2 - S-Adenosylmethionine (SAM) conversion into 1-Aminocyclopropane-1-
carboxylic acid (ACC)
ACC syntase (ACS) was suggested to be the rate-limiting enzyme in the ethylene
synthesis. Its concentration rises when climacteric fruits are exposed to ethylene,
wounding or water stresses (flood and drought). ACS was identified in both climacteric
and non-climacteric fruits (Oetiker & Yang 1995). ACS is an unstable enzyme, encoded
by a multi-gene family. In tomatoes 9 ACS genes were found (LeACSI1A, LeACSIB and
LeACS2-8). Among those, LeACSI1A and LeACS6 are expressed in tomato before ripening
and LeACS2 and LeACS4 are highly correlated with the ripening processes (Oetiker &
Yang 1995). However studies on tomato mutants (never ripe -Nr and ripening inhibitor -
rin ) have shown that only Le4CS?2 is ethylene regulated while the others were unaffected
(Oetiker & Yang 1995). One of the ACC derivatives in the ethylene biosynthesis pathway
is malonyl-ACC (MACC). MACC synthesis plays a role in the ethylene autoinhibitory
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system (Abeles et al. 1992). MACC might be responsible for low ethylene levels in pre-
climacteric fruits (Bleecker et al. 1998;Lelievre et al. 1997).
In step 2 also 5’-methythioadenosine (MTA) is produced as a side product of the MET to
SAM reaction. MTA is used to regenerate methionine (Yang & Baur 1969).

Step 3 — 1-Aminocyclopropane-1-caroxylic acid (ACC) conversion into ethylene
The enzyme ACC oxidase (ACO) takes part in the final step of the ethylene pathway,
therefore it is also called “ethylene forming enzyme (EFE)” (Abeles et al. 1992). In
apples and tomato fruits ACO is located in the external plasma of the cell wall of fruit
tissues (Ramassamy et al. 1998). It is oxidizing ACC to ethylene in an oxygen dependent
reaction. In anaerobic conditions ethylene formation is suppressed. ACO is encoded, like
ACS, by a family of genes. In tomato five ACO genes were found; LeACO1-5 (Oectiker &
Yang 1995). LeACO1 and LeACO4 increases in transcript abundance mostly during fruit
ripening and can be blocked by 1-MCP, which indicates their regulation by ethylene.
ACO production increases in the pre-climacteric stage, or by wounding and during
senescence (Oetiker & Yang 1995).

2.3.  Ethylene binding to the receptors

To understand the action of ethylene, which causes the response in plants, the
concept of ethylene receptors was investigated. It was proposed that the receptor has an
active centre containing a copper ion and amino-acid ligands in a hydrophobic packet
(favourable condition for copper stabilization) (Bleecker et al. 1998;Dal Cin et al.
2006;Rodriguez et al. 1999). The Burgs (1962) were the first to propose that the ethylene
receptor acts via a metal. They reported that compounds such as ethylene and propylene,
butene (ethylene agonists) bind to silver ions in the same order as their ability to induce
ethylene responses in plants (Burg & Burg 1962). Ethylene, by accepting electrons from
the putative metal, changes the charge distribution and possibly starts the rearrangement
of ligands associated with the metal (Bleecker 1999;Bleecker et al. 1998;Rodriguez et al.
1999). In other words, ethylene binding to a receptor may structurally rearrange it and
serves as the initial signal to the transduction pathway (Figure 2).
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5

Figure 2 Possible mechanism of ethylene perception via the rearrangement of ligands in the
active metal centre — the first step in the signal transduction pathway presented in Khan book
(2006) proposed elsewhere (Clark et al. 1998;Rodriguez et al. 1999).
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In apples, so far, two ethylene receptors have been isolated and their expression pattern
recognized for early fruit development and abscission (Dal Cin et al. 2006). The theory
about the ethylene regulatory system and receptor structure is primarily based on
extensive research using Arabidopsis as model plant (Bleecker 1999;Bleecker et al.
1998). In Arabidopsis five receptors were identified and their action was explained by a
negative regulation model. These functional receptors are divided into two sub-families
based on sequence and structural similarities of the proteins; ETR1 and ETR2. Subfamily
1 contains ETR1 and ETS1 and subfamily 2 contains ETR2, EIN4 and ERS2. ETR1 and
ERSI, which are placed in the endoplasmic reticulum, react directly on CTR1. CTR1 is
the main negative ethylene regulator, which acts downstream from the receptors. The rest
of the receptors (ETR2, EIN4 and ERS2) act more indirectly and less effective on CTRI1.
Receptors are in the active (inhibitory) state in the absence of ethylene. In this mode, they
allow active CTR1 protein to inactivate EIN2 (Figure.3a).

When ethylene is present - receptors are inactivated. They modulate CTR1 to ‘off” mode
and reverts EIN2 to its active form (Figure.3b). EIN2 initiates the activity of various
responses in plants probably by a second messenger in the cell, which stimulates
transcription of genes involved in ethylene responses (Bleecker 1999;Bleecker et al.
1998;Prange & DeLong 2003)

When dominant alleles (etr1-1, ein4-1) remain active, they are still keeping CTR1 in ‘off’
mode. Allele etrl-1 acts directly on CTR1 (Figure.3c) while ein4-1 is able to keep CTR1
activated indirectly via ETR1 and ERS1 (Figure.3d). ETR1 and ERS1 without supportive
receptors (Figure.3e) or the supportive receptors without primary signalling receptors
(Figure.3f) are incapable of maintaining sufficient activation of CTR1. EIN2 is then able
to initiate ethylene response even if there is insufficient amount of receptors to keep
active CTRI1- but the response to ethylene might be weaker.
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Figure 3 Model of ethylene action — explanation in the text. Red color presents inactivated forms
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3. ETHYLENE INVOLVEMENT IN THE RIPENING PROCESSES

The plant hormone ethylene takes part in many developmental processes in plants.
However, its function in the activation of processes, which lead to the development of
edible fruit quality during ripening, is the focus here. It can activate biochemical changes,
which renders fruit attractive (Martinez-Romero et al. 2007). On the other hand, ethylene
with progressive ripening also leads to loss in quality and to senescence (Figure 4).
Therefore, it is also called a “plant aging agent”. In this chapter, the focus is on the
positive role of ethylene in the ripening processes.

The main changes associated with ripening in climacteric fruits include; softening, sugar
accumulation and acid degradation, color changes (loss of green pigments and formation
of carotenoids and anthocyanins) and aroma development (Martinez-Romero et al. 2007).
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Figure 4 Physiological changes during climacteric fruits growth and storage (Werth 1997)

3.1. Texture

In fruit, climacteric and post-climacteric stages are accompanied with softening
processes changing the texture (firmness) which is a very important determinant of
quality and consumer acceptability (Payasi & Sanwal 2010). Texture is a creation of plant
cell composition and their structure. Cell walls in fruits is a polysaccharide matrix; it
consists of cellulose microfibrils embedded in a complex of hemicelluloses and pectin
(Cosgrove 2001). Pectic polymers are constituents of the middle lamella, called ‘the cell
bonding agent’, which is important for maintaining cell to cell adhesion (Cosgrove
2001;Harker et al. 1997). An increasing fraction of water soluble pectin is associated with
softening in apple (Knee et al. 1975). There is however a number of wall modifying
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enzymes taking part in this process; exo- and endo-polygalacturonase (PG), pectin methyl
esterase (PME), glycosidases and rhamnogalacturonase (Johnston et al. 2002). PG
enzyme causes pectin solubilisation and PG treatment of unripe apple discs caused
disruption in the middle lamella similar to those observed in ripe apples (Ben-Arie et al.
1979). However experiments on transgenic tomatoes have given evidence that PG is not
initiating softening (Giovannoni et al. 1989). The role of the PME enzyme, was
considered to be modification of pectins in a way that they are easy to solubilise and
depolymerise by other enzymes (Wakabayashi 2000). PME is therefore believed to have
an indirect effect in softening. Glycosidases, such as [}-galactosidase and a-L-
arabinofuranosidase, might facilitate pectin solubilisation and removal of galactose and
arabinose residues form pectin during softening. Both enzymes increase remarkably
during fruit softening. However, softening rates were not explained by differences in -
galactosidase activity in experiments by Yoshioka et al. (1995). Not much is known about
the role of rhamnogalacturonase except that it is active during apple ripening (Gross et al.
1995).

Extensive studies on the ethylene effect on ripening, lead to the conclusion that the
hormone promotes apple softening. It was especially visible in experiments with ethylene
inhibitors, where treated apples were firmer while ethylene production was reduced (Mir
et al. 2001). The enzymes endo-PG, B-galactanase, a-arabinosidase and B-galactosidase
were ethylene dependent in transgenic melons with suppressed ethylene synthesis,
whereas exo-PG and PME were ethylene independent (Pech et al. 2008). Expression of
some cell-wall modifying enzymes and proteins is therefore influenced by ethylene
(Brummell 2006;Brummell & Harpster 2001;Lelievre et al. 1997;Tatsuki & Endo 2006)
and so far, no single enzyme was identified as a major determinant in fruit softening.

Fruit texture might be affected by cell size. Positive correlation was found between tissue
breakdown during storage and cell size (Letham 1961). Cell size might be influenced by
water content - turgor. Transpiration is a physiological process in which water evaporates
from the plant tissues so leaves and fruit temperature is regulated. However, in sever
water stress fruit quality and appearance is deteriorated. Transpiration depends strongly
on cuticle and wax structure as well as external factors (temperature, humidity, wind etc)
(Preece & Read 2005). Positive correlation was found between cell turgor and firmness in
apple cultivars stored at 0-2°C for 6 months (Tong et al. 1999), however it was concluded
that other cellular aspects influenced firmness in storage and it is unlikely that turgor may
explain all variation in postharvest firmness (Johnston et al. 2002). Additional cellular
factors might be cell shape and structure. Soft fruits have rounder cells, more cell
separation and larger intercellular spaces than firm fruits. The same observation was
noticed in early maturing apple varieties, which explains why these cultivars tend to
soften rapidly in the storage (Kahn & Vincent 1990). It has also been indicated that fruits
with bigger cells have more intercellular spaces and therefore have weaker tissues
(Harker et al. 1997).

Apples can lose 25-50% of their harvest firmness, while melons, tomatoes and kiwifruits
can soften 75% (Johnston et al. 2002;Johnston et al. 2001). This decline in firmness
continues after harvest and is a main concern in storage handling.
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3.2.  Acidity and Sugar

Fructose, glucose and sucrose are main sugars in climacteric apples, -
accumulated during maturation and during the post harvest climacteric ripening provided
mainly from starch conversion. In apples, starch hydrolysis begins usually 2-3 weeks
before the increase in ethylene production. Sugar content increases till harvest with
fructose as the predominant in most cultivars fx. ‘Golden Delicious’ or glucose in ‘Cox’s
Orange Pippin’ (Corrigan et al. 1997;Jackson 2003). There is a rather indirect effect of
ethylene on acidity and sugar content, as these components are used during the enhanced
metabolic processes of the climacteric ripening.

Malic acid accounts for around 90% of the organic acids in apples (Ackermann et al.
1992). Some apple cultivars have small amounts of citric, quinic, galacturonic and
chlorogenic acids (Jackson 2003). Organic acids are main substrates for the respiration.
Citrate can be directly fed to Krebs cycle, while malate is catalyzed first by malic
enzymes to pyruvate. Through the climacteric stage the metabolism of malate increases in
the apple tissue and is related to the increasing respiration rate (Jackson 2003;Preece &
Read 2005).

With decreasing level of organic acid the sweetness perception increases. The balance
between sugar and acid content influences the taste perception. Corrigan (1997) presented
that sugar to acid ratio varies from 12 to 36. In the same study sugar content differed from
11-15.7% and malic acid level between 0.35 to 0.95%. These parameters vary among
cultivars (and climate zones) but so do taste expectations of consumers. ’Ildred Pigeon’
TA content varied in our experiments between 8.4-10.7g/L (0.84 and 1.07 %) while total
soluble solids (TSS) was between 12.4-13.5%Brix dependent on measured influential
factors (chapter 9).

3.3. Pigmentation

Color changes, in apples are due to chlorophyll breakdown, and carotenoid and
phenolic pigment (anthocyanin, flavonols) synthesized in the cell cytoplasm and
accumulated in the vacuole (Tanaka et al. 2008). For red cultivars the most important
pigments are anthocyanins (Saure 1990). There are two stages during fruit development
where anthocyanins are formed: 1) in small fruitlets during cell division, which does not
result in persistent red color, and 2) during ripening (Jackson 2003;Saure 1990). When
ripening progresses, chlorophyll degradation reveals existing pigments such as
carotenoids and more anthocyanins are produced. Light is a crucial factor in anthocyanin
synthesis as little or no pigment is produced without light exposure. UV light was found
to induce anthocyanins production (Arakawa et al. 1986;Kondo et al. 2002).

Anthocyanin synthesis in apples depends on sugar availability and involves two
biosynthetic pathways (Golding et al. 2003;Wang et al. 2000). Anthocyanin pigments are
assembled from two different metabolic streams in the cell, both starting from the C2 unit
acetate or acetic acid derived from photosynthesis, one stream involves the shikimic acid
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pathway to produce the amino acid phenylalanine (Figure 5). The other path (the acetic
acid pathway) produces three molecules of malonyl-Coenzyme A (C3 unit). These two
are coupled together by the enzyme chalcone synthase, which forms chalcone. The
chalcone is subsequently isomerized to the prototype pigment naringenin, which is next
oxidized by enzymes like flavonoid hydroxylase and bound to sugar molecules to form
anthocyanins. The red-skinned apples contain mostly cyanidin-anthocyanins such as;
cyanidin-3-O-galactoside, cyanidin-3-0O-arabinoside, cyanidin-7-O-arabinoside, cyanidin-
3-O-rutinoside, cyanidin-3-O-xyloside (Mulabagal et al. 2007). Pigments are transported
through the cytoplasm to the vacuole membrane via glutathione S-transferase (GST)
(MacLean et al. 2007). Both phenylalanine ammonia-lyase (PAL) and CHS were
considered key enzymes on flavonoid biosynthesis (MacLean et al. 2007). However, the
activity of PAL 1is positively correlated with anthocyanin formation (Golding et al.
2003;Wang et al. 2000). It was found that ethylene initiates rapid anthocyanin
accumulation during apple ripening by increasing the level of PAL enzyme in the apple
skin (Faragher 1983). However, ethylene only stimulated anthocyanin production via
PAL in unripe apples, but not when applied on already ripe fruits (Faragher
1983;Faragher & Brohier 1984;Wang et al. 2000). Some studies strongly point out an
interaction between ethylene and anthocyanin synthesis (Blankenship & Unrath
1988;Faragher & Chalmers 1977;Larrigaudiere et al. 1996) but there is still some
inconsistency (Mattheis et al. 2004). Anthocyanins, among other pigments, responded
quickest both to ethylene promoting and suppressing. Additionally promotion of
anthocyanin synthesis with the ethylene treatment requires light and ethylene treatment
actually inhibits pigment formation in darkness (Craker & Wetherbee 1973).
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Figure 5 The anthocyanin biosynthesis pathways
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Still enhancement of anthocyanin synthesis could require only a very low ethylene level,
which might be insufficient for initiating other ripening processes (Awad & de Jager
2002). On the other hand it was shown that ethylene played an enhancing role when used
with methyl jasmonate (stimulator of anthocyanin accumulation) but there was no
discernable effect of exogenous ethylene on anthocyanin production when applied alone
(Mattheis et al. 2004). Therefore it was suggested that other factors than ethylene are
involved in anthocyanin accumulation like temperature, fruit maturity and horticultural
management (MacLean et al. 2006).

Optimal color development occurs at 20-25°C, while temperature above 35°C completely
prevented anthocyanin accumulation because PAL enzyme is inactivated at high
temperatures (MacLean et al. 2006). According to Uota (1952) a greater energy is
required to synthesize pigment at higher temperatures. Cool temperature at nigh also
stimulate red color development, while fruit at night temperature, above 15°C, remain
green (Toldam-Andersen, unpublished data). Carbohydrate supply and fruit to leaf ratio
were found also influential on red color changes. Basically the more leaves per fruit the
more sugar delivery and better anthocyanins synthesis (Jackson 2003).
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3.4. Aroma compounds

300-350 different aroma compounds have been identified in various apple
cultivars (Dixon & Hewett 2000). The specific cultivar aroma profile depends on a
mixture of principal compounds, their thresholds and concentrations (Hansen et al.
1992;Song & Bangerth 1996;Song et al. 1997). Aroma compounds are synthesized
largely in apple peel tissue (Pechous & Whitaker 2004) but also in apple flesh (Kondo et
al. 2005). Esters, alcohols and aldehydes are quantitatively the major volatiles in apples
(Argenta et al. 2006;Kondo et al. 2005), which arise from fatty and amino acids. Any
changes in the ester substrate pool might depend on many factors like; the physiological
state of the fruit, genetical potential, agronomic, environmental, post-harvest conditions
and all other which influence the balance of the metabolic pathways
The concentration of aroma compounds increases during ripening and reaches the highest
production during the climacteric peak (Dixon & Hewett 2000). Rising ethylene
concentration and increased respiration might be needed to deliver the aroma compound
precursors required. Production of esters in fruits has been shown by Schaffer et al.
(2007) to be ethylene related. When the ethylene concentration in apples was reduced
ester synthesis was inhibited but aldehydes were not affected (Schaffer et al. 2007).

The general volatile synthesis was observed to follow according to aroma compound
groups; aldehydes being predominant in pre-climacteric stage, alcohols and then esters
increasing with rising ethylene concentration (Mattheis et al. 1991). It is related to a
major precursor of aroma volatiles; fatty acids, which further involvement in biosynthetic
transformation lead to development of aldehydes, than alcohols and finally esters (Dixon
& Hewett 2000). Almost no esters were present in ‘Anna’ apples at harvest but a great
amount of the aldehydes, 2-hexenal, and the alcohols hexanol and 2-methylbutanol. These
compounds decreased during ripening while esters accumulated (Lurie et al. 2002).
Aldehydes contribute to green, grass-like, herbaceous, leaf-like odour (Dixon & Hewett
2000). They are formed from fatty acid degradation by lipoxygenase (LOX) (Schaffer et
al. 2007) and further hydroperoxide lyase (HPL) action (Riley et al. 1996) (Figure 6). The
LOX enzyme is located in sub-cellular positions, which prevents aldehyde formation in
intact apples (Sanz et al. 1997). During apple degreening, when chloroplasts decompose,
the linoleic (18:2) and linolenic (18:3) acids are released from galactolipids (Paillard
1986). The concentration of these acids is higher in pre- rather than in post-climacteric
apples (Dixon & Hewett 2000). During the tissue damage the LOX enzyme is released
and C6-adehydes are significantly produced (Baldwin et al. 2000;Myung et al. 2006).
Linoleic and linolenic acids are oxidized and formed fx. hexanal and cis-3-hexenal
(Paillard 1986;Schaffer et al. 2007). These C6-aldehydes were found to protect injured
cells from bacterial decomposition (Corbo et al. 2000).
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Figure 6 Lipoxygenase pathway; C6-aldehydes, alcohol and straight-chain ester production in
vegetables and fruits (Baldwin et al. 2000;Hui 2010)

Alcohols might constitute 6-16% of the volatile profile (Paillard 1990).They arise from
beta oxidation of fatty acids, together with acyl co-enzyme A (CoA) (Schaffer et al.
2007). In a further step, alcohol is catalysed to form esters by alcohol acyltransferase
enzyme (AAT).Alcohols may also be produced from ester hydrolysis catalysed by the
esterase. The activity of this enzyme increases during the climacteric phase (Goodenough
1983).The concentration of alcohols might limit ester formation or promote formation of
some esters. When intact apples were exposed to hexanal vapour, immediately 1-hexanol
formation was observed and after additional 5 hours hexyl acetate accumulation increased
(Song et al. 1996). It confirms that hexanal needs to be converted, firstly to alcohol in
order to transform into the later ester. Butyl acetates and butanoate ester concentrations
increased when apples were exposed to 1-butanol. Ethanol and hexanol stimulated
formation of ethyl and hexyl esters at the expense of butyl esters, indicating that ester
synthesis is a selective response (Kollmannsberger & Berger 1992).

Esters are responsible for fruity, floral, fresh and apple-like aromas (Dixon & Hewett
2000). They account for 80% (Kakiuchi et al. 1986), 78-92% (Paillard 1990) of total
content of volatile compounds. In fruit, straight chain esters are synthesised from fatty
acids via the lipoxygenase pathway (Figure 6), whereas branched chain esters are
produced from the metabolism of branched chained amino acids fx.leucine, isoleucine,
valine (Rowan et al. 1996;Schaffer et al. 2007;Wyllie & Fellman 2000) (Figure 7).
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In general, esters are formed from alcohols and acyl co-enzyme A (CoA). Firstly,
however, aldehydes are reduced by alcohol dehydrogenase (ADH) enzyme to the
corresponding alcohols. Secondly, AAT catalyzes the connection of the acetyl moiety
from acetyl CoA to these alcohols, forming esters. Ester biosynthesis can be controlled
both by the availability of the necessary substrates and by the selectivity of the enzymes
involved. Enzyme relations have been proven by accumulation of lipoxygenase-derived
volatiles; C-6 aldehydes and reduction of alcohols, in an Arabidopsis mutant, which
lacked ADH enzyme activity (Bate et al. 1998). 2-methylbutyl esters, which are normally
not found in banana, were formed when fruit were postharvest exposed to 2-
methylbutanol (Wyllie & Fellman 2000). This demonstrates that esters produced in the
ripening banana are limited by the supply of alcohol precursor. In Wyllie & Fellman
(2000) study, it was shown that different alcohol precursors were utilized to form esters
but AAT exhibit preferences. Ethanol and propanol were clearly the least preferred
substrates and the five and six carbon alcohols were the most reactive. This selectivity of
the enzymes, involved in the transformation of fatty and amino acids, is not yet fully
understood. It has been shown that there are significant differences in aroma profile
between apple varieties; ‘Red Delicious’ and ‘Granny Smith’ depend on alcohol
substrates exposure (Rowan et al. 1999;Rowan et al. 1996). ‘Red Delicious’ variety was
unable to convert cis-3-hexanol to hexyl esters, while ‘Granny Smith’ could. Therefore,
the fruit genetical potential is not out of importance. The AAT enzyme is established as a
key enzyme in ester synthesis and is very important for the understanding of the action of
ethylene in fruit ripening. AAT enzyme, but not yet ADH, activity and expression is
proven to be regulated by ethylene (Defilippi et al. 2005;Schaffer et al. 2007). Schaffer et
al. (2007) have created an apple fruit, which is an antisense mutant of ACO so does not
produce internal ethylene. The expressions of the gene, which are potentially related to
aroma compounds biosynthesis, were monitored in relation to exogenous ethylene
exposure. The 17 out of 186 genes in the fruit skin were unregulated by ethylene
treatment. As their project outcome, it was shown that ethylene selectively regulates the
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expression of genes involved in aroma biosynthesis, mainly being involved in the final
stage of aroma formation.
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4. ETHYLENE INHIBITORS

Ethylene is physiologically active in plant cells in very small amounts (<0.1ppm) and
storage facilities have to be controlled to reduce ethylene production rates. It can be done
by low temperature, reduced oxygen levels (controlled and modified atmosphere storage)
or the use of ethylene scrubbers (Schaffer et al. 2007). For many years high levels of CO,
was used in controlled atmosphere storage as a natural inhibitor of ethylene responses. It
was suggested, that CO, compete with ethylene for the binding sites; today it is well
known that higher CO, level is just suppressing ethylene synthesis (Dixon & Hewett
2000). It has become of a great importance to control ethylene responses to suppress
some of the unwanted changes in fruits during storage (fx. softening). As a consequence
of the work on different ethylene inhibitors, or agonists, researchers have made a major
improvement in characterization of ethylene binding-sites and identification of ethylene
signal transduction pathways.

The compounds, which interact with the ethylene receptors, might be divided into three
classes. The first group is represented by l-propylene and 1-butene. These are ethylene
agonists, which means they turn on ethylene response signals by binding to the receptors
(Sisler et al. 2006).

The second group is represented by diazocyclopentadiene (DACP) and 2,5-norbodiene
(2,5, NBD). They compete with ethylene for the place in the receptors, when the
hormone is present in relatively low levels. They bind impermanent to the binding-sites
and therefore require continuous exposure. NBD is mainly used in scientific applications
because of its unpleasant odour and the requirement for repeatable exposure limits its
commercial implementation (Kepczynski 2006). DACP was used to extend postharvest
life of ornamental plants. Interestingly it binds weakly to ethylene receptors, but when
exposed to fluorescent light, its by-product becomes a very effective receptor blocker
(Sisler & Serek 1997). Explosiveness and instability of DACP prevent the compound
from use as a potential ethylene inhibitor in commercial applications.

Chemicals, like silver thiosulfate (STS) and cyclopropenes, which also bind to ethylene
receptors and remain there for a long time preventing the activation of hormone action,
represent a third group. The effect of these inhibitors diminishes, when the compounds
diffuse or new receptors appear (Sisler & Blankenship 1990;Sisler & Serek 2003;Sisler et
al. 1995). STS was commercially used to block ethylene action and protect ornamental
plants against ethylene (Sisler et al. 1985). It was already reported in 1976 that silver ions
are involved in ethylene responses in plants (Beyer 1976a;Beyer 1976b). Additionally, it
was known that the ethylene receptor (ETR1) contains a copper ion that controls ethylene
binding (Rodriguez et al. 1999). Therefore, the action of STS might include exchange of
ions at the receptor sites. The binding between silver and the receptor is so strong that
ethylene cannot bind or induce any processes at the receptor level (Rodriguez et al. 1999).
Silver was found mobile in the phloem, when studied on carnations, and could
accumulate in organs (Abeles et al. 1992;Sisler et al. 1985). The contamination risk of
this heavy metal, eliminates STS from being used on vegetables and fruits.
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4.1. Cyclopropenes

Cyclopropene (CP), 1-methylcyclopropene (1-MCP), 3-methylcyclopropene (3-MCP)
and 3,3-dimethylcyclopropene (3,3-DMCP) are very effective in low concentrations and
remain bonded to the receptors for many days (slow diffusion) (Sisler et al. 2006;Sisler &
Serek 2003). Concentration-wise CP and 1-MCP are almost equally active; however, CP
is unstable at room temperature. CP, 1-MCP and 3-MCP applied once protected bananas
against ethylene at 23°C for 12 days, while 3,3-

A

7\\ cyclopropene (CP) DMCP Ol’lly worked for 7 days (Sisler et al.
o 2006;Sisler & Serek 2003). Still 1-MCP appeared
A 3-methylcyclopropene (3-MCP) to be the most useful among cyclopropenes, based

on its stability at room temperature, concentration,
/ \ | 1-methyieyclopropene (1-MCP) efﬁmency, non—tox?cuy and odourless character.
" (Sisler et al. 2006;Sisler & Serek 2003).

Hzc‘/\/\% 3,3-dimethylcyclopropene (3,3.0mcp)  Lhe positions of substitutions and the double bond
/[=\ on the ring are important (Sisler et al. 2003).
Methyl group adjacent to the double bond (1-

MCP) was more effective at lower concentrations and allowed interact with receptor for
longer time than methyl group substituted at 3-position (3-MCP) (Sisler et al. 2003).
Therefore, a stabilizing effect of the ability of the compound to bind to the receptors is
also due to the substitution in position 1. More cyclopropenes substituted in the position 1
with linear saturated side chains were tested on bananas (Sisler et al. 2003). The main
observation was: the longer the side-chain the better activity. 1-DCP (1-
decyclcyclopropene) showed the best performance when used in very low concentration
(0.3nL/L) because banana fruits were protected for 36 days at 23°C in comparison to 12
days for 1-MCP (Sisler et al. 2003). This long lasting effect is suggested to be due to the
side chain, which might anchor to the plant cell membrane and prevent the molecule from
getting lost from the cell structure (Paliyath 2008).
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5. I-METHYLCYCLOPROPENE (1-MCP)

Edward Sisler is considered to be the father of 1-MCP. Sisler found many

ethylene antagonists, which began a new era in the control of ethylene responses in plants
(Grichko et al. 2006). The discovery of 1-MCP came as a result of the cooperation of
Edward Sisler and Sylvia Blankenship (Blankenship & Dole 2003). The finding of 1-
MCP was a revolution in ethylene plant biology, which modernized the agricultural and
horticultural world. 1-MCP reached the awarding patent in 1996 (Sisler, E.C.,
Blankenship,S.M. Method of counteracting an ethylene response in plants. US Patent
5,518,988). 1-MCP safety, toxicity and environmental profiles in regard to humans are
very favorable (Blankenship & Dole 2003;Sisler & Serek 2003). It was accepted by USA
Environmental Protection Agency (EPA) after series of tests on rats, where no signs of
systematic toxicology were observed (U.S.Environmental Protection Agency 2008).
Another positive attribute of 1-MCP is low rates of residues, which are considered below
the detection limits (Blankenship & Dole 2003;Sisler & Serek 2003).
In 1999 1-MCP was released and distributed as EthylBloc® (Sisler & Serek 2003). At
that time, EthylBlock® was allowed to be used only on ornamental plants. In the same
year, AgroFresh Inc. launched the next product, SmartFresh™, on the market, with 1-
MCP as active ingredient, which could be used on edible plants (Sisler & Serek 2003).
The company created the SmartFresh™ Quality System, “where SmartFresh technology
successfully controls fruit and vegetable ripening by controlling naturally occurring
ethylene during storage and transport” (www.smartfresh.com). Basically, it is
recommended to use the SmartFresh™ technology to maintain good quality during
postharvest management.

5.1. 1-MCP registration in Denmark

SmartFresh™ was registered in Denmark in August 2008 by Danish
Environmental Protection Agency (DEPA, Miljostyrelsen). Denmark was importing
apples, which were treated with 1-MCP, as it was registered for use in many countries
much earlier than in Denmark. These fruit had become a treat to the Danish fruit market
as they had better storability and maintained good quality for longer time compared to the
local products. The 1-MCP registration raised consumer opposition voices, as Denmark is
a country of a great organic awareness and use of chemical on fresh fruit became a
concern. The Danish Veterinary and Food Administration (Fedevarestyrelsen) confirmed
however that there are no safety concerns about eating apples treated with SmartFresh.
The market associations needed, however, to stay behind the consumers’ opinion. COOP,
which is one of ‘green brand chain-shops’ in Denmark, decided to sell only untreated
products. Shop associations ensure consumers that they supply free SmartFresh products
as they have a trustful, yet only oral, agreement with producers, Danish as well as foreign,
to deliver only untreated fruits and vegetables.
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5.2. 1-MCP application

SmartFresh™ is produced in a form of powder with 0.014%, 0.14%, 0.63% or
3.3% of active compound (Jung & Lee 2009;Kondo et al. 2005). Under standard
temperature, 1-MCP is a gas and it needs to be formulated with cyclodextrin into powder.
It is released from the powder as a gas when in contact with water. Normally 1-MCP
should be applied in a sealed environment at room temperature (20-25°C) for around 20
to 24 hours. It can also be used in lower temperatures but exposure time need to be
longer, concentration higher and still 1-MCP effectiveness might be diminished (Acuna et
al. 2011). The affinity of 1-MCP to the binding sites is 10-fold higher than ethylene
(Blankenship & Dole 2003). It is proposed that 1-MCP binds to highly expressed
receptors like ETR1 or to EIN4, and by that continuously activate CTR1 even when
remaining receptors are inhibited by ethylene. 1-MCP must however, be bonded to the
sites in a different way than ethylene, so it does not deactivate them and does not cause
responds as ethylene does. It might be due to the time of compound-receptor binding.
Ethylene dissolves from receptors in a couple of minutes while it takes hours, or even
days in case of cyclopropenes (Sisler & Serek 1999). The full rearrangement of ligands in
the receptor’s metal active centre, which caused further ethylene responds in plants, is
probably possible only when compound connects, causes the rearrangement and then
dissolves from the receptor. Cyclopropenes bind to the metal site and remain there for
long time so rearrangement cannot be completed and the receptor cannot transmit a signal
(Figure 8).
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Figure 8 Ligand rearrangement cannot be completed as 1-MCP remain bound to the metal active
site => no signal is transmitted along the transduction pathway (Sisler et al. 2006)

Many factors can influence apple response to 1-MCP. Each cultivar tends to behave
differently due to different ripening development rate therefore different 1-MCP
application conditions have been tested. Various 1-MCP concentrations have been used to
delay ripening in apples (Blankenship & Dole 2003;Fan et al. 1999;Watkins 2008) -
Table 1. Most experiments on apples have been performed in the time range of 20-
24hours, but there are some studies performed with shorter exposure time (Table 1).

The time of 1-MCP application after harvest must be taken into account. 1-MCP, when
used in appropriate time, binds to ethylene receptors so that the ethylene hormone cannot
elicit its reaction to the already occupied sites. There is however, a possibility to delay the
use of 1-MCP after harvest, but effectiveness might be aggravated. A delay of 1-MCP
application up to 8 days after harvest strongly reduced treatment efficiency or did not
affect it depending on cultivar, storage type and duration (Watkins & Nock 2005).
Similarly, later harvested fruits are less responsive to 1-MCP than early harvested
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(Watkins 2008;Watkins & Nock 2005). Still there is a great need to establish the most
effective 1-MCP concentration and application conditions for each species and cultivar
individually as they react differently. The understanding of these relationships is essential
for a successful commercial utilization of 1-MCP (Watkins et al. 2000).
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6. ‘ILDROD PIGEON’ — A DANISH APPLE CULTIVAR'

‘Ildred Pigeon’ is a unique, red Danish apple cultivar, which is cultivated almost
exclusively in Denmark. It is also known under the synonyms ‘Merkered Pigeon’,
‘Dueable’ or ‘Julexble’. These Danish names are based on the appearance of the apple or
the usage purposes. The apples are grown for a niche market as they are used and sold
mainly before and during Christmas (Figure 9). It is an old cultivar dating back to around
1840 from the island Funen and is most likely a seedling of the old French cultivar
‘Pigeonnet Jerusalem’. It was first distributed from a nursery orchard in Korser, Sjelland
in 1870. The cultivar has been widely grown all over the country since then and became
one of the most popular cultivated cultivars in Denmark in the 1920 and -30’ies (Pedersen
1950).

Figure 9 ‘Ildred Pigeon’ apples are sold in shops during Christmas season

‘Ildred Pigeon’ apples are egg or cone-shaped, usually quite small with length of 51-
60mm and diameter of 52-56 mm. The skin color at harvest might be greenish only with a

! Internet Sources:

www.pometet.dk

http://www.sonneruplund.dk/0%20html/Pigeon%201ldroed.html
http://www.havenyt.dk/spoergsmaal/frugt og_baer/aebler/889.html
http://www.nordgen.org/nak/index.php?view=show&id=7459&PHPSESSID=g9¢1 1 gtt1bleakmfgp18n12i7

5
http://www.meyersmadhus.dk/da/meyers _lackkerier/frugt fra_lilleoe/pigeon.html
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partial cover of red over color. These apples develop, when attached to the tree, a red
cheek on the sun exposed side while the rest of the fruit skin remains green (Kiihn et al.
2011). The apple flesh is white — sometimes with a rosy tint, especially if the fruit has
been well exposed to light during development. ‘Ildred Pigeon’ has a distinctive tart-
sweet taste with a delicate bitterness and characteristic almond-like aroma. However, its
aroma potential and profile have not been precisely described.

It is an excellent table cultivar but is also well used for desserts, salads, baking and
mousse (Toldam-Andersen, unpublished data). Its shape, small size and intense red skin
color makes it also great for decoration at Christmas.

‘Ildred Pigeon’ cultivar is harvested in early to mid September and is kept in cold storage
until December. Apples at harvest are in most cases not fully red. Therefore, after harvest
the fruits are exposed to sun light to obtain bright red skin color, covering more than 50%
of the fruit (Sakskebing-storage facility; oral communication). Traditionally after harvest,
the apples are placed between the tree rows in the orchard (Figure 10). They are rotated
with a rubber broom at daily intervals to expose all sides to the sun. Light exposure might
last up to 3 weeks (Kiihn et al. 2011). During this time, the apples continue to ripen and
thus lose storage potential. Often their quality is aggravated during storage, especially
firmness (Kiihn et al. 2011).

Figure 10 ‘Ildred Pigeon’ apples before and after light exposure (Frugt og Grent, nr. 9/2008)

‘Ildred Pigeon’ became an apple model cultivar for our experiments where optimization
of this type of postharvest practice was studied in order to avoid storage loss. The
softening of ‘Ildred Pigeon’ is a major problem, which was observed in our experiments.
Recently, it was published that ‘Pigeon’ apples are losing 45% of their firmness because
of the sun exposure period and additional 20% during storage (Kiihn et al. 2011). The use
of the ethylene inhibitor (1-MCP), which would suppress acceleration of the ripening
processes, might be a possible solution to maintain apple firmness. However, the timing
of its application needs to be adjusted to allow fruits to develop red skin color.
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6.1. ‘Ildred Pigeon’ principal aroma compounds (PAPER III)

Apple odour formation is a critical factor for the fruit quality. The apple aroma

profile is composed of a very complex mixture of volatiles. More than 300 aroma
compounds have been detected in different apple varieties. Among these only about 20-
40 are directly responsible for characteristic aroma perception (Vanoli et al. 1995). The
aroma of apple varieties is suggested to be divided into groups depending on their
important components (Dixon & Hewett 2000;Li et al. 2008). Ethyl butyrate, ethyl
acetate and ethyl 2-methylbutyrate are characteristic for ester-like varieties fx. ‘Delicious’
and ‘Golden Delicious’. Additionally, according to Petersen and Poll (1995) apple
cultivars could be divided into three ester sub-groups, namely those dominated by
butanoate esters (‘Filippa’ and ‘Mclntosh’), acetate esters (‘Elstar’, ‘Cox Orange’ and
‘Golden Delicious’) and those where both butanoate and acetate esters contribute to the
total aroma profile (‘Mutzu’, ‘Ingrid Marie’ and ‘Spartan’). The ‘Jonathan’ variety is
representing an alcohol-like group with butanol, 3-methyl-1-butanol and hexanol as
typical aroma components. Finally, a fifth group represented by aldehydes like 2-hexenal
and low content of esters fx. the ‘Granny Smith’ cultivar (Li et al. 2008). Paillard (1979,
1990) categorized apple volatile pattern depend on fruit skin color and the relative
presence of C-6 aldehydes. Paillard (1979) reported that yellow-skinned apple cultivars
produce mainly acetic acid esters while red-skinned cultivars mostly produce butyric acid
esters. Concentration of C-6 aldehydes in ‘Cox’s Orange Pippin’ and ‘Jonathan ‘apples
were 4 and 6 times greater than in ‘Golden Delicious’ for hexanal and 100 times greater
for trans-2-hexenal (Paillard 1990).
The aroma profile of ‘Ildred Pigeon’ needed to be evaluated. To determine relative odour
potency of compounds and prioritize them, gas chromatography-olfactometry (GC-O)
was used. Molecules from the sample are separated, depending on their chemical
properties, when they travel through the capillary column of a GC. A GC-O is equipped
with two detectors; human nose and a flame ionisation detector (FID). Basically, the
effluent from the column is split into these two, and so allowing the instrument detector to
register changes in aroma during the time of measure, while assessor perception is
recorded simultaneously. Further steps require comparing and matching resolved
compounds between the GC-MS chromatogram with the assessor’s perceived ones. This
can be problematic in case of a very complex sample. The ranking techniques are used to
place perceived compounds according to their importance to overall aroma profile. There
are several methods; detection frequency method (NIF, SNIF), dilution to threshold
method (AEDA and CHARM) and intensity method (OSME) (Drake & Civille
2002;Plutowska & Wardecki 2008;Ruth 2001;Ruth 2004). Dilution techniques are based
on a repeated number of sniffing to dilutions of the sample until odour is no longer
detected. The need for sniffing replications makes these techniques time consuming
(Plutowska & Wardecki 2008). Compound intensity methods involve indication of
perceived compound descriptors and also compounds classification according to the
previously introduced intensity scale. This required special panelists training and
therefore direct intensity methods are difficult to perform properly.
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In general, good correlation has been found between OSME, AEDA and SNIF, wherein
detection frequency method was twice as fast as others (Le Guen et al. 2000). The
detection frequency method is used because of its simplicity and reproducibility with a
minimum number of 6-8 panelists (Pollien et al. 1997). Panelists sniff only one dilution.
The method is repeatable and the results reflect the differences in sensitivity between the
evaluators, which reflects the differences within given population (Plutowska &
Wardecki 2008). The results are presented in an aromagram/olfactogram, where numbers
of panellists perceiving the compound versus retention time is shown. The height of a
peak represents the number of judges who indicated the presence of the compound — NIF
(Nasal Impact Frequency). Based on NIF value the status of perceived compounds in
order of their importance is made (Delahunty et al. 2006). In this method number of
panelists perceiving a compound at the same time is used to describe the importance of
the compound to overall aroma profile (Pollien et al. 1997). Pollien et al. (1997) showed
that the detection frequency method does not require special panelist training and the
results are repeatable with a minimum number of GC runs.

To identify the most important aroma compounds for ‘Ildred Pigeon’ it was decided to
use dynamic headspace sampling and a trap containing 200mg Tenax TA. The thermal
desorption of the aroma compounds was done on a Short Path Thermal Desorption unit
(model TD-4, Scientific Instrument Services Inc. NJ). The detection frequency method
(Pollien et al. 1997) was used for recording detected odors over a group of assessors. The
number of assessors detecting an odor simultaneously (NIF) is used as an estimate of the
odor’s intensity.

There were 7 trained judges, who were recorded for 40 min during sniffing. The assessors
were asked to indicate onset and end of each perceived odor and give a description of the
odor quality. Compounds perceived by at least 3 panelists at the same time were assumed
to be characteristic for ‘Ildred Pigeon’. Twelve characteristic ‘Ildred Pigeon’ aroma
compounds were defined as they were indicated by at least 43% of population perceiving
a compound (NIF values equal to or above 3): butanal, ethyl acetate, methyl 2-methyl
butyrate, hexanal, 2-methyl-2-pentenal, cis-3-hexenal, 2-hexenal, butyl butyrate, 2,4-
hexadienal 1, 2,4-hexadienal 2, 1-heptanol and 6-methyl-5-hepten-2-ol (Figure 11).

In several cases panelists indicated perception of two compounds fx t-2-hexenal and butyl
butyrate and two 2,4-hexadienal isomer forms. Where else two compounds were included
as they co-eluted at time interval pointed by panelists fx. butanal and ethyl acetate, 2-
methyl 2-pentenal and cis-3-hexenal, 1-heptanol and 6-methyl S-hepten 2-ol. The co-
elution of these peaks or compounds aroma blending occurring closely might raise
evaluation of odorants in overall aroma profile. However, these issues are unavoidable no
matter of technique used.

The composition of various aroma compounds influences the flavour perception and in
‘Ildred Pigeon’ aldehydes, straight and branched chain butyrates and alcohols are
considered to make a major contribution to the overall aroma quality (Figure 11).
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Figure 11 Aromagram, where principal ‘Ildred Pigeon’ compounds are presented indicated by
more than 3 panelists.
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7. PRE- HARVEST FACTORS AFFECTING APPLE QUALITY

The quality changes during maturity and ripening might be influenced by many
pre- and postharvest factors; tree age (Tahir et al. 2007), rootstock vigour (Lo Bianco et
al. 2008), thinning and pruning practice (Link 2000), irrigation (Kafkas et al. 2009;Lo
Bianco et al. 2008;Mpelasoka & Behboudian 2002), fertilization (Kafkas et al. 2009;Nava
et al. 2008;Raese 1977), crop load, light access, harvest time (Echeverria et al.
2004a;Echeverria et al. 2004c;Vanoli et al. 1995) and storage conditions.

There is limited information available on the effects of pre-harvest practices on apple
post-storage quality, especially aroma development. The combined influence of some of
the mentioned postharvest factors will be discussed further in this thesis. However, this
chapter is dedicated to pre-harvest thinning and nitrogen fertilization effects on color,
firmness, total soluble solids, malic acid content, ethylene and aroma development.

In this chapter two experiments are presented; experiment I (PAPER I) and experiment II.
The set up of the experiment I was described in PAPER 1. Basically, half of the apple
trees were thinned during fruit growth (the early July). At harvest apples were picked;
from thinned (50% fruit load reduction) and unthinned trees; from three nitrogen levels;
0, 50 and 100 kgN/ha. Apples were kept in storage for 60 days after harvest. The quality
parameters (firmness, ethylene production and aroma profile) were measured 5, 8 and 15
days after removing from cold storage to room temperature.

Apples for experiment 11 were harvested only from thinned trees. Bags were put on apples
while on the trees in mid-summer, to prevent anthocyanin production and to create apples
with pale skin on which the effect on red over color of a postharvest light exposure would
be easily detected. Bags were removed directly after harvest. Apples, bagged and
nonbagged, were picked from three nitrogen levels; 0, 50 and 100kgN/ha (thinned trees).
After harvest, one set of samples were treated with 1-MCP immediately, another set was
treated with 1-MCP after light exposure and a third set remained as control apples
(untreated). The sunlight exposure lasted for 6 days. After sunlight exposure, apples were
transferred to cold storage for 5 weeks (short storage for ‘Ildred Pigeon”). Maturity index
was determined for bagged and non-bagged apples. The color development during
sunlight exposure depend on nitrogen level was measured only on bagged apples and
expressed as a/b ratio. It was hypothesized that the nitrogen fertilizer effect on
anthocyanin formation would be more pronounced during light exposure if pigment
development had been inhibited by bagging apples while on the trees. The evaluation of
nitrogen effect on other quality parameters is presented based on measurements on
nonbagged apples — these under natural development.

‘Ildred Pigeon’ apples should be harvested when the harvest index parameters reach the
following levels; starch 3-4, firmness 7-8 kg, TSS 11-13 % Brix, corresponding to a
harvest index of 0.17 - Handbog for frugt- og bearavlere (2006). Apples harvested on
2.09.08 were used in experiment II to evaluate nitrogen fertilization effect on quality
parameters. The harvest indexes can be seen on Figure 12.
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'lldrgd Pigeon' harvest indexes in 2008

1.2
—+H.. for apples, which were bagged while on the tree
itrogen levels; -=-H.|. for apples which growth under natural conditions
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Figure 12 ‘Ildred Pigeon’ harvest indexes measured in 2008. Harvest index of bagged apples
done only at date 2.09.08 but at three nitrogen levels. Harvest index of nonbagged apples at the
middle nitrogen level (50 kgN/ha), done also at 0 and 100kgN/ha on 2.09.08.

Harvest index of bagged apples was higher than non-bagged apples on 2.09.08 (Figure
12). Bagging therefore, seems to delay maturity of apples while on the trees. According to
Fan & Mattheis (1998) bagging practice delays the onset of fruit ripening by delaying
ethylene concentration rise. Nitrogen fertilizer had no effect on anthocyanin production
(Figure 13). After six days of light exposure there was a non-significant tendency of
poorer color development in previously bagged apples, which were fertilized with
100kgN/ha (Figure 13). However, in the study of Kiihn et al. (2011) ‘Pigeon’ apples from
trees receiving high N level were significantly less red than apples from trees receiving
lower N level. According to Strissel et al. (2005) anthocyanin synthesis and PAL activity
seems to be suppressed by high nitrogen levels. In ‘Elstar’ apples negative correlation
between nitrogen level in the fruits and total flavonoid and anthocyanin content was also
observed (Awad & De Jager 2002).
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Changes of a/b ratio during light exposure 2008
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Figure 13 Changes in a/b ratio (which present direct respond to the changing anthocyanin
content) depending on nitrogen fertilization levels of bagged apples. Vertical bars represent
standard deviations.

In experiment II, with increasing nitrogen level the fruit size increased; 79, 81 and 85g,
respectively for non fertilized, middle and high nitrogen level. Weight losses measured
after storage showed that apples fertilized with 50 kgN/ha lost around 6.5% of their
weight, while the loss caused by other nitrogen levels were 5.5-5.6%. Despite these
losses, there was no effect of nitrogen on apples firmness after storage in experiment II.
In experiment I (PAPER 1) the effect of nitrogen fertilization on texture was minimal;
apples from the moderate nitrogen level were slightly firmer (49N/cm®) than other levels
(46N/cm?). There was also no relationship between the decrease of firmness of ‘Pigeon’
apples and the N supply in the study by Kiihn et al. (2011). Several attempts have been
made to correlate apple firmness after storage to pre-storage factors. Mineral content of
fruit is not a good predictor of firmness (Johnson 2000). In general, softer apples at
harvest are expected to be softer after storage. When leaf boron content, skin greenness
and fruit nitrogen variables were included as variables into a firmness prediction model,
76% of the variation was explained in comparison to 55% variation explained by firmness
at harvest alone (Johnson & Ridout 1998).

Nitrogen fertilization effects on sugar and acidity content was insignificant in experiment
II. Apples from trees treated with 0 and 100kgN/ha had average sugar contents of 13.5
and 13.0% Brix, while apples from the moderate nitrogen level had 12.9% Brix. TA
content was 8.16 g/L in apples from unfertilized trees while apples from high and
moderate N level had 8.0 g/L. In a study of Kamamura et al. (2000) apple fruits from high
N fertilized trees had lower soluble solid content, were softer and had poorer color.
Similar results were obtained by Raese et al. (2007) in ‘Golden Delicious’ apples, where
additionally titratable acidity was lower in apples from high nitrogen level trees. In a
study of Kiihn et al. (2011) the correlation between sugar content of ‘Pigeon’ and N
fertigation (application of fertilizer through an irrigation system) was not found. The
influence of some pre-harvest factors on quality might be more pronounced in big-fruited
apple rather than fruits with small size genetic potential. In experiment I (PAPER I),
despite the strong reduction of fruit load (50%), thinning resulted in 8.4% average
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increase in fruit size (from 77g to 84g). The size compensation after thinning can in
optimal cases result in almost similar yield levels (Hansen 1982;Knight 1980), which
combined with a more favorable price on larger fruits results in an economic surplus. For
‘Ildred Pigeon’ apples under 45mm diameter producers get 5.11kr/kg. However, increase
in size, to 45-50 and 50-60mm, lead to higher prices, 8.23 and 7.40kr/kg respectively
(Sakskebing-storage facility; oral communication). A 3g increase in fruit weight of an
‘Ildred Pigeon’ apple leads in average to approximately Imm increase in fruit diameter
(Toldam-Andersen, unpublished data 2011). Furthermore, based on a normal relationship
between diameter and fruit weight for ‘Ildred Pigeon’, the fruits from experiment I from
thinned and unthinned trees can be estimated as apples with 50-60mm diameter (Toldam-
Andersen, unpublished data 2011), so the effect of thinning was rather small. However,
according to Toldam-Andersen (unpublished data 2011) the effect of late thinning on
sugar content surplus is more beneficial.

‘Ildred Pigeon’, in general, is a small fruited apple variety with an average fruit diameter
of 50-60mm (Pedersen 1950) and therefore apples have only a small genetic potential to
produce larger apples. The importance of the genetic potential for fruit size in relation to
the effect of thinning was demonstrated by Hansen (1989). Large size fruit crops showed
strong ability to react on crop load changes by increased size, dry matter and acid content.
In experiment II, the internal ethylene production after storage was lowest (669uL/L) in
non-fertilized apples. Apples from medium and high fertilized trees produced moderate to
high levels of ethylene with 1186 and 1410uL/L, respectively. The same ethylene trend
was observed in experiment I described in PAPER 1. It is known that extensive nitrogen
levels retard fruit maturation by decreasing starch degradation and skin pigmentation
(Goode & Higgs 1977;Kiihn et al. 2011) but in our study retard maturation was observed
as lower ethylene concentration in non-fertilized apples. Insufficient assimilate delivery,
especially during the later part of fruit growth, may due to a reduced leaf areca
development at low N level, cause slower ripening. In contrast at high N levels increased
competition for assimilates may periodically occur, when shoot growth increases due to
augmented levels of fertilizers in the early season, resulting in high levels of early fruit
drop and thus a more favorable assimilate availability during the later ripening (Toldam-
Andersen & Hansen 1995). In PAPER I delay of maturity was confirmed in apples from
non-fertilized trees as lower ethylene level and low fruit under to fruit on the tree ratio
(fruit drop).

It needs to be mentioned that fruit variability, even among apples from the same growing
and storage conditions, is a challenge in case of results understanding. All analyses
presented in experiments were carried out on individual apples. Even though we
controlled some horticultural pre-harvest aspects, as well as conditions during postharvest
treatments, there is still additional variation in fruits from the same tree. These fruits can
vary visually as well as internally. Differences in sweetness, crispness and flavour
perception exists within fruits from top and bottom and side to side (Dever et al. 1995).
Differences in aroma pattern were also observed on individual apples of three cultivars
dependent on position on the tree by Petersen et al. (2007). This additional variability
might have increased the standard deviation in our experiments and in some cases
diminished the influence of investigated factor.
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Fatty acids and amino acids are substrates for the synthesis of straight and branched chain
ester in fruits (Rowan et al. 1996;Wyllie & Fellman 2000). It was shown that nitrogen
fertilization affected amino acid levels in grapes, which lead to changes in wine quality
(Ough et al. 1968;Spayd et al. 1994). Apple aroma composition in relation to nitrogen
fertilization was evaluated. In experiment II, many compounds were insensitive to
elevated nitrogen levels. However, volatiles listed in Table 2 reacted significantly on the
nitrogen levels (19 out of 36 compounds).

Table 2 Aroma compounds which significantly reacted on different nitrogen levels (p<0.05).
Values in a row marked with the same letter are not significantly different
*: ‘Ildred Pigeon’ principal aroma compounds (chapter 6.1)

Nitrogen Level (kgN/ha) 0 50 100
Compounds Relative Area x 10°
propanal 4.6£19b 62+2a 59+2a
2-methylbutanal 1.320.7b  1.6x1.2ab 22+l.6a
hexanal* 156£70b  395+152a 191+138b
2-methyl-2-pentenal * 157 b 30+16a 1589 b
2-hexenal* 488+155b 603+t137a 596+233 a
octanal 0.6£0.1b  0.8#03a 0.6+0.1b
2,4-hexadienal 1* 26+09b 34+1.7a 24+1b
2,4-hexadienal 2* 6.5+23b 85+42a 594+23b
decanal 09+04b 13£0.6a 0.7£0.2b
methyl acetate 34+19a 1.840.8b 4.1+23a
ethyl acetate* 90+46 a 21£12b 74+59 a
propyl acetate 73+4.5ab 4.7£3 b 77452 a
butyl acetate 7.8+5.1a 4242.6b 724+4.7a
1-hexanol 719+397a  512+288b  680+411 a
2-hexen-1-o0l 2.3+1b 3.8+l a 2.9£1.6b
1-heptanol* 25+l a 1.8£0.8b 24+1.2a
2-propanone 22247 a 16.2+4.1b 17.6£2.8b
2-ethyl-furan 2+0.6 b 2.7¢1.6a 1.7£0.6 b
farnasene 49+£55b 9.5+79ab 11.4+10.8a

The low N and high N levels caused high production of acetate esters, 1-hexanol and 1-
heptanol in comparison to medium nitrogen level. In contrast 2-hexen-1-ol, hexanal, 2-
methyl-2-pentenal, 2,4-hexadienal, 1 and 2- decanal, octanal and 2-ethylfuran had higher
production in apples treated with 50kgN/ha. In non-fertilized apples, production of
propanone was higher but propanal, 2-hexenal, 2-methyl butanal and farnesene was the
lowest. There is limited information about nitrogen fertilization effects on aroma profile
in apple; however in strawberries esters and hexanal production increased with elevated
nitrogen doses (Ojeda-Real et al. 2009). In peaches, concentration of a-decalactone which
is a major constituent of peach aroma, was lowest in high nitrogen while cis-3-hexenol
increased with fertilizer levels. These studies suggest also that with extensive nitrogen
fertilization, peach flavour, mainly sweetness and aroma, is aggravated (Huijuan et al.
1999). The same observation was obtained in case of ‘d’Anjou’ pears, where flavour
ratings decreased with increasing fertilization (Raese 1977). Production of ‘Ildred
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Pigeon’ principal compounds presented in Table 2, except 2-hexenal, 1-heptanol and
ethyl acetate, was higher in apples harvested from trees fertilized with moderate nitrogen
level. The production of aroma compounds was also investigated in PAPER I (experiment
I), where cropping level additionally to nitrogen doses influenced aroma composition.
Ethylene production was low in apples from unfertilized trees. Additionally, there was a
trend of decreased production of ethylene, hexanal, butanal, farnesene and 3-octanol with
higher crop load. ‘Ildred Pigeon’ is a small fruited cultivar and as it was described in
details in PAPER 1 the effect of crop load on ‘Ildred Pigeon’ apple fruit growth and
aroma compounds was rather weak. Nevertheless, experiment II results were similar in
the case of most compounds, despite diverse experimental setups. In both experiments I
and II ethyl, propyl, butyl acetate and 1-hexanol, followed the same trend being most
abundant 5 days after storage in apples fertilized with 0 and 100 kgN/ha. Hexanal and
2,4-hexadienal, 2-hexen-1-ol had highest production in apples from 50kgN/ha. Hexyl
acetate, methyl 2-methylbutyrate, 1-pentanol, 3-octanol and butanal were insensitive to
nitrogen levels. Formation of volatile aroma compounds is a complex process, which as it
was presented, might be affected to a different degree by variety of factors.
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8. APPLE AROMA RECOVERY AFTER STORAGE

The main reason for cold storage after harvest is to maintain quality by slowing
down all metabolic processes in apple fruits, for example by controlling the temperature.
After storage appropriate ripening recovery time is needed, especially to provoke aroma
development before putting apples on the market. Different lengths of ripening period
have been reported necessary to obtain marketing quality in different cultivars; 7 days for
‘Gala’, ‘Delicious’, ‘Granny Smith’, ‘Fuji’ (Bai et al. 2005;Baldwin et al. 2003;Marin et
al. 2009), 8 days for ‘Jonagold’ (Mir et al. 1999) while 14 days for ‘McIntosh’ (Deell et
al. 2008). Volatile production during ripening after storage might, apart from cultivar,
depend on harvest time. ‘Starkspur Golden’ apples had highest total volatile production
after a long period of 33 days at room temperature after storage when early picked (158
and 173 DAFB), while apples harvested later (181 DAFB) achieved maximum aroma
production after 10 days (Vanoli et al. 1995).

Therefore, suitable length of this period needs to be investigated for ‘Ildred Pigeon’
apples. Based on aroma pattern and ethylene production after cold storage it was possible
to evaluate the period in which these give optimal level. Aroma analyses were carried out
5, 8 and 15 days after removal from 8 weeks of cold storage to room temperature. The
highest ethylene and aroma production were observed at day 5 and/or 8 days at room
temperature. Most of the volatiles then showed a decreasing trend until day 15. Ethylene
trend was parallel with production of the acetates in agreement with observations for
other apple varieties (Defilippi et al. 2005;Lopez et al. 2007). Only methyl 2-
methylbutanoate differed with a significant increase during ripening. These results agree
with Defilippi et al. (2005) who observed that ripening had a negative effect on the
synthesis of the acetates while the rest of the esters increased. The decrease in hexyl
acetate also confirms the findings of previous reports for ‘Fuji’ (Altisent et al.
2008;Echeverria et al. 2004b;Echeverria et al. 2004c) and Delicious apples (Fellman et al.
2003). E.g. in our case the substrate for hexyl acetate; 1-hexanol minimally decreased as
it was observed in ‘Fuji’ apples (Echeverria et al. 2004b). Furthermore, butyl acetate
decreased significantly with progressive ripening (15 days), which is in agreement with
observations of others (Tough and Hewett, 2001). This result may be explained by
insufficient availability of its precursor, 1-butanol, which also decreased significantly
after 8 days. Propyl acetate showed another tendency, increasing during the first 8 days
and then decreasing until day 15. Lopez et al. (2007) also found significant increases of
propyl acetates in Pink Lady®™ apples after 7 days at 20°C along with increases of 1-
propanol. In our study, 1-propanol and I1-pentanol increased significantly during the
whole period after storage, reaching the highest amounts at 15 days (Table 3). On the
contrary, the rest of the alcohols determined in our samples reached the lowest amounts at
15 days (Table 3).

The ripening period after storage had also a mixed effect on aldehyde production.
Propanal and 2-methyl butanal increased within the ripening period, while hexanal
remained constant. The rest of the aldehydes had decreasing tendencies between day 8
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and 15. According to several authors (Defilippi et al. 2005) the volatile profile of apples
is dominated by aldehydes at harvest and early phases of ripening, representing even up
to 90%. Therefore, decreasing production of aldehydes might indicate advances in stage
of ripening.

Table 3 Aroma compounds production at 5, 8 and 15 days at room temperature after storage.
T - Arrows point out rising or decreasing compounds tendencies between days.

DAYS AFTER STORAGE
5 8 15
Ethylene (nL/L) 1335a 1260a 992b
MEAN RELATIVE AREA X 10°
Esters
ethyl acetate 93+63a 102+54a | 62+56b
propyl acetate 13+4.2b T 1745a | 14£5.2b
butyl acetate 13+6.2a | 11+4b | 5.4+£3.2c
hexyl acetate 6+2a | 5£2b | 3.5£2c
methyl 2-methyl butyrate  13+11c T 35+22b T 57+35a
Alcohols
1-propanol 152+67¢ T 258+98b 1t 361x157a
1-butanol 1276+695a 1367+610a |  1059+420b
1-pentanol 30+10c 1T 44+14b 1T 75+27a
1-hexanol 741£243ab 769+190a 1 692+197b
3-octanol 3.7£1.9a 3.3+1.8a 1 1.4£0.9b
2-hexen-1-ol 3.4+1.4a 3.4+1.4a 3.1+1.4a
1-heptanol 3.4+0.9a 3.7+0.9a l 27£1.2b
Aldehydes
propanal 6+2.5b 1T 9+4d.la 9.5+6.5a
butanal 83+51a 80+39a | 35422b
2-methyl butanal 2.7+1.7b 1T 3.7£1.7a 3.7+2.1a
hexanal 337+184a 363+183a 351+176a
2,4 hexadienal 2.1£0.7a 240.7a | 1.6+0.8b
benzaldehyde 2.5+0.8a 2.4+0.9a 1 2.0«£1.1b
Others
farnesene 25+18ab 28+14a 1 20+14b
hexanoic acid 9.7+8.6b 11£10b 1T 15%lla

Finally, in our experiment hexanoic acid increased during ripening while farnesene
decreased between day 8 and 15. The development of the physiological disorder
‘superficial scald’ (browning) was found to be related to the presence of oxidised forms
of farnesene (Rupasinghe et al. 1998). This sesquiterpene production in apples was found
to be stimulated by higher ethylene during ripening (Rupasinghe et al. 1998;Rupasinghe
et al. 2003). In our experiment with decreased ethylene production farnesene also
decreased.
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9. APPLE QUALITY DEPENDS ON HARVEST, I-MCP AND
STORAGE

Determination of the appropriate harvest time is crucial for fruit storability

(Echeverria et al. 2004c). It is especially important for climacteric fruits, as their
development at harvest time must allow the fruit to develop postharvest to a product of
edible quality. Harvest cannot be done too early, as fruits will be immature and unable to
form good quality after they are detached from the parental plants. On the other hand,
harvest cannot be performed too late as apples might be overripe and lose their storage
potential as fruit in the climacteric phase undergo rapid loss of firmness and eating quality
(Mattheis et al. 1995).
The effect of harvest time, storage length and 1-MCP application is presented in the
following chapter. Apples were harvested at two developmental stages: early harvest
(harvest index=0.38) on 29.08.08 and at the commercial harvest time (harvest
index=0.16) on 12.09.08 (Figure 12). No postharvest light exposure was performed here as
focus was mainly on the effects of maturity stage at harvest and storage length combined
with the ethylene action inhibitor. Immediately after each harvest, apples were treated
with 1uL/L1-MCP in air for 20 hours and then transferred to cold storage (1.5°C).
Control/untreated samples were kept in cold storage directly after each harvest. Samples
were kept in storage both for 4 weeks (short storage) and for 10 weeks (long storage) after
each harvest. Before analysis, apples were finally kept for 5 days at room temperature to
obtain the optimal aroma production.

9.1 Quality parameters

Ethylene concentration, in control fruit from first harvest, was higher than their
corresponding fruits from second harvest. Storage length was positively correlated to
ethylene concentration (Figure 14). 1-MCP suppressed ethylene to practically zero in
apples from the first harvest. When 1-MCP was applied to apples after second harvest,
ethylene synthesis was also lower but not to such an extent as in apples from the first
harvest (Figure 14). Ethylene production of apples from the second harvest was only 1.4-
1.6 fold higher in the control than in treated apples. It might be that ethylene production
was accelerating when apples harvested in the second harvest. In that case, ethylene
molecules already had occupied most of its receptors. Thus, 1-MCP could not bind to
them and therefore inhibition was not as strong as at the first harvest. Longer storage
prompted ethylene synthesis in all corresponding samples.
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Figure 14 Texture (N/cm’, columns) and internal ethylene concentration (uL/L, 4) depend on
harvest time, 1-MCP treatment and storage length. Upper and down bars represent standard
deviation for texture and ethylene respectively. Abbreviations; 1’st harvest = early harvest, 2™
harvest= commercial harvest time.

Weight loss was significantly affected by harvest time as fruits from second harvest lost
7.13% of the initial weight in comparison to apples from the first harvest (4.95%).
However, it might be due to a pronounced effect of storage time. Apples from
commercial harvest (2nd harvest), including 1-MCP treated samples, when kept in
storage for 10 weeks lost significantly more than other treatments (Figure 15). These
losses were doubled from short to long storage (Figure 15). However, in all samples 1-
MCP prevented weight losses in comparison to the controls. I-MCP also decreased loss
of firmness, except fruit from second harvest kept in long storage. These apples were
softest (44N/cm®) as well as control apples from the first harvest kept in long storage
(47N/ecm?). Our results suggest the storage period is a crucial factor in progressive
transpiration and softening processes but still harvest time is an important factor. This is
in agreement with the study of Mir et al. (2001), where ‘Redchief Delicious’ apples
independent of 1-MCP application tended to soften more rapidly with delayed harvest.

‘Ildred Pigeon’ apples generally soften rapidly during storage. The average firmness at
second harvest was 107N/cm’ and dropped to 44N/cm? after 10-week of storage. It counts
for around 41% of texture loss. There is therefore a good reason for testing the application
of 1-MCP. A treatment with the ethylene inhibitor, at first harvest, greatly improved apple
firmness (Figure 15). However, from a marketing point of view consumers might not
accept such a hard ‘lldred Pigeon’ apple at Christmas. On the other hand, 1-MCP
application on apples from second harvest only slightly improved their firmness. It might
be that the commercially recommended harvest time of ‘Ildred Pigeon’ (harvest index =
0.17) is too late if 1-MCP is to be applied. The maintenance of fruit firmness is the most
appreciated apple’s respond to 1-MCP application. Most studies report that softening was
prevented or delayed by 1-MCP application (Deell et al. 2005;Defilippi et al. 2004;Fan et
al. 1999;Saftner et al. 2003;Watkins 2006;Watkins 2008). Firmness of ‘Redchief
Delicious’ was kept even at room temperature (20°C) for more than 100 days but with
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multiple 1-MCP applications (Mir et al. 2001). The difference in firmness of ‘Gala’,
‘Ginger Gold’, ‘Jonagold’ and ‘Delicious’ treated and untreated apples exceeded
10N/em” after 6 month of storage (Fan et al. 1999). This favourable feature of 1-MCP is
especially appealing in case of varieties like ‘McIntosh’, which has very low storability
because of its extensive softening (Watkins 2006;Watkins 2008). The same applied for
‘Ildred Pigeon’ cultivar as it lost firmness rapidly during post-harvest stage.
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Figure 15 Ildred Pigeon’ texture (N/cm?’ columns) and weight loss (g, =) depend on harvest
time, storage period and 1-MCP application. Vertical bars represent standard deviation

The titratable acidity was significantly higher in apples from the first than second harvest,
(10.50 and 9.34g/L respectively, (Figure 16). Acidity decreased during storage, except in
control samples from second harvest. This corresponds with other findings where
prolonged cold storage (from 3 to 7 months) of ‘Fuji’ apples resulted in the loss of half of
their initial malic acid content independent of harvest time (Echeverria et al. 2004c).
Titratable acidity of ‘Redchief Delicious’ apples also decreased during storage
independent of harvest time and there was no effect of 1-MCP treatment (Mir et al. 2001).
In contrast, in our study 1-MCP inhibited usage of acid, as a source for metabolic
processes in all samples (Figure 16). Overall total soluble solids content was higher in
apples from second harvest and neither storage nor 1-MCP treatment significantly
affected it. This higher content of sugar in apples from second harvest is probably due to
the extended period of attachment to the tree, in which accumulation of translocated
sugars into the fruit were continued. Higher soluble solids content at harvest was
observed in apples picked 195 DAFB (days after full blooming) in comparison to harvest
at 185 DAFB (Echeverria et al. 2004c). In the same experiment, there was no effect of
cold storage period (3, 5, 7 months) on sugar content (Echeverria et al. 2004c).
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Figure 16 Sugar (%Brix) and titratable acidity (mL/L) depend on harvest time, storage length and
1-MCP treatment. Vertical bars represent standard deviation

The relationship between organic acid, soluble solids content (SSC) and ethylene is not
yet obvious (Watkins et al. 2000). Generally, less ripe fruits (lower ethylene production)
contain higher acid level and lower level of soluble solids than riper apples. Malic acid, as
the principal organic acid in apple, decreases during storage as it is used for respiration
(Ackermann et al. 1992;Defilippi et al. 2004). 1-MCP-treated apples and transgenic fruits,
in which ACC synthase or ACC oxidase activity was suppressed, also showed also
reduced loss of acids (Defilippi et al. 2004). These results might indicate that ethylene is
involved somehow in organic acid metabolism. 1-MCP retards the loss of titratable
acidity (TA) in apples but the effect depends also on storage conditions. Treated apples of
four different cultivars had higher TA when stored in air, but the results from CA stored
apples were inconsistent (Defilippi et al. 2004;Watkins et al. 2000). 1-MCP treated apples
of ‘Fuji’, ‘Gala’, ‘Ginger Gold’, ‘Jonagold’, and ‘Delicious’ varieties, stored in air, had
higher TA and greater or equal SSC in comparison to control (Fan et al. 1999). A higher
content of acid might be due to low respiration rate during storage. SSC is usually related
to starch breakdown to sugars, which normally starts before the climacteric peak and
continues in storage (Brookfield et al. 1997;Watkins et al. 2000). Soluble solids in 1-MCP
treated apples is reported as higher, lower or at the same level as in untreated fruits
(Watkins 2006). Total soluble solids of ‘McIntosh’ and ‘Delicious’ remained unaffected
after 60 and 120 days in air or controlled atmosphere storage (Rupasinghe et al. 2000). In
another study, SSC was the lowest in ‘McIntosh’ and ‘Law Roma’ but the highest in
‘Delicious’ and ‘Empire’, all 1-MCP treated and stored in air (Watkins et al. 2000). Total
soluble solids content is taking into consideration as ethylene-independent; however, the
behavior of each individual sugar to ethylene action remains unclear (Defilippi et al.
2004). As it was observed in our experiment, the maturity stage, meaning the progress of
starch hydrolysis at harvest, might play a role in the sugar changes during storage.
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9.2 Aroma compounds

There is a general trend in volatile production in the experimental samples. The
concentration of most aroma compounds was highest in untreated apples from
commercial harvest while the lowest concentration was observed in 1-MCP treated apples
from the early harvest. Both untreated apples from early harvest and 1-MCP treated
apples from commercial harvest showed similarities in aroma pattern. Production of
aroma components was positively stimulated by prolonged storage period. If to take into
consideration ethylene and aroma profile during ripening, it looked like experimental
apples were analyzed at the three developmental stages after storage; early (pre-
climacteric), moderate (climacteric) and advanced ripening (post-climacteric). In two last
stages, the storage length plays a very important role in enhancing overall apple aroma.

Ester production was greatest in untreated fruits from commercial harvest stored for 10
weeks (Table 5), except hexyl esters. Hexyl esters were produced in similar high levels in
apples from the early harvest (control) and the commercial harvest (control and 1-MCP
treated) after cold storage for 10 weeks. Generally, longer storage accelerated ester
synthesis. What is more, it might look like longer storage overcame the action of 1-MCP
in apples from the second harvest. Ester production is stimulated by ethylene (Mattheis et
al. 2005;Song & Bangerth 1996) and as ethylene production was higher, the ester
production raised from short to long storage. Such an effect of longer storage is positive
in case of production of esters, which are responsible for fruity aroma odour and whose
occurrence in apples is appreciated. Despite the storage length, the inhibitory effect of 1-
MCP on early harvested apples was very strong. Most of the acetate esters were produced
at minimal levels in these apples, while butyl acetate, butyl butyrate and methyl 2-
methylbutyrate esters were totally inhibited at this developmental stage. The untreated
apples from early harvest stored for 4 weeks, despite high internal ethylene concentration,
were not able to accelerate ester synthesis. It is suspected that appropriate time in the
storage is necessary to trigger ester formation. Production of alcohols followed a trend
similar to esters, having the lowest concentration in early harvested fruits except controls
kept for 10 weeks. The comparable production pattern of alcohols and esters was also
observed in ‘Gala’ apples (Mattheis et al. 2005). However, in the current study the
alcohol synthesis in apples from early harvest treated with 1- MCP was not so drastically
inhibited as the ester synthesis. It suggests that ethylene affected alcohol production but
not as direct as it affected esters. The increased alcohol synthesis in corresponding
samples from the early and the commercial harvest was remarkable (Table 5).
Commercially harvested, 1-MCP treated apples kept for 4 and 10 weeks had 244 and 132
fold higher I-butanol production in comparison to the apples from early harvest.
Production of 1-hexanol in commercially harvested, 1-MCP treated apples kept for 4 and
10 weeks was 48 and 26 fold higher in comparison to the apples from early harvest.
Opposite results were obtained by Lurie et al. (2002) as 1-hexanol decreased with the
ripening progression. l-butanol however in intact ‘Gala’ apples showed an increasing
trend within prolonged storage (Mattheis et al. 2005), as it did in our study. The long
storage had a positive effect on all alcohol compounds. The concentration of 2-ethyl-1-
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hexanol and octanol in early harvested apples was positively affected by longer storage,
but the effect was reversed in apples from the commercial harvest.

Aldehydes showed the most varying respond to applied conditions. Propanal, butanal and
2-methylbutanal had low concentrations in 1-MCP treated apples from the early harvest
and their production was greater in other samples especially in these from longer storage.
Decanal production was enhanced by longer storage in apples from the early harvest but
this tendency was reversed in the apples from the commercial harvest. Octanal production
was enhanced by longer storage except in 1-MCP treated apples from commercial
harvest. Aldehydes; 2-methyl-2-pentenal, two isomers of 2,4-hexadienal cis-3-hexenal
and trans-2-hexenal represent characteristic aroma constituents of ‘Ildred Pigeon’. These
aldehydes had higher production in short rather than in long stored apples, exceptions
were cis-3-hexenal and trans-2-hexenal in 1-MCP treated fruit from early harvest. In the
short stored apples the internal ethylene concentration was always lower in comparison to
the concentration of the long stored apples and various aldehydes responded with higher
or lower biosynthesis suggesting various aldehyde sensitivity to this plant hormone. 2-
methyl-2-pentenal and isomer forms of 2,4-hexadienal had greater concentrations in
apples from short storage/lower ethylene concentration. They are amino acid and fatty
acid lipoxygenase degradation products, respectively. It might be that rising ethylene
concentration more distinctly affects the aldehydes, which contain fewer than six carbons.
In opposite, lower ethylene concentration promotes some C-6 aliphatic aldehydes; cis-3-
hexenal and trans-2-hexenal. In 1-MCP treated apples from the first harvest cis-3-hexenal
production was 4 and 10 fold higher than in other corresponding samples. Despite high
production of cis-3-hexenal, trans 2-hexenal concentration in 1-MCP treated apples from
the first harvest was at levels similar to other apples from the long storage. These two
compounds are LOX-derived compounds produced in response to the wounding. trans-2-
Hexanal is produced form linolenic acid (18:3). Firstly, 18:3 is oxidised by LOX to 13-
HPOT, which is secondly cleaved by HPL resulting in synthesis of cis-3-hexenal and
trans-10-ODA. Trans-10-ODA is autooxidised to traumatic acid, known as wound signal
(Zimmerman & Coudron 1979). Cis-3-hexenal is isomerized, probably enzymatically, to
more stable form of trans-2-hexenal (Baldwin et al. 2000). Myung et al. (2006) suggested
that factor which regulates the isomerisation of cis-3-hexenal to trans-2-hexenal is
activated upon wounding and therefore cis-3-hexenal is rapidly converted to trans-2-
hexenal. However, the factor at some time after wounding returns to deactivated form
allowing cis-3-hexenal to accumulate. It is still unclear which factors regulate cis-3-
hexenal transformation, if this conversion is induced by the enzyme or is it a spontaneous
isomerization or if the isomerisation factor expression depends on the fruit developmental
stage. In our study, apples from the short storage periods had higher cis-3-hexenal
accumulation followed by higher trans-2-hexenal production (except 1-MCP treated
apples from ecarly harvest). In these samples, short storage accelerated and intensified the
lipoxygenase pathway but the conversion factor was not blocked. Moreover, cis-3-
hexenal accumulation was even more enhanced in 1-MCP treated sample from the short
storage. In 1-MCP treated fruit from early harvest the strong action of the ethylene
inhibitor led to lack of sufficient ethylene, triggered cis-3-hexenal synthesis, and
additionally inactivated the isomerisation factor so trans-2-hexenal production was lower
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despite substrate availability. It is hypothesized that the isomerisation factor action is
blocked when internal ethylene concentration is not sufficient, so it might be also related
to early, pre-climacteric stage of ripening. Such an effect of the low ethylene
concentration on these aldehydes is, to our best knowledge, observed for the first time.

Volatile compounds correlations The substrate availability, the competition for the
substrates, the enzyme activity and specificity are factors, which have a great importance
on the formation of volatile compounds. In our study some butyrate and acetate esters
were produced simultaneously and were not in competition for acid substrate fx. greater
emission of butyl acetate and butyl butyrate was correlated with higher production of
propyl acetate and propyl butyrate (r=0.88/0.93) (Table 4). There was a strong
dependence observed between the corresponding aldehydes and alcohols as well as
between the relevant acetate and butyrate esters (Table 4). Acid content was very
important but more pronounced in the formation of butyrates than acetates. In the study of
Kondo et al. (2005) the high correlation of acetate esters was found to be related to the
corresponding alcohol rather than to acetic acid. Results suggest that butyrate ester
production is dependent on the butyric acid accessibility while acetates biosynthesis
might require more involvement from the essential enzymes. The C6-aldehyde straight
chain ester synthesis might be more related to enzyme activity in apples rather than to
substrate availability (Table 4). The correlation between hexanal and hexanol was low
and the synthesis of hexyl acetate from acetic acid was less pronounced than hexyl
butyrate from butyric acid (Table 4). Despite the importance of potential substrates for
hexyl ester production their levels cannot always be related to the formation of a specific
aroma compound, which indicates the important role of AAT enzyme in the hexyl ester
production (Figure 17). In the study of Lara et al. (2006) stronger correlation was found
for butyl acetate rather than hexyl acetate with the alcohol precursor. The enzyme
involvement depends also on the developmental stage of the fruit. Echeverria et al.
(2004d) claimed that enzyme activity is less significant than substrate availability during
on-tree maturation while Li et al. (2006) suggested LOX and ADH enzymes as most
important in the upstream pathway of straight-chain ester biosynthesis during post-storage
ripening.
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Figure 17 The production of hexyl acetate and its potential substrates. Upper bars show standard
deviation (n=12)
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The time of harvest influences the volatile formation during postharvest ripening and
determines the regeneration of aroma volatile after storage. With advancing maturity, the
time required to regenerate aroma volatile to the optimal level after storage decreases
(Fellman et al. 2003). Immature fruit produce less volatile compounds at harvest and lose
the capacity for volatile production during storage (Fellman et al. 2003). In our study,
apples harvested early and 1-MCP treated had very poor aroma and ethylene formation
after storage. It indicates their early maturity stage. Additionally, the production of 2-
ethylfuran, 5-ethyl-2-furanone and 3-pentanone was higher in fruit 1-MCP treated early
harvest, and in untreated fruit from early harvest kept short in cold storage. These might
be indicators of pre-climacteric stage as fx. 2-ethylfuran concentration was highest in
freshly harvested apples and decreased or disappeared with progressive ripening (Lurie et
al. 2002). In contrast, 10-weeks of storage of early harvested, control fruits improved
aroma production to a level similar to apples 1-MCP treated apples from second harvest.
It indicates that, despite picking fruits 2 weeks earlier than recommended time, volatiles
could obtain the concentration similar to fruit picked at optimal time, which were 1-MCP
treated. In the study of Hansen et al. (1992) with the cultivar ‘Jonagold’ similar results
were obtained with low and delayed volatile production in early picked apples compared
to later picked apples. Song & Bangerth (1996) showed that ‘Golden Delicious’ apples
picked 4 weeks too early had poor aroma production and strongly inhibited respiratory
peak while fruits harvested 2 weeks before optimal time obtained normal aroma
production pattern after few days at 20°C.

In the current study based on internal ethylene concentration as well as firmness and
aroma profile it can be concluded that 1-MCP treated fruit harvested early from both
storage regimes represent pre-climacteric fruit stage, with very low ethylene
concentration, very firm apples and low aroma production. The internal ethylene
concentration of control apples from early harvest is higher in comparison to the control
apples from the commercial harvest, which suggests climacteric (the early harvest) and
post-climacteric (the commercial harvest) stages of these fruit, respectively. Therefore,
the aroma composition of ‘Ildred Pigeon’ fruit picked at commercial harvest seemed to be
influenced rather by storage than by 1-MCP. For apples, which were harvested at
commercial time (harvest index=0.16), it was too late to apply 1-MCP as ethylene
production accelerated and ethylene bound to the receptors preventing 1-MCP action. For
that reason, 1-MCP application was less effective and became a needless cost. Early
harvested apples had higher harvest index, equal 0.38 and 1-MCP treatment performed on
these fruit kept them very firm through storage, suppressed strongly ethylene production
and prevented aroma compound formation. 1-MCP untreated early harvested apples
stored for 4 weeks had, despite higher ethylene level, low capacity to regenerate volatile
compounds to an optimal level, probably because of too short postharvest storage period.
However, 1-MCP untreated early harvested apples stored for 10 weeks developed quality
parameters generally lower but still comparable to 1-MCP treated apples from the second
harvest. Harvest index of ‘Ildred Pigeon’ needs to be revised if fruit is to be treated with
I-MCP to obtain better overall quality. The ‘Ildred Pigeon’ variety shows extensive
softening during storage, and could thus benefit from 1-MCP application if applied at the
appropriate moment. Typical ‘Ildred Pigeon’ storage last for 9-11 weeks and as it was
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observed, such a storage period enhanced production of most measured aroma
compounds in comparison to short storage period, which limits the post-storage aroma
recovery. ‘Ildred Pigeon’ harvest index should be lower than 0.38 but not reaching 0.16.
Apples for the experiment II presented in the chapter 7 were harvested at harvest index
0.27, treated with 1-MCP, exposed to sunlight for 6 days and stored for 5 weeks. Apples
1-MCP treated before light exposure and untreated had ethylene concentration of 618 and
1463uL/L and firmness at levels 80 and 69N/cm?, respectively. Those results might be a
starting point in the evaluation of appropriate harvest time in the new postharvest
management, in which 1-MCP is to be applied.
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10. I-MCP APPLICATION TIME AND APPLE QUALITY

‘Ildred Pigeon’ apples are traditionally postharvest exposed to sunlight for up to
2-3 weeks to develop intense red color. However, such a long sun exposure causes
additional losses; rotten apples, sunburn apple surface, advanced ripening with low
firmness and low storability. In the study of Kiihn et al. (2011) ‘Pigeon’ apples lost 45%
of firmness from harvest until the end of the sun exposure period with further 20%
reduction during storage until marketing. Shorter light exposure needs to be evaluated to
prevent such a high firmness loss but to allow good fruit colorization. Additionally, a new
1-MCP timing application could be implemented into the postharvest treatment to
maintain better apple quality during storage.
Apples to this experiment were harvested at harvest index 0.29 despite recommended
index level 0.17. The details of the experimental set up were described in PAPER 1II and
PAPER III. To control pigmentation changes ‘Ildred Pigeon’ fruit were monitored
systematically from harvest through 8 days sunlight exposure time using a colorimeter.
Many different color indexes are used to describe pigmentation in apples. Both a/b ratio
and hue (°) have a very good correlation with anthocyanin content. Iglesias et al. (2008)
claim that in ‘Gala’ apples this correlation could be a good predictor of maturity (maturity
index), that could easily be used as rapid, cheap and non-destructive estimation of
anthocyanin content in situ. The a/b ratio represents direct rising anthocyanin production
(Iglesias et al. 2008).
Additionally in the experiment bags were put on apples at the end of July. Both practices,
bagging and postharvest light exposure, are used commercially to improve visual fruit
quality. Bagging of ‘Ildred Pigeon’ apples prevented anthocyanin production and resulted
in fruit with paler, greener skin. ‘Ildred Pigeon’ apples when attached to the tree develop
red cheek while the rest of the apples skin remains green (Kithn et al. 2011). This red
cheek is also noticeable on non-bagged apples in Figure 18. The statistical discrimination
between bagged and non-bagged apples at harvest is not strong as the spots on non-
bagged apples, where color was monitored, were chosen excluding the area where red
coloration already existed (Figure 19, day 0). That is a reason for only small difference in
a/b ratio between bagged and non-bagged apples at harvest day. Bags were put on fruit to
create experimental apples with paler skin on which anthocyanin development would be
more pronounce during sunlight exposure. The color measurements at the first day
(harvest) were used to monitor color changes over time of sunlight exposure dependent
on 1-MCP treatment rather than to point out the effect of bagging at harvest time.
Bagging have been extensively used on several fruit crops to improve skin color
(Arakawa 1991), reduced mechanical damage (Amarante et al., 2002b) and reduced
sunburn of the skin (Bentley and Viveros 1992). The apple bagging of apples has been a
conventional practice to improve visual quality in China and Japan (Huang et al., 2009;
Whale and Singh 2007; Amarante et al., 2002a; Amarante et al., 2002b; Wang et al.,2000;
Fan and Mattheis 1998) and has been used extensively in the Pacific Northwest of North
America, mostly for ‘Fuji’ apples (Fan & Mattheis 1998). Despite the fact that both
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practices; bagging and postharvest sunlight exposure, are used in horticultural
management, their effects on aroma quality parameters has not been extensively studied.

Bagged apples (B) after
bags removal at harvest

Nonbagged apples (NB)
at harvest

Figure 18 Apples, bagged and nonbagged, at harvest time — 2.09.2009

10.1 Quality parameters (PAPER II)

10.1.1 External quality parameter - Color development

Bags are put on apples during fruit development and removed 2-3 weeks before
harvest to enhance the red over color. Bagging influences apple firmness, disorders and
reduce soluble solids, acids, starch and calcium content (Amarante et al. 2002;Fan &
Mattheis 1998;Wang et al. 2000;Whale & Singh 2007). However there are conflicting
results using different apple cultivars and time of bags removal (Fan & Mattheis 1998).
Apples, exposed to sun light postharvest developed significantly more color than the
apples from cold storage/non-light treatment, independent of 1-MCP treatment. The main
changes in anthocyanin production during sun light exposure started to occur after day 2
in all samples as a rapid decrease in L value and increased a/b ratio. The pre-harvest
bagging effect on L value diminished from harvest to the end of light exposure. Red color
changes (a/b ratio) increased and changes were stronger for bagged apples (Figure 19). It
is in agreement with the study of Kiihn et al. (2011), where it was shown that a green
apple/shaded apple sides, which in our case might respond to bagged apples, rapidly
changed color between day land 3 of postharvest sun exposure.

I-MCP application inhibited postharvest red color development. Apples with early 1-
MCEP treatment and control initially had similar a/b ratio, but at the end of the sun light
treatment the red color (a/b ratio) increased less compared to the control (Figure 19). The
1-MCP treated apples showed the same trend of rapid color change at day 2-4 as control,
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however, the ethylene inhibitor suppressed color development between day 6 and 8
resulting in a lower final color value (Figure 19). Similar results were obtained by Golding
et al. (2003), where 1-MCP treated apples exposed to light produced color, but not at the
same extend as untreated apples. Any inhibition of anthocyanin development is
considered as negative, especially for red apple varieties, where the red color is an
essential quality parameter. 1-MCP didn’t affect color of ‘Queen Cox’ and ‘Bramley’
apple varieties (Dauny & Joyce 2002) and didn’t influence anthocyanins content in peel
of ‘Empire’ apples stored at CA (Fawbush et al. 2009), but these cultivars were not
exposed postharvest to light and color changes during storage were rather unexpected.

In the experiment, maximum a/b ratio was observed at 8 days of exposure. However,
because measurements were not carried after that day, it is not certain if anthocyanins
would stabilize after that time. In case of the apple cultivar ‘Delicious’ anthocyanin
accumulation reached maximum already after 3 days from bag removal (Ju 1998).
Therefore, we could expect that more than 8 days of sun exposure will bring only minor
further changes in anthocyanin production.

14
——NL1-MCP B

~#-NL 1-MCP NB
NL contol B
==NL contol NB
E ==L 1-MCP B

L1-MCP NB
98 L control B

L control NB
0.6 -
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0 Y

f:’/‘;z____:/,ﬁ_——ﬁ
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Figure 19 Changes in a/b ratio of apple samples (n=10) exposed to light for 8 days or kept in cold
storage after harvest. Abbreviations; L: samples exposed to light after harvest, NL: no light =
apples kept in cold storage after harvest, B: bagged apples, NB: nonbagged apples. There are 8
samples presented, as late 1-MCP sample is not included. See experimental design explained in
PAPER I1.

The main color change of ‘Ildred Pigeon’ apples occurred between day 2 and 4 and a/b
ratio increased slowly during the next days (Figure 19). The same pattern was observed at
day 4 after bag removal and UV-B exposure on ‘Fuji’ apples (Fan & Mattheis 1998).
Also at the study of Kiihn et al. (2011) the main color changes occurred between day 1
and 3 for shaded apple sides and between day 6 and 9 for blush side of the fruits. These
results suggest that 3 weeks of ‘Ildred Pigeon’ light exposure can be definitely shortened.
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10.1.2 Internal quality parameters

Early ethylene inhibitor application limited post-storage weight loss of light exposed

apples to 6.7g. Late 1-MCP application and controls had higher losses (7.0g and 7.8g).
Apples, which were treated with 1-MCP and kept in cold storage, lost significantly less
(4.3g) in comparison to control fruit, which have lost 6.1g. Ethylene production in 1-MCP
treated samples kept in cold storage was very low (2ul/L), while untreated fruit had
production on the level of 1079 pl/L. Early 1-MCP application and light exposition led to
an ethylene production of 171pul/L. Late 1-MCP application caused higher ethylene
synthesis but not significantly different from the controls 1055 and 1363 ul/L. The
sunlight exposure associated with higher temperature seems to enhance ethylene
synthesis, strongly in early 1-MCP treated apples and slightly in control apples, exposed
to light and kept in cold storage. The time of 1-MCP application had a strong influence on
apple firmness. Early 1-MCP treated apples exposed to sun light had an average firmness
of 80N/cm?, while 1-MCP late application led to a firmness of 47N/cm?”. The average
firmness of control apples exposed to light was the lowest — 37N/cm?. Fruit, which were
treated with 1-MCP and kept directly in cold storage, were 67N/cm? firm, while control
apples kept directly in cold storage after harvest were 38N/cm? firm.
Bagged apples exposed to light lost significantly more weight after storage (7.8g) than
non-bagged fruits (6.5g). Bagged fruit kept in cold storage lost insignificant more weight
than non-bagged (5.4g and 5.0g respectively). Bagged apples were slightly firmer than
non-bagged fruits exposed to light (58 and 51N/cm?) and those kept in cold storage (54
and 52N/cm?). There was no statistically significant bagging effect on ethylene synthesis
of ‘Ildred Pigeon’ apples exposed to the light but there was a trend of higher ethylene
production in bagged apples.

Kiihn et al. (2011) documented strong firmness reduction due to the long sunlight
exposure of ‘Pigeon’ apples. This strong softening was however not evident in our study
if to compare control samples exposed to light and from cold storage. It is therefore an
indication that shorter sunlight exposure (8days) does not cause such a progressive
softening as 2-3 weeks of sunlight exposure. However, with no doubts ‘Ildred Pigeon’
belongs to apple cultivars characterized by significant softening during storage. It was
beneficial to use 1-MCP even after sun exposure, to reduce further softening during
storage. Delayed 1-MCP application improved apple firmness by 27%. Apples, which
traditionally reach consumers at Christmas, are probably even softer than our control
apples as they are exposed to sun for 2-3 weeks not 8 days. In the study of Parker et al.
(2010) 8 days delayed 1-MCP application from harvest of ‘Cortland’ and ‘Empire’
mature fruit resulted in increasing softening after cold storage compared to earlier
treatment. Yet, it seems likely the effect of delayed 1-MCP treatment might have various
responses on different apple cultivars. For example, 5 days postponement of the inhibitor
treatment increased internal ethylene production and reduced firmness of ‘Cox’ and
‘Bramley’ but had no effect on ‘Gala’ apples (Johnson 2008). Probably the effectiveness
of 1-MCP depends on the cultivar as well as its individual ripening rate and
developmental stage at harvest. It is hypothesized, that for some apple varieties, 1-MCP
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treatment from harvest should occur in narrow harvest to storage period, while other
varieties will respond well on 1-MCP despite late application.

The conditions in the bags and bag types might influence structure of the apple cuticle
affecting water losses. An intense light exposure increases fruit temperature (can cause
sun burn) and thus also results in higher water loss. Bagging causes changes in the cuticle
structure and enhances permeability of gasses (Nilsson & Gustavsson 2007; Amarante et
al. 2002;Fan & Mattheis 1998). According to Farhoomand et al. (1977) ‘Delicious’
shaded apples on the tree had higher ethylene production compared to the outside fruit
with red blush. Bagging practice delayed the increase in the internal ethylene
concentration at the onset of fruit ripening (Fan & Mattheis 1998b). Bagging practice
resulted alike to shading. It might suggest that shading and bagging delay the climacteric
peak which explains the delayed internal ethylene concentration peak in our study. It is
additionally confirmed by the findings described in chapter 7, where noticed, based on
harvest indexes, that bagging delayed maturity. Nilsson and Gustavsson (2007) noticed
higher emitted ethylene production of shaded ‘Aroma’ apples but it was not associated
with the enhanced internal ethylene concentration. It points out that shaded apples have
higher ethylene production as a result of lower resistance to ethylene diffusion due to
differences in intercellular space, volume and cell size between exposed to light and
shaded fruit. The conditions in the bags might influence structure of the apple skin as well
as a wax coating composition (Li et al. 2006; Amarante et al. 2002a; Fan and Mattheis
1998b;). The resistance to gas diffusion changed during maturation and ripening of
‘Mclntosh’ apple and was associated with the deposition of culticular wax and
differentiation of lenticels structure in apple (Park et al. 1993). Therefore, bagging might
influence apple cuticle structure, which consists of 1) cutin and 2) wax. Waxes are
embedded in the cutin and form a continuous layer. The cuticle thickness is not uniform
on apples (Homutova and Blazek 2006). It is thicker on the shaded than on the sun-
exposed side of apple peel (Babos et al. 1984).

Firmness vs. volatile correlation. In chapter 3.1, which is related to apple firmness and
softening during ripening, the role of PME enzyme was shortly presented. Softening is
due to activity of some enzymes, including the PME enzyme. PME is taking part in the
softening process by removing methyl groups from pectin and cleave ester linkages
between polysaccharide chains in the cell wall (Cosgrove 2001). In a study of Supriyadi
et al. (2003), PME treatment resulted in synthesis of methyl esters in the presence of
acetyl-CoA and methanol. When they tried to find the origin of methanol it was found
that it was due to methyl groups cleaved off from pectin. PME enzyme catalyzed also the
formation of methyl hexanoate in the presence of methyl pectin and hexanoyl-CoA in a
model system (Supriyadi et al. 2003).We have observed the correlation between apple
firmness, methyl acetate and butyrate. The correlation performed on all collected data
from our experiment, resulted in negative correlations of -0.71 and -0.59 (p<0.0001)
between apple firmness vs. methyl actetate and methyl butyrate, respectively. The methyl
groups cleaved from proteins might be selective to straight chain esters as the correlation
between firmness and methyl 2-methylbutyrate was only -0.23 (p<0.07). The correlation
coefficient between firmness and methyl acetate from the study described in subchapter
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9.2 was also found -0.58 (p<0.0001). It seems like an interesting observation but there is a
need for model improvement. Samples treated early with 1-MCP and two other
treatments (late |-MCP and controls) formed separate groups depend on firmness level.
Early 1-MCP apples are represented by high firmness and low aroma production. Ideally,
the firmness measurement on naturally developing apples should be included throughout
the maturity and ripening stages in order to obtain representative variability in firmness
combined with detection of methyl chain esters. These might assure the reliability of the
proposed correlation. Additionally, the activity of PME enzyme should be monitored.

Summarizing, early 1-MCP treatment suppressed color development preventing
the red skin color improvement. Apples treated early with 1-MCP had very low ethylene
production after storage and were very firm. When 1-MCP was performed after 8 days of
light exposure apple skin color development occurred without any disturbances. Late 1-
MCP treated fruit had higher internal ethylene production, softer apples, and greater
weight losses but these parameters were still better in comparison to the control apples.
By performing late 1-MCP application firmness was improved by 27% and weight loss
reduced by 10%.

10.2. Aroma compounds (PAPER III)

In the experiment, 46 aroma compounds were analyzed after 11 weeks of cold
storage followed by 5 days at room temperature. To compare the aroma profile of
untreated apples exposed to light with the samples treated with 1-MCP a Principal
Component Analysis (PCA) was used. PCA is a multivariate statistical technique to
explore and simplify visualization of complex data matrix. Nowadays, when more and
more responds are included in experimental design, PCA is a powerful tool to analyze
and understand data. PCA focuses on the covariance/pattern of variables to describe
samples (Munck 2005). PCA expresses data in a graphical way by highlighting
similarities and differences between samples based on measured variables.

In the PCA plots presented in Figure 20, PC1 and PC2 together explain more than 55% of
the variance in the model. The PCA scores plot shows a difference between samples
aroma profile dependent on 1-MCP treatment; PClseparates samples from the early 1-
MCP application from these from late 1-MCP treatment and controls. Samples with the
delayed 1-MCP treatment are shifted towards controls, which suggest similarities in their
aroma profiles. The PCA loadings plot shows the distribution of aroma compounds
depending on I-MCP treatment (Figure 20). The concentration of compounds located to
the right in the plot PC1 is higher in samples treated early with 1-MCP. This means that
2-propanone, cis-3-hexenal, 2-methyl-2-pentenal, 2-ethylfuran, and isomers of 2,4-
hexadienal had higher relative areas in these samples. In our previous experiments
(chapter 9.2) these compounds had also higher concentrations in 1-MCP treated apples
and possible explanation was given. On the left side in the PC1 loadings plot all alcohols,
esters, acids and ketones, except 2-propanone, are located. These compounds are high in
concentration in corresponding samples in the PCA score plot; e.g. late 1-MCP treated
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and controls. The control apples exposed to light had the highest concentration of 10
monitored esters and other esters; methyl acetate, methyl butyrate and hexyl acetate
remained on the same level in late 1-MCP treated as in the control apples. Ethyl
propionate and methyl butyrate were not detected in early 1-MCP treated apples (Table
6). The production of most alcohols, except 2-butanol, was highest in control apples and
lower in late treated fruit but remained by far lowest in the early treated apples.
Aldehydes; hexanal, t-2-hexenal, octanal, decanal concentrations were high in both late 1-
MCP treated and control apples or in case of propanal and butanal were higher in control.
Some aroma components like; 2-hexen-1-o0l and acetic acid were insensitive to 1-MCP
application. In general, the control apples exposed to light had greater concentration of
volatile compounds and late 1-MCP treated apples had lower yet similar aroma
production to controls. Early 1-MCP treatment apples significantly inhibited aroma
compounds, except ‘Ildred Pigeon’ principal aldehydes.
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Figure 20 PCA scores and loadings plots of samples exposed to light (early, late 1-MCP and
controls) according to their aroma profile (46 aroma compounds) after storage. Abbreviations
used here are explained in Table 6

Bagging practice reduced production of some aroma compounds. Compounds; 2-butanol,
propanol, 2-methylpropanol, 3-octanol, 6-methyl-5-hepten-2-0l, 2-ethyl 1-hexanol, 1-
octanol, 5-octen-1-ol, ethyl propionate, ethyl butyrate, butyl 2-methylbutyrate, hexyl
acetate, butyl butyrate, hexyl 2-methylbutyrate, propanal, butanal, hexanal, octanal,
decanal, acetic acid, farnesene and 3-octanone, had higher concentration in non-bagged
apples exposed to light. The rest of the compounds were insensitive to the bagging
treatment when exposed to light. Aroma compounds are synthesized in the apple flesh
and peel (Defilippi et al. 2005b; Pechous et al. 2005). The levels of volatiles, their
precursors and aroma-related enzymes vary between peel and flesh, which indicates that
the mechanism of regulation may also differ among tissues. Volatile production enzyme
activity levels and precursors availability are higher in the peel than in the flesh (Defilippi
et al. 2005b; Echeverria et al. 2004). Additionally, Defillipi et al. (2005b) reported that in
flesh tissue, the (AAT) enzyme is a more important biochemical step than in the peel, in
which the supply and metabolism of substrates, amino acids and fatty acids, seems to be
more critical. It is suggested that bagging, as it affects apple cuticle structure, it might
lead to poorer accumulation of fatty acid and amino acids accumulation, which
constitutes as volatile substrates for straight and branched chain esters respectively. In
pears, the concentration of two characteristic aroma compounds, y- and o- decalactone,
were lowest in non-bagged fruit (Jia et al. 2005), while in grapes cv. ‘Perla’ ethyl acetate
was predominant in non-bagged fruit while limonene, frans-2-hexenal, 3-hexanol and 2-
hexen-1-ol were predominant in bagged fruit (Signes et al. 2007). Mattheis et al. (1996)
reported that emission of ester and alcohol volatiles was lower in bagged ‘Fuji’ fruit and
that postharvest volatile emission was negatively correlated with bagging duration during
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development. It is worth to notice that bagging in our study reduced production of
farnesene, which oxidation products are associated with superficial scald occurrence in
apples (Shoji et al. 1998).

Light, as a crucial factor for apple pigmentation, might also have an effect on
aroma pattern in apples. To obtain a full factorial experimental design, in order to
evaluate the light effect on aroma compounds, late 1-MCP treated samples were removed
from the statistical data set, as they had no representation in cold storage. Statistical data
included, therefore, samples from early 1-MCP treatment and untreated/control samples
from both light exposure and cold storage. Light and/or the temperature during light
exposure showed positive effect on most aroma compounds. All measured alcohols had
higher aroma production when exposed to light. The majority of aldehydes, acids, ketones
and other compounds showed increasing trend if exposed to light in both 1-MCP treated
and control samples. Most of esters also reacted with higher or sustainable synthesis when
exposed to light in both control and treated samples. Higher temperature caused by sun
exposure might provoke ripening processes and therefore production of these aroma
compounds was enhanced. In ‘Kent’ strawberries methyl and ethyl butyrate production
was stimulated after storage when exposed for 3 days at 20°C in light, but in dark or at
10°C none of these aroma compounds were detectable (Artur et al. 1995). Ethyl acetate
and ethyl propionate had higher production in treated apples kept in cold storage, while
methyl 2-methylbutyrate and butyl acetate synthesis was greater in control apples also
kept in cold storage (data not shown). In case of butyl acetate it might be an effect of
bagging combined with lack of light. These were all fruits, where anthocyanin
development was low (bagged/control/cold storage apples). It was shown in the study of
Miller et al. (1998) that with high sun exposure anthocyanin production increases but at
the expense of acetate esters (hexyl, butyl and 2-methylbutyl acetates) in apples. In their
experiment, 2-methyl butylacetate was clearly the major acetate ester. Its concentration
was highest when exposed to reduced percentage of full sunlight, but at full sun exposure
it decreased significantly, while anthocyanin content increased. It suggests that some ester
precursors or esters might be utilized as anthocyanin substrates. It is very likely as
acetates and/or acetic acid are necessary substrates for the further anthocyanin
biosynthesis. Moreover, during esterification free coenzyme A (CoA) is formed (Shalit et
al. 2001) and it is a necessary substrate for red pigment production. Flavonoid and aroma
compounds might therefore depend on the same substrate, which means that they could
influence one another (Siegelman & Hendricks 1958). The apple samples with the highest
production of butyl acetate was those, which were bagged while on the trees to restrain
anthocyanin production and additionally, a/b ratio after storage was similar to the one at
harvest (Figure 19) as apples were kept in cold storage and pigment did not increase
because of lack of light access. Therefore, production of butyl acetate, which in the
biosynthesis might cross with the anthocyanin pathway, was significantly enhanced here.
This tendency was not observed for any other acatetes in our study. It is not clear, which
acetates react with a poorer production when apples are exposed to extended sunlight.

Volatile compounds correlations. The actual apple aroma composition could be
controlled by both the selectivity and activity of enzymes involved or by the substrate
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pool availability (Echeverria et al. 2004). In our study high correlation was found
between ethylene and alcohols rather than aldehydes, which suggest ethylene supportive
role in alcohol synthesis. The good correlations were found between aldehydes and the
corresponding alcohols, which conversion constitutes to the ester formation. Hexyl and
propyl acetates showed however stronger dependence to the alcohol and aldehyde pool
than butyl acetate. In case of the formation of butyrate esters alcohols, aldehydes and
butanoic acid availability were important. Butyrate esters were by far most dependent to
the acid pool availability than acetates. Acetate esters showed weak or no-significant
correlations to acetic acid. There was also high correlation found between butyl butyrate
and hexyl butyrate, which reflects lower competition for their acid substrate and shows
cooperative pathway activity. FEthylene regulates ester production via alcohol
acyltransferase enzyme (AAT) (Schaffer et al., 2007; Defilippi et al., 2005a; Defilippi et
al., 2005b; Dandekar et al. 2004; Defilippi et al. 2004). Ester synthesis is additionally
limited by the availability of alcohol as ester substrates (Schaffer et al., 2007; Defilippi et
al., 2005a; Defilippi et al., 2005b). Alcohol production decreased after ethylene inhibition
in ‘Delicious’ and ‘Golden Delicious’ apples (Kondo et al., 2005). Furthermore, followed
by alcohols the ester production declined in ‘Gala’ apples (Bai et al., 2004; Marin et al.,
2009). The final apple aroma composition is probably the effect of the balance between
the enzyme activity and selectivity properties combined with the availability of the
substrates, although little is known about the substrate specificity of the enzymes taking
part in volatile formation in apples. AAT in strawberries showed strong activity towards
heptanol, octanol, nonanol and geraniol in combination with acetyl-CoA, butyryl-CoA
and hexanoyl-CoA (Aharoni et al. 2000). In melon 4 AAT genes were isolates and
showed different substrate preferences fx. CmAAT-1 showed high preference towards 2-
hexanol with acetyl-CoA and hexanol with hexanoyl-CoA (El-Sharkawy et al. 2005). If
the enzyme selectivity is specific for each fruit species or is even cultivar dependent than
the flavor production partly depends on the genetic potential.

In conclusion, the results indicate that early 1-MCP treatment inhibited many
aroma compounds. Most of the aroma compounds in late treated apples remained in
moderate concentration or were on the similar level of the control apples. There were
some exceptions fx. aldehydes, which are characteristic ‘Ildred Pigeon’ constituents,
whose concentration was actually enhanced by the early 1-MCP application. Taking into
consideration external and internal quality changes, the application of 1-MCP after
shorter period of light exposure is a good solution to maintain ‘Ildred Pigeon’ quality
during storage. These apples were firmer, had lower weight loss and moderate internal
ethylene concentration, which provoked aroma synthesis to the similar levels of control
apples. In general, late 1-MCP treated fruit had better quality parameters then control
apples. It is, however, still of a great importance to conduct further sensory analysis to
investigate consumer responds to the quality changes of ‘Ildred Pigeon’ depend on 1-
MCP treatment. The sensory characteristics of fruit can be grouped into categories:
flavour (texture, smell and taste) and appearance. The appearance attracts consumer and
determines the fruit purchase. Flavour on the other hand is the most important for the
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eating enjoyment and consumer satisfaction by affecting taste and smell. Flavour,
therefore often decides whether the consumer will re-purchase fruit. In case of ‘Ildred
Pigeon’ intense red skin color will visually attracts the consumers. It is however
important to establish if and to which extend consumers perceive the differences in the
apple red coloration depend on the various length of the postharvest sunlight exposure
period. Secondly, the consumer firmness acceptability and preferences should be
investigated. The consumer might be interested in very firm and crispy apples with the
poorer aroma or in opposite the ‘Ildred Pigeon’ consumers might be used very soft,
overripe fruit with intense aroma. Alternatively, consumers should be introduced to
firmer fruit with still intense aroma obtained by the postharvest management proposed in
this thesis.

81



q8'L o€'€ Vel 298y q1'6 012 deIAINg[Ayow-g 1AInq
Vit dac VeLy a8y qee 69 djeafyng [Kynq
Vo6¢eT daL0 qece q99°1 qIC 89 de1008 [AInq
q9°¢ pu Vel D2L°0 9 L3 ore1fng [y
Veol D60 dae99 D9¢°S q9°G¢ 99 erlynqAyIow-7 [Ayjom
Vil pu ver pu e[ Gd qeIfing [Ayrow
a0 oL'S Ve69 D96 q6¢€ 9 ojeyo0e [Adoxd
Vovy a6l Vey'y pu q9'C €9 areuordoad (A1
deie DIL Veory DOLT qv6¢C 7 3je)dde A3
VLiv 456 Vess a9z'6 48 I° orepoE [Ayjow
S.42)S57

q9°'L ot'0 VEOI D9L°0 99 cle [0-[-U2)00-G
av'L ! VEOI 296°1 q9L9 Ire [oue)d0-|
d6'v dee Veo d9y BT'6 ore [ouexay--[Aye-g
qacl J1°0 Ve6l D961 qrl 6e [0-7-ud)day-g-[Ayjouw-9
VIl d6°0 Verl g96°1 qaL’L 8e [oueyday-|
avey dee Vesy qvese eIy Le [0-[-UdxdY-T
qs¢ qce Veys go¢'¢ are ge [oue}o0-¢
d66 o€ VeosT D901 qs8 ce Jougjuad-|
d.081 J€8 VEeYLYT go611 q98¢S1 ve [oueng
av0¢ 0134 Verlie g°¢9 qeee ce Jouedoid--[Ayjow-g
g61¢ D98 V60 ONI#4 a6l e [ouedoxd
q91 08’8 Vvece qq¢1 991 e Joueing-g
Sj0Y02]F

0T X VEIV AILVTEE 42.49qy spunodui0d vuio.ry

[01u0o dON-1 AL [0nuU0d  goN-1 AL1ed dOIN-T 21%]
1S9AIRY Ioye 93e10)s poo ur jdoy sofddy | 1seArey 1933e JySI[ 0 pasodxo soiddy

‘sojdde pa33eq-uou pue pag3eq Jo soFerdae
are saneA ‘(50'0>d) (jonuos pue pajean JON-1) 1seAtey 1oye I 0} pasodxd 10 93e10)s ur Apoaarp 3doy sopdwes U0M)dqQ OUSIPIP JUBIIFIUSIS
ojedIpul SIN] -V 9Iym ‘WSI| 01 pasodxd sojduwes jo uoneosrjdde JOIN-] U2MmIoq AJUO 0USISYIP JuedyrudIs juasaidol suedw SUIMO[[0] SIONI] O-&

‘spunodwods uod31d paIp[], JNISLIAIORIBYD oI8 P[oq JyIew spunoduwio)) JsoAIey
I9)Je A[30211p 98e103s P1od ul 3doy] pue Jy31y 03 pasodxa sopdde ojur papIAIp juawmean; JON-1 uo judpuadop uononpoid spunodwods ewory 9 A[qe],

82



q78
dec
qI1
dLe
444
qavv8
q9'9

Vo¢
Vee
vie

qavi17c
JL1
088
d¢
V38SS1
q8¢
[SISY
4908
44!
dvcc
a8

V89
avel
dvIc

aLly
vy
ass
dev
pu
aLle
VLI

qd¢L
qa¢1
V8¢

qve
qs¢
g€l
qL'1
D011
veie
daveL
arve
q9'L
81
are
qL'e
od0oy
J8°6

VeIl
VeLY
Vesl
dq8¢
Vesy
VEZE6
SCHY

Ve9T
Vepy
Veeoy

Ve
24490¢
odqll

VeLC
qeLoel
dq919
4499
VEBCL6
Veel
Vegee
Veg'6

VeS8
VeLl
V®CC

2469
d4a¢¢
24T6
VeLS
pu
DOLLT
VEBET

da¢€l
go1°¢
Vepe

qaL'1
Vepe
VELI
qq¢
048811
Ve60T
V®96
QavLs
daL’6
D901
DY

qq¢°¢
D90
qaL1

qc's
qce
Bl
qaL¢
qee
qIsL
qaL'L

qece
qIc
B9

By¢
q961
q8'6
BLT
BLOVI
969
q9L9
BSTO
q01
q9L1
969
BCL
qcl
qelc

12!
&
4
&t

pe]

gpiow
zproe
[proe

[14pe
0rype
64pe
8ype
Lype
gype
Sype
yype
£ype
cype
[qype

(A
4
[19

Juo-g uddoy-g-[Aypour-9
QUOURIO0-¢
ououeing-g

ououedoid-g
suasourey
QuoxXay-|
ueInj-[Aye-g

$42110
PIoR dl0UBXAY
pIoe oLIAIng
PIOE 01}008

Spry

[eueoap

T [eUdIpEXdY T
T [eUdIpEXaY T
[eueo0
[BUIXIY-Z-SUL.I)
[BUIXIY-E-SID
[euduad-Z-[Ayyow-7
[euBXdy
[eueINqAYIoUI-7
[eueinq
reuedoxd

sopAijoply
QeIAINQIAYIAW-7 [AXY
Jrerking [Axoy

J1e)208 [AXY

83



84



11. CONCLUSIONS

The apple variety ‘Ildred Pigeon’ was used as a model cultivar in the experiments to
investigate effects of 1-MCP treatment. ‘Ildred Pigeon’ is a cultivar with progressive softening
during postharvest period especially because of its unique postharvest light treatment, which
ensures red color development, but causes quality aggravation by the ripening acceleration. As
there is limited information about this cultivar, it was decided to explore the effect of some pre-
and postharvest factors on various quality parameters. The main parameters observed were;
internal ethylene internal concentration, color development, firmness and aroma profile. The
development of these is particularly critical for ‘Ildred Pigeon’.

Pre-harvest management; thinning (cropping level adjustment) and nitrogen fertilization
levels (0, 50 and 100kgN/ha) seem to have only small influence on aroma profile, weight loss,
firmness, sugar content and titratable acidity after storage. High nitrogen fertilization showed
only a slight tendency to suppress color development. Increased nitrogen doses, however,
positively affected fruit size. There was also 8.4% increase in apple size when trees were
thinned. This is, however, not an increase, which could cause economical benefits for a producer.
Apples from non-fertilized trees had lower (delayed) fruit drop and lower ethylene production
after storage. It might be because of an insufficient assimilates delivery during growth, which
cause low competition and slow down developmental processes. There was very weak observed
effect of nitrogen on apple firmness, sugar and acidity. It is hypothesized that ‘Ildred Pigeon’, as
a small-fruited cultivar, has limited genetic potential to increase fruit size in response to an
augmented assimilate availability provided by pre-harvest practices such as late hand thinning.
Further studies need to be done to evaluate timing of thinning effect on quality of ‘Ildred Pigeon’
apples. The nitrogen fertilizer influencd fruit flavour. The production of some ‘Ildred Pigeon’
principal aroma compounds, except 1-heptanol and ethyl acetate, was highest at the moderate
nitrogen level. 1-Heptanol, 1-hexanol and all acetate esters had higher levels in apples from non-
fertilized and fertilized with high nitrogen dose trees. In apples from non-fertilized trees, the
level of propanone was higher but propanal, 2-hexenal, 2-methyl butanal and farnesene was the
lowest. The concentration of ethylene, hexanal, butanal, farnesene and 3-octanol was found to
decrease with the rising crop load.

The evaluation of characteristic aroma compounds showed that ‘Ildred Pigeon’ belongs
to apple varieties in which predominant compounds are aldehydes, esters and alcohols. The
principal compounds found in ‘Ildred Pigeon’ are; butanal, ethyl acetate, methyl 2-
methylbutyrate, hexanal, 2-methyl-2-pentenal, cis-3-hexenal, 2-hexenal, butyl butyrate, isomers
of 2,4-hexadienal, 1-heptanol and 6-methyl-5-hepten-2-ol. In various experiments carried out for
the project, it was found that the aldehydes 3-hexenal, 2-methyl-2-pentenal and isomers of 2.,4-
hexadienal continuously had higher production in apples, in which ethylene internal production
was strongly reduced by 1-MCP. Opposite, the production of principal esters was suppressed to
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different degree dependent on 1-MCP timing treatment. The aroma synthesis is an important
parameter for the apple quality. The fruit should be kept at a proper time at room temperature
after storage to accelerate ripening and to provoke aroma development before reaching the
consumers. The time at room temperature after cold storage, which is needed to obtain optimal
‘Ildred Pigeon’ aroma development was established to be between 5 and 8 days. At this point,
the concentrations of the majority of the measured aroma compounds were highest. Therefore, in
all experiments presented in the thesis, apples were taken out from storage and left for 5 days at
room temperature before analysis.

‘Ildred Pigeon’ apples are traditionally picked in early, mid-September at harvest index
around 0.17. There was only very small effect of 1-MCP on apple quality when harvest at that
time. It seems like early stages of ripening had already occurred at traditional harvest time. In
this case, some of the ethylene receptors were probably already occupied by ethylene and
therefore 1-MCP treatment was not as effective as anticipated. This low 1-MCP effectiveness
reflected also less softening reduction in apples as all fruits harvested at harvest index 0.38 had
much higher firmness. The appropriate harvest time is important as with longer storage
additional softening, weight loss and decrease in titratable acid content was observed. Most
aroma compounds were produced in lowest concentration when harvested early and were
additional suppressed by 1-MCP treatment. In general, commercial harvest of ‘Ildred Pigeon’
was done too late to observe a suitable 1-MCP effect. However, harvest at index 0.38 combined
with 1-MCP treatment seems to be too early as there was a very strong inhibition of ethylene
concentration and aroma compounds. Additionally, apples were probably too firm to be accepted
by consumers. Thus, ‘Ildred Pigeon’ apples should be picked at a harvest index below 0.38, but
not as low as 0.16.

An improved quality, in terms of firmness and aroma composition, was observed when
‘Ildred Pigeon’ apples were picked at index 0.29 and exposed to sun light for 8 days. The main
‘Ildred Pigeon’ color change occurred between day 2 and 4 of light exposure and increased
slowly until day 8. Therefore, 2-3 weeks, which are traditionally used for pigment promotion,
could be shortened to about 8 days (the actual climate has to be considered), after which 1-MCP
application should be performed. The early 1-MCP application prior to light exposure suppressed
color development. These early 1-MCP treated fruit were also very firm and would probably not
be accepted by consumers. The quality of apples treated later with 1-MCP was better compared
to untreated apples. The fruits remained 27% firmer and had lower weight loss after storage than
control samples. The aroma profile of late 1-MCP treated fruits was closer to untreated fruits,
which were rich in fruity esters, rather than to early 1-MCP, which were rich in aldehydes.
Additionally, the early 1-MCP application suppressed the principal aroma compounds of ‘Ildred
Pigeon’. There were however compounds; 2-methyl-2-pentenal, 3-hexenal, 2,4-hexadienal
isomers and 2-ethyl furan, which reacted with higher concentration when 1-MCP was used
directly after harvest i.e. when ethylene production was strongly suppressed. It suggests that their
production is enhanced when ethylene synthesis is limited or inhibited.
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Summarizing, ‘Ildred Pigeon’ postharvest handling production was optimized to obtain

fruit with better quality after storage, mainly in terms of firmness, color and aroma composition.
As the outcome of the project the ‘Ildred Pigeon’ modified postharvest management was
proposed to improve external and internal quality of the cultivar by adjustment of harvest time,
shortened sunlight exposure combined with a delayl-MCP treatment. 1-MCP application after a
shorter period of sun exposure seems to be new a “magic bullet” to sustain ‘Ildred Pigeon’
quality during storage. The evaluation of the consumer satisfaction, in terms of fruit flavour,
must be an indication of the delivery of the highest fruit quality on the market. Therefore,
additional consumer sensory tests are suggested to establish consumer acceptance.
Despite the fact that ‘Ildred Pigeon’ might be a niche apple cultivar the delay of 1-MCP
application must be taken into consideration in the apple commercial postharvest practice as
fruits are typically accumulated for several days to fill a room before applying CA storage. 1-
MCP should be applied in the narrow window between harvest and storage, and this should be
established for each cultivar individually as each has a unique ripening rate. The optimization of
1-MCP postharvest technology in terms of fruit flavour quality must rely on the successful delay
of the ripening processes, but not their complete inhibition.

87



88



12. REFERENCE LIST

1. Kvalitetsmaling i kernefrugt (2006) In Hdndbog for frugt- og beeraviere , pp. 30-31.

2. ABELES, F. B.,, MORGAN, P. W., & SALTVEIT, M. E. (1992). Ethylene in plant biology.
Academic Press. London.

3. ACKERMANN, J., FISCHER, M., & AMADO, R. (1992). Changes in sugars, scids, and
amino-acids during ripening and storage of apples (Cv Glockenapfel). Journal of
Agricultural and Food Chemistry 40(7), 1131-1134.

4. ACUNA, M. G. V., BIASI, W. V., MITCHAM, E. J., & HOLCROFT, D. (2011). Fruit
temperature and ethylene modulate 1-MCP response in 'Bartlett' pears. Postharvest Biology
and Technology 60(1), 17-23.

5. ADAM, D. O. & YANG, S. F. (1979). Ethylene biosynthetic identification of 1-
aminocyclopropane-1-carboxylic acid as intermediate in the conversion of methionine to
ethylene. Proc Natl Acad Sci USA 76, 170-176.

6. ADAMS, D. O. & YANG, S. F. (1981). Ethylene the Gaseous Plant Hormone - Mechanism
and Regulation of Biosynthesis. Trends in Biochemical Sciences 6(6), 161-164.

7. AHARONI, A., JONGSMA, M. A., & BOUWMEESTER, H. J. (2005). Volatile science?
Metabolic engineering of terpenoids in plants. Trends in Plant Science 10(12), 594-602.

8. ALTISENT, R., GRAELL, J., LARA, 1., LOPEZ, L., & ECHEVERRIA, G. (2008).
Regeneration of volatile compounds in Fuji apples following ultra low oxygen atmosphere
storage and its effect on sensory acceptability. Journal of Agricultural and Food Chemistry
56(18), 8490-8497.

9. AMARANTE, C., BANKS, N. H., & MAX, S. (2002). Effect of preharvest bagging on
fruit quality and postharvest physiology of pears (Pyrus communis). New Zealand Journal of
Crop and Horticultural Science 30(2), 99-107.

10. AMIGO, J. M., POPIELARZ, M. J., CALLEJON, R. M., MORALES, M. L.,
TRONCOSO, A. M., PETERSEN, M. A., & TOLDAM-ANDERSEN, T. B. (2010).
Comprehensive analysis of chromatographic data by using PARAFAC?2 and principal
components analysis. Journal of Chromatography A 1217(26), 4422-4429.

11. AMIGO, J. M., SKOV, T., COELLO, J., MASPOCH, S., & BRO, R. (2008). Solving GC-
MS problems with PARAFAC?2. Trends in Analytical Chemistry 27(8), 714-725.

12. ARAKAWA, O, HORL Y., & OGATA, R. (1986). Characteristics of color development
and relationship between anthocyanin synthesis and phenylalanine ammonia-lyase activity in
Starking Delicious, Fuji and Mutsu Apple Fruits. Journal of the Japanese Society for
Horticultural Science 54(4), 424-430.

13. ARGENTA, L., FAN, X. T., & MATTHEIS, J. (2006). Responses of 'Golden Delicious'
apples to 1-MCP applied in air and water. Hortscience 41(4), 203.

14. ARTUR, M., CHARLES, F. F., & ROBERT, K. P. (1995). Development of aroma volatiles
and color during postharvest ripening of 'Kent' strawberries. Journal of the American Society
for Horticultural Science 120, 650-655.

15. AWAD, M. A. & DE JAGER, A. (2002). Formation of flavonoids, especially anthocyanin
and chlorogenic acid in 'Jonagold' apple skin: influences of growth regulators and fruit
maturity. Scientia Horticulturae 93(3-4), 257-266.

89



16. AWAD, M. A. & DE JAGER, A. (2002). Relationships between fruit nutrients and
concentrations of flavonoids and chlorogenic acid in 'Elstar' apple skin. Scientia
Horticulturae 92(3-4), 265-276.

17. BAILJ. H.,, BALDWIN, E. A., GOODNER, K. L., MATTHEIS, J. P., & BRECHT, J. K.
(2005). Response of four apple cultivars to 1-methylcyclopropene treatment and controlled
atmosphere storage. Hortscience 40(5), 1534-1538.

18. BALDWIN, E. A., BAL J., & MATTHEIS, J. P. (2003). Effect of 1-MCP pretreatment,
CA storage and subsequent marketing temperature on volatile profile of 'Gala' apple.
Proc.Fla.State Hort.Soc. 116, 400-404.

19. BALDWIN, E. A, SCOTT, J. W., SHEWMAKER, C. K., & SCHUCH, W. (2000). Flavor
trivia and tomato aroma: Biochemistry and possible mechanisms for control of important
aroma components. Hortscience 35(6), 1013-1022.

20. BARRY, C. S. & GIOVANNONI, J. J. (2007). Ethylene and fruit ripening. Journal of
Plant Growth Regulation 26(2), 143-159.

21. BATE, N.J, RILEY, J. C. M., THOMPSON, J. E., & ROTHSTEIN, S. J. (1998).
Quantitative and qualitative differences in C-6-volatile production from the lipoxygenase
pathway in an alcohol dehydrogenase mutant of Arabidopsis thaliana. Physiologia Plantarum
104(1), 97-104.

22. BEN-ARIE, R., KISLEV, N., & FRENKEL, C. (1979). Ultrastructural changes in the cell
walls of ripening apple and pear fruit. Plant Physiology 64, 197-202.

23. BEYER, E. (1976a). Silver ion - potent antiethylene agent in cucumber and tomato.
Hortscience 11(3), 195-196.

24. BEYER, E. M. (1976b). Potent inhibitor of ethylene action in plants. Plant Physiology
58(3), 268-271.

25. BLANKENSHIP, S. M. & DOLE, J. M. (2003). 1-methylcyclopropene: a review.
Postharvest Biology and Technology 28(1), 1-25.

26. BLANKENSHIP, S. M. & UNRATH, C. R. (1988). PAL and ethylene aontent auring
maturation of ‘Red and Golden Delicious’ apples. Phytochemistry 27(4), 1001-1003.

27. BLEECKER, A. B. (1999). Ethylene perception and signaling: an evolutionary perspective.
Trends in Plant Science 4(7), 269-274.

28. BLEECKER, A. B., ESCH, J. J., HALL, A. E., RODRIGUEZ, F. 1., & BINDER, B. M.
(1998). The ethylene-receptor family from Arabidopsis: structure and function. Philosophical
Transactions of the Royal Society of London Series B-Biological Sciences 353(1374), 1405-
1412.

29. BROOKFIELD, P., MURPHY, P., HARKER, R., & MACRAE, E. (1997). Starch
degradation and starch pattern indices; Interpretation and relationship to maturity.
Postharvest Biology and Technology 11(1), 23-30.

30. BRUMMELL, D. A. (2006). Cell wall disassembly in ripening fruit. Functional Plant
Biology 33(2), 103-119.

31. BRUMMELL, D. A. & HARPSTER, M. H. (2001). Cell wall metabolism in fruit softening
and quality and its manipulation in transgenic plants. Plant Molecular Biology 47(1-2), 311-
340.

32. BURG, S. P. & BURG, E. A. (1962). Role of ethylene in fruit ripening. Plant Physiology
37(2), 179-189.

90



33. CLARK, K. L., LARSEN, P. B.,, WANG, X., & CHANG, C. (1998). Association of
Arabidopsis CTR1 Raf-like kinase with the ETR1 and ERS ethylene receptors. Proc Natl
Acad Sci USA 95, 5401-5406.

34. CORBO, M. R., LANCIOTTI, R., GARDINIL F., SINIGAGLIA, M., & GUERZONI, M.
E. (2000). Effects of hexanal, trans-2-hexenal, and storage temperature on shelf life of fresh
sliced apples. Journal of Agricultural and Food Chemistry 48(6), 2401-2408.

35. CORRIGAN, V. K., HURST, P. L., & BOULTON, G. (1997). Sensory characteristics and
consumer acceptability of 'Pink Lady' and other late-season apple cultivars. New Zealand
Journal of Crop and Horticultural Science 25(4), 375-383.

36. COSGROVE, D. J. (2001). Wall structure and wall loosening. A look backwards and
forwards. Plant Physiology 125(1), 131-134.

37. CRAKER, L. E. & WETHERBEE, P. J. (1973). Ethylene, light, and anthocyanin synthesis.
Plant Physiology 51, 436-438.

38. DAL CIN, V., RIZZINI, F. M., BOTTON, A., & TONUTTI, P. (2006). The ethylene
biosynthetic and signal transduction pathways are differently affected by 1-MCP in apple and
peach fruit. Postharvest Biology and Technology 42(2), 125-133.

39. DAUNY, P.T. & JOYCE, D. C. (2002). 1-MCP improves storability of 'Queen Cox' and
'‘Bramley' apple fruit. Hortscience 37(7), 1082-1085.

40. DEELL, J.R., AYRES, J. T., & MURR, D. P. (2008). 1-Methylcyclopropene concentration
and timing of postharvest application alters the ripening of 'McIntosh' apples during storage.
Horttechnology 18(4), 624-630.

41. DEELL, J. R., MURR, D. P, MUELLER, R., WILEY, L., & PORTEOUS, M. D. (2005).
Influence of 1-methylcyclopropene (1-MCP), diphenylamine (DPA), and CO2 concentration
during storage on 'Empire' apple quality. Postharvest Biology and Technology 38(1), 1-8.

42. DEELL, J. R., MURR, D. P., PORTEOUS, M. D., & RUPASINGHE, H. P. V. (2002).
Influence of temperature and duration of 1-methylcyclopropene (1-MCP) treatment on apple
quality. Postharvest Biology and Technology 24(3), 349-353.

43. DEFILIPPI, B. G.,, DANDEKAR, A. M., & KADER, A. A. (2004). Impact of suppression
of ethylene action or biosynthesis on flavor metabolites in apple (Malus domestica Borkh)
fruits. Journal of Agricultural and Food Chemistry 52(18), 5694-5701.

44. DEFILIPPL B. G., KADER, A. A., & DANDEKAR, A. M. (2005). Apple aroma: alcohol
acyltransferase, a rate limiting step for ester biosynthesis, is regulated by ethylene. Plant
Science 168(5), 1199-1210.

45. DELAHUNTY, C. M., EYRES, G., & DUFOUR, J. P. (2006). Gas chromatography-
olfactometry. Journal of Separation Science 29(14), 2107-2125.

46. DENNE, M. P. (1960). The growth of apple fruitlets and the effect of early thinning on
fruit development. Annals of Botany 24(95), 397-406.

47. DEVER, M. C,, CLIFF, M. A., & HALL, J. W. (1995). Analysis of variation and
multivariate relationships among analytical and sensory characteristics in whole apple
evaluation. Journal of the Science of Food and Agriculture 69(3), 329-338.

48. DIXON, J. & HEWETT, E. W. (2000). Factors affecting apple aroma/flavour volatile
concentration: a review. New Zealand Journal of Crop and Horticultural Science 28(3), 155-
173.

49. DONG, L., LURIE, S., & ZHOU, H. W. (2002). Effect of 1-methylcyclopropene on
ripening of 'Canino' apricots and 'Royal Zee' plums. Postharvest Biology and Technology
24(2), 135-145.

91



50. DRAKE, M. A. & CIVILLE, G. V. (2002). Flavor Lexicons. Comprehensive reviews in
food science and food safety 2, 33-40.

51. ECHEVERRIA, G., CORREA, E., RUIZ-ALTISENT, M., GRAELL, J., PUY, J., &
LOPEZ, L. (2004a). Characterization of fuji apples from different harvest dates and storage
conditions from measurements of volatiles by gas chromatography and electronic nose.
Journal of Agricultural and Food Chemistry 52(10), 3069-3076.

52. ECHEVERRIA, G., FUENTES, M. T., GRAELL, J., & LOPEZ, M. L. (2004b).
Relationships between volatile production, fruit quality and sensory evaluation of Fuji apples
stored in different atmospheres by means of multivariate analysis. Journal of the Science of
Food and Agriculture 84(1), 5-20.

53. ECHEVERRIA, G., FUENTES, T., GRAELL, J., LARA, 1., & LOPEZ, M. L. (2004c).
Aroma volatile compounds of 'Fuji' apples in relation to harvest date and cold storage
technology - A comparison of two seasons. Postharvest Biology and Technology 32(1), 29-
44,

54. ECHEVERRIA, G., GRAELL, J.,, LOPEZ, M. L., & LARA, 1. (2004d). Volatile
production, quality and aroma-related enzyme activities during maturation of 'Fuji' apples.
Postharvest Biology and Technology 31, 217-227.

55. EL-SHARKAWY, 1., MANRIQUEZ, D., FLORES, F. B., REGAD, F., BOUZAYEN, M.,
LATCHE, A., & PECH, J. C. (2005). Functional characterization of a melon alcohol acyl-
transferase gene family involved in the biosynthesis of ester volatiles. Identification of the
crucial role of a threonine residue for enzyme activity. Plant Molecular Biology 59(2), 345-
362.

56. FAN, X. T., BLANKENSHIP, S. M., & MATTHEIS, J. P. (1999). 1-Methylcyclopropene
inhibits apple ripening. Journal of the American Society for Horticultural Science 124(6),
690-695.

57. FAN, X. T. & MATTHEIS, J. P. (1998). Bagging 'Fuji' apples during fruit development
affects color development and storage quality. Hortscience 33(7), 1235-1238.

58. FAN, X. T. & MATTHEIS, J. P. (1999). Impact of 1-methylcyclopropene and methyl
jasmonate on apple volatile production. Journal of Agricultural and Food Chemistry 47(7),
2847-2853.

59. FARAGHER, J. D. (1983). Temperature regulation of anthocyanin accumulation in apple
skin. Journal of Experimental Botany 34(147), 1291-1298.

60. FARAGHER, J. D. & BROHIER, R. L. (1984). Anthocyanin accumulation in apple skin
during ripening - regulation by ethylene and phenylalanine ammonia-lyase. Scientia
Horticulturae 22(1-2), 89-96.

61. FARAGHER,J. D. & CHALMERS, D. J. (1977). Regulation of anthocyanin synthesis in
apple skin .3. involvement of phenylalanine ammonia-lyase. Australian Journal of Plant
Physiology 4(1), 133-141.

62. FAWBUSH, F., NOCK, J. F., & WATKINS, C. B. (2009). Antioxidant contents and
activity of 1-methylcyclopropene (1-MCP)-treated 'Empire' apples in air and controlled
atmosphere storage. Postharvest Biology and Technology 52(1), 30-37.

63. FELLMAN, J. K., RUDELL, D. R., MATTINSON, D. S., & MATTHEIS, J. P. (2003).
Relationship of harvest maturity to flavor regeneration after CA storage of 'Delicious' apples.
Postharvest Biology and Technology 27(1), 39-51.

64. FERREE, D. C. & WARRINGTON, L. J. (2003). Apples: Botany, production and uses.
CAB International. Wallingford.

92



65. FLEANCU, M. (2007). Correlations among some physiological processes in apple fruit
during growing and maturation processes. International Journal of Agriculture and Biology
09(4), 613-616.

66. GIOVANNONTI, J. J.,, DELLAPENNA, D., BENNETT, A. B., & FISCHER, R. L. (1989).
Expression of a chimeric polygalacturonase gene in transgenic rin (ripening inhibitor) tomato
fruit results in polyuronide degradation but not fruit softening. Plant Cell 1(1), 53-63.

67. GOLDING, J. B.,, WANG, Z., & DILLEY, D. R. (2003). Effects of MCP and light on
postharvest colour development in apples. Acta Hort. 600, 85-88.

68. GOODE, J. E. & HIGGS, K. H. (1977). Effects of time of application of inorganic nitrogen
fertilizers on apple-trees in a grassed orchard. Journal of Horticultural Science 52(2), 317-
334.

69. GOODENOUGH, P. W. (1983). Increase in esterase as a function of apple fruit ripening.
Acta Hort. 138, 83-92.

70. GRICHKO, V., SEREK, M., WATKINS, C. B., & YANG, S. F. (2006). Father of 1-MCP -
Edward C. Sisler. Biotechnology Advances 24(4), 355-356.

71. GROSS, K. C., STARRETT, D. A., & CHEN, H. J. (1995). Rhamnogalacturonase,L-
galactosidaseand B-galactosidase: potentail roles in fruit softening. Acta Hort. 398, 121-130.

72. HANSEN, K., POLL, L., & LEWIS, M. J. (1992). The influence of picking time on the
postharvest volatile ester production of ‘Jonagold’ apples. Food Science and Technology-
Lebensmittel-Wissenschaft & Technologie 25(5), 451-456.

73. HANSEN, P. (1977). The realtive importance of fruits and leaves for the cultivar-specific
growth rate of apple fruits. Journal of Horticultural Science 52, 501-508.

74. HANSEN, P. (1982). Assimilation and carbohydrate utilization in apple. Proc.21st
International Hort.Congr. 1, 257-268.

75. HANSEN, P. (1989). Source/sink effects in fruit: an evaluation of various elements. In
Manipulation of fruiting , pp. 29-37.

76. HANSEN, P. (1993). Source/sink relations in fruits. VI.Fruit/leaf ratio and fruit
development in sour cherry 'Stevnsbaer'. Gartenbauwissenschaft 58(134), 136.

77. HARKER, F. R.,, REDGWELL, R. J., HALLETT, I., & MURRAY, S. H. (1997). Texture
of fresh fruit. Horticultural Reviews 20, 121-224.

78. HATFIELD, S. G. S. & KNEE, M. (1988). Effects of water-loss on apples in storage.
International Journal of Food Science and Technology 23(6), 575-583.

79. HUL Y. H. (2010). Handbook of fruit and vegetables flavors. John Wiley & Sons, Inc.,
Hoboken, New Jersey.

80. HUIJUAN, J., HIRANO, K., & OKAMOTO, G. (1999). Effects of fertilizer levels on tree
growth and fruit quality of 'Hakuho' peaches (Prunus persica). Journal of the Japanese
Society for Horticultural Science 68(3), 487-493.

81. IGLESIAS, 1., ECHEVERRIA, G., & SORIA, Y. (2008). Differences in fruit colour
development, anthocyanin content, fruit quality and consumer acceptability of eight 'Gala'
apple strains. Scientia Horticulturae 119(1), 32-40.

82. JACKSON, J. E. (2003). Biology of apples and pears. Univeristy Press. Cambridge.

83. JOHNSON, D. S. (2000). Mineral composition, harvest maturity and storage quality of
'Red Pippin', 'Gala' and 'Jonagold' apples. Journal of Horticultural Science & Biotechnology
75(6), 697-704.

84. JOHNSON, D. S. (2008). Factors affecting the efficacy of 1-MCP applied to retard apple
ripening. /C on Ripening Reg.and Postharvest Fruit Quality 796, 59-67.

93



85. JOHNSON, D. S. & RIDOUT, M. S. (1998). Prediction of storage quality of 'Cox's Orange
Pippin' apples from nutritional and meteorological data using multiple regression models
selected by cross validation. Journal of Horticultural Science and Biotechnology 73(5), 622-
630.

86. JOHNSTON, J. W., HEWETT, E. W., & HERTOG, M. L. A. T. (2002). Postharvest
softening of apple (Malus domestica) fruit: a review. New Zealand Journal of Crop and
Horticultural Science 30(3), 145-160.

87. JOHNSTON, J. W., HEWETT, E. W., HERTOG, M. L. A. T., & HARKER, F. R. (2001).
Temperature induces differential softening responses in apple cultivars. Postharvest Biology
and Technology 23(3), 185-196.

88. JU, Z. G. (1998). Fruit bagging, a useful method for studying anthocyanin synthesis and
gene expression in apples. Scientia Horticulturae 77(3-4), 155-164.

89. JUNG, S. K. & LEE, J. M. (2009). Effects of 1-methylcyclopropene (1-MCP) on ripening
of apple fruit without cold storage. Journal of Horticultural Science and Biotechnology
84(1), 102-106.

90. KADER, A. A. (2002). Postharvest Technology of Horticultural Crops. Univeristy of
California. California.

91. KAFKAS, E., ATASAY, A., SABIR, F. K., AKGUL, H., & UCGUN, K. (2009). Effects of
different irrigation intervals and fertilizer applications on certain chemical contents of
'‘Braeburn' apple cultivar. Afiican Journal of Biotechnology 8(10), 2138-2142.

92. KAHN, A. A. & VINCENT, J. F. V. (1990). Anistropy of apple parenchyma. Journal of
Science and Agriculture 52, 455-466.

93. KAKIUCHI, N., MORIGUCHL S., FUKUDA, H., ICHIMURA, N., KATO, Y., &
BANBA, Y. (1986). Composition of volatile compounds of apple fruits in relation to
cultivars. Journal of the Japanese Society for Horticultural Science 55(3), 280-289.

94. KEPCZYNSKI, J. (2006). Manipulacja dostepnoscia receptorow etylenu - konsekwencje
dla rozwoju roslin in vivo i in vitro. Biotechnologia 4(75), 36-48.

95. KHAN, A. S. & SINGH, Z. (2007a). 1-MCP regulates ethylene biosynthesis and fruit
softening during ripening of 'Tegan Blue' plum. Postharvest Biology and Technology 43(3),
298-306.

96. KHAN, A. S. & SINGH, Z. (2007b). Methyl jasmonate promotes fruit ripening and
improves fruit quality in Japanese plum. Journal of Horticultural Science & Biotechnology
82(5), 695-706.

97. KHAN, N. A. (2006). Ethylene Action in Plants. Springer. NY.

98. KNEE, M., FIELDING, A. H., ARCHER, S. A., & LABORDA, F. (1975). Enzymic
analysis of cell-wall structure in apple fruit cortical tissue. Phytochemistry 14(10), 2213-
2222.

99. KNIGHT, J. N. (1980). Fruit Thinning of the Apple Cultivar Cox Orange Pippin. Journal
of Horticultural Science 55(3), 267-273.

100. KOLLMANNSBERGER, H. & BERGER, R. G. (1992). Precursor atmosphere storage
induced flavour changes in apples cv. 'Red Delicious'. Chemie Mikrobiologie Technologie
Lebensmittel 14, 81-86.

101. KOMAMURA, K., SUZUKI, A., FUKUMOTO, M., KATO, K., & SATO, Y. (2000).
Effects of long-term nitrogen application on tree growth, yield, and fruit qualities in a
'Jonathan' apple orchard. Journal of the Japanese Society for Horticultural Science 69(5),
617-623.

94



102. KONDO, S., HIRAOKA, K., KOBAYASHI, S., HONDA, C., & TERAHARA, N. (2002).
Changes in the expression of anthocyanin biosynthetic genes during apple development.
Journal of the American Society for Horticultural Science 127(6), 971-976.

103. KONDO, S., SETHA, S., RUDELL, D. R.,, BUCHANAN, D. A., & MATTHEIS, J. P.
(2005). Aroma volatile biosynthesis in apples affected by 1-MCP and methyl jasmonate.
Postharvest Biology and Technology 36(1), 61-68.

104. KUHN, B. F., BERTELSEN, M., & SORENSEN, L. (2011). Optimising quality-
parameters of apple cv. 'Pigeon’ by adjustment of nitrogen. Scientia Horticulturae 129(3),
369-375.

106. LARA, I., GRAELL, J., LOPEZ, M. L., & ECHEVERRIA, G. (2006). Multivariate
analysis of modifications in biosynthesis of volatile compounds after CA storage of 'Fuji'
apples. Postharvest Biology and Technology 39(1), 19-28.

107. LARRIGAUDIERE, C., PINTO, E., & VENDRELL, M. (1996). Differential effects of
ethephon and seniphos on color development of 'Starking Delicious' apple. Journal of the
American Society for Horticultural Science 121(4), 746-750.

108. LE GUEN, S., PROST, C., & DEMAIMAY, M. (2000). Critical comparison of three
olfactometric methods for the identification of the most potent odorants in cooked mussels
(Mytilus edulis). Journal of Agricultural and Food Chemistry 48(4), 1307-1314.

109. LELIEVRE, J. M., LATCHE, A., JONES, B., BOUZAYEN, M., & PECH, J. C. (1997).
Ethylene and fruit ripening. Physiologia Plantarum 101(4), 727-739.

110. LETHAM, D. S. (1961). Influence of fertilizer treatment on apple Fruit composition and
physiology .1. Influence on cell size and cell number. Australian Journal of Agricultural
Research 12(4), 600-611.

111. LI, D. P, XU, Y.F,,SUN, L. P, LIU, L. X., HU, X. L., LI, D. Q., & SHU, H. R. (2006).
Salicylic acid, ethephon, and methyl jasmonate enhance ester regeneration in 1-MCP-treated
apple fruit after long-term cold storage. Journal of Agricultural and Food Chemistry 54(11),
3887-3895.

112. LI, X., KANG, L., HU, J., L1, X., & SHENG, X. (2008). Aroma volatile compound
analysis of SPME headspace and extract samples from crabapple (Malus sp.) fruit using GC-
MS. Agricultural Sciences in China 7(12), 1451-1457.

113. LINK, H. (2000). Significance of flower and fruit thinning on fruit quality. Plant Growth
Regulation 31(1-2), 17-26.

114. LO BIANCO, R., FARINA, V., AVELLONE, G., FILIZZOLA, F., & AGOZZINO, P.
(2008). Fruit quality and volatile fraction of 'Pink Lady' apple trees in response to rootstock
vigor and partial rootzone drying. Journal of the Science of Food and Agriculture 88(8),
1325-1334.

115. LOPEZ, M. L., VILLATORO, C., FUENTES, T., GRAELL, J., LARA, I, &
ECHEVERRIA, G. (2007). Volatile compounds, quality parameters and consumer
acceptance of 'Pink Lady' apples stored in different conditions. Postharvest Biology and
Technology 43(1), 55-66.

116. LURIE, S., PRE-AYMARD, C., RAVID, U., LARKOV, O., & FALLIK, E. (2002). Effect
of 1-methylcyclopropene on volatile emission and aroma in cv. Anna apples. Journal of
Agricultural and Food Chemistry 50(15), 4251-4256.

117. MACLEAN, D. D.,, MURR, D. P., DEELL, J. R., & HORVATH, C. R. (2006). Postharvest
variation in apple (Malus x domestica borkh.) flavonoids following harvest, storage, and 1-
MCP treatment. Journal of Agricultural and Food Chemistry 54(3), 870-878.

95



118. MACLEAN, D. D., MURR, D. P, DEELL, J. R.,, MACKAY, A. B., & KUPFERMAN, E.
M. (2007). Inhibition of PAL, CHS, and ERS1 in 'Red d'Anjou’' pear (Pyrus communis L.) by
1-MCP. Postharvest Biology and Technology 45(1), 46-55.

119. MARIN, A. B.,, COLONNA, A. E., KUDO, K., KUPFERMAN, E. M., & MATTHEIS, J.
R. (2009). Measuring consumer response to 'Gala' apples treated with 1-methylcyclopropene
(1-MCP). Postharvest Biology and Technology 51(1), 73-79.

120. MARTINEZ-ROMERO, D., BAILEN, G., SERRANO, M., GUILLEN, F., VALVERDE,
J. M., ZAPATA, P., CASTILLO, S., & VALERO, D. (2007). Tools to maintain postharvest
fruit and vegetable quality through the inhibition of ethylene action: A review. Critical
Reviews in Food Science and Nutrition 47(6), 543-560.

121. MATTHEIS, J. P., BUCHANAN, D. A., & FELLMAN, J. K. (1995). Volatile compound
production by ‘Bisbee Delicious’ apples after sequential atmosphere storage. Journal of
Agricultural and Food Chemistry 43(1), 194-199.

122. MATTHEIS, J. P., FAN, X. T., & ARGENTA, L. C. (2005). Interactive responses of
‘Gala’ apple fruit volatile production to controlled atmosphere storage and chemical
inhibition of ethylene action. Journal of Agricultural and Food Chemistry 53(11), 4510-
4516.

123. MATTHEIS, J. P., FELLMAN, J. K., CHEN, P. M., & PATTERSON, M. E. (1991).
Changes in headspace volatiles during physiological development of ‘Bisbee Delicious’
apple fruit. Journal of Agricultural and Food Chemistry 39(11), 1902-1906.

124. MATTHEIS, J. P., RUDELL, D. R., & BUCHANAN, D. A. (2004). Ethylene intensifies
but is not a requirement for methyl jasmonate - enhanced anthocyanin synthesis by 'Fuji’
apple fruit. XXVI IHC - Deciduous Fruit nut trees 636, 455-459.

125. MCARTNEY, S. J., OBERMILLER, J. D., HOYT, T., & PARKER, M. L. (2009). 'Law
Rome' and 'Golden Delicious' apples differ in their response to preharvest and postharvest 1-
methylcyclopropene treatment combinations. Hortscience 44(6), 1632-1636.

126. MCMURCHIE, E. J., MCGLASSON, W. B., & EAKS, I. L. (1972). Treatment of fruit
with propylene gives information about biogenesis of ethylene. Nature 237(5352), 235-&.

127. MILLER, T. W., FELLMAN, J. K., MATTHEIS, J. P., & MATTINSON, D. S. (1998).
Factors that influence volatile ester biosynthesis in 'Delicious' apples. Acta Hort. 464, 195-
200.

128. MIR, N. A., CURELL, E., KHAN, N., WHITAKER, M., & BEAUDRY, R. M. (2001).
Harvest maturity, storage temperature, and 1-MCP application frequency alter firmness
retention and chlorophyll fluorescence of 'Redchief Delicious' apples. Journal of the
American Society for Horticultural Science 126(5), 618-624.

129. MIR, N. A., PEREZ, R., SCHWALLIER, P., & BEAUDRY, R. (1999). Relationship
between ethylene response manipulation and volatile production in Jonagold variety apples.
Journal of Agricultural and Food Chemistry 47(7), 2653-2659.

130. MPELASOKA, B. S. & BEHBOUDIAN, M. H. (2002). Production of aroma volatiles in
response to deficit irrigation and to crop load in relation to fruit maturity for 'Braeburn’ apple.
Postharvest Biology and Technology 24(1), 1-11.

131. MULABAGAL, V., VAN NOCKER, S., DEWITT, D. L., & NAIR, M. G. (2007).
Cultivars of apple fruits that are not marketed with potential for anthocyanin production.
Journal of Agricultural and Food Chemistry 55(20), 8165-8169.

132. MUNCK, L. (2005). The revolutionary aspect of exploratory chemometric technology, the
universe and the biological cell as computers, a plea for cognitive flexibility in mathematical

96



modelling. Spectroscopy and Chemometrics Group, Quality and Technology, Department of
Food Science, The Royal Veterinary and Agricultural University. Frederiksberg.

133. MYUNG, K., HAMILTON-KEMP, T. R., & ARCHBOLD, D. D. (2006). Biosynthesis of
trans-2-hexenal in response to wounding in strawberry fruit. Journal of Agricultural and
Food Chemistry 54(4), 1442-1448.

134. NAVA, G., DECHEN, A. R., & NACHTIGA, G. R. (2008). Nitrogen and potassium
fertilization affect apple fruit quality in southern Brazil. Communications in Soil Science and
Plant Analysis 39(1-2), 96-107.

135. OETIKER, J. H. & YANG, S. F. (1995). The role of ethylene in fruit ripening. Acta Hort.
398, 167-178.

136. OJEDA-REAL, L. A., LOBIT, P., CARDENAS-NAVARRO, R., GRAGEDA-CABRERA,
O., FARIAS-RODRIGUEZ, R., VALENCIA-CANTERO, E., & MACIAS-RODRIGUEZ, L.
(2009). Effect of nitrogen fertilization on quality markers of strawberry (Fragaria x ananassa
Duch. cv. Aromas). Journal of the Science of Food and Agriculture 89(6), 935-939.

137. OUGH, C. S., LIDER, L. A., & COOK, J. A. (1968). Rootstock-section interactions
concerning wine making .I. Juice composition changes and effects on fermentation rate with
St George and 99-R Rootstocks at 2 nitrogen fertilizer levels. American Journal of Enology
and Viticulture 19(4), 213-227.

138. PAILLARD, N. M. M. (1979). Biosynthese des produits volatiles de la pomme: formation
de alcools et des esters a partir des acides gras. Phytochemistry 18, 1165-1171.

139. PAILLARD, N. M. M. (1986). Evaluation of the capacity of aldehyde production by
crushed apples tissue during an extended storage of fruits. In The shelf life of foods and
bevarages (Ed G. Charalambous), pp. 269-378. Elsevier Science. Amsterdam, The
Netherlands.

140. PAILLARD, N. M. M. (1990). The flavour of apples, pears and quinces. In Food flavours,
Part C (Eds 1. D. Morton & A. J. MacLeon), pp. 1-41. Elsevier Science. Amsterdam, The
Netherlands.

141. PALIYATH, G. (2008). Postharvest biology and technology of fruits, vegetables, and
flowers. Wiley-Blackwell. USA.

142. PARKER, M. L., MCARTNEY, S. J., OBERMILLER, J. D., & HOYT, T. (2010). Effect
of delay between harvest and exposure to 1-MCP on storage flesh firmness of three apple
cultivars. XIth IS on Plant Bioregulators in Fruit Production 884, 611-616.

143. PAVEL, E. W. & DEJONG, T. M. (1993). Estimating the photosynthetic contribution of
developing peach (Prunus-Persica) fruits to their growth and maintenance carbohydrate
requirements. Physiologia Plantarum 88(2), 331-338.

144. PAYASI, A. & SANWAL, G. G. (2010). Ripening of climacteric fruits and their control.
Journal of Food Biochemistry 34(4), 679-710.

145. PECH, J. C., BOUZAYEN, M., & LATCHE, A. (2008). Climacteric fruit ripening:
Ethylene-dependent and independent regulation of ripening pathways in melon fruit. Plant
Science 175(1-2), 114-120.

146. PECHOUS, S. W. & WHITAKER, B. D. (2004). Cloning and functional expression of an
(E,E)-alpha-farnesene synthase cDNA from peel tissue of apple fruit. Planta 219(1), 84-94.

147. PETERSEN, A. 1950. Ildred Pigeon p.206-209. In: Denmarks frugtsorter. 2™ ed.
Fellesudvalget for frugtavlsekonomi pa alm. Dansk Gartnerforenings bogforlag.

148. PETERSEN, M. A. & POLL, L. (1995). Important aroma compounds in apples. Proc. 4t
Wartburg Aroma Symp. (Eds M. Rothe & H. P. Kruse). pp. 533-543.

97



150. PETERSEN, M. A., POLL, L., & TOLDAM-ANDERSEN, T. B. (2007). Differences in
aroma pattern of individual fruits of three apple cultivars. Volume In: Hofmann T, Meyerhof
W & Schieberle P (eds.): Recent highlights in flavor chemistry & biology - Proceedings of
the 8th Wartburg Symposium, Deutsche Forschungsanstalt fiir Lebensmittelchemie (, pp.
345-348.

151. PLOTTO, A., AZARENKO, A. N., MATTHEIS, J. P., & MCDANIEL, M. R. (1995).
‘Gala’, ‘Braeburn’, and ‘Fuji’ apples - maturity indexes and quality after storage. Fruit
Varieties Journal 49(3), 133-142.

152. PLOTTO, A., MCDANIEL, M. R., & MATTHEIS, J. P. (1999). Characterization of 'Gala'
apple aroma and flavor: Differences between controlled atmosphere and air storage. Journal
of the American Society for Horticultural Science 124(4), 416-423.

153. PLUTOWSKA, B. & WARDECKI, W. (2008). Application of gas chromatography-
olfactometry (GC-O) in analysis and quality assesment of alcoholic beverages - a review.
Food Chemistry 107, 449-463.

154. POLLIEN, P., OTT, A., MONTIGON, F., BAUMGARTNER, M., MUNOZBOX, R., &
CHAINTREAU, A. (1997). Hyphenated headspace gas chromatography sniffing technique:
Screening of impact odorants and quantitative aromagram comparisons. Journal of
Agricultural and Food Chemistry 45(7), 2630-2637.

155. PRANGE, R. K. & DELONG, J. M. (2003).1-methylcyclopropene: The "magic bullet" for
horticultural products?. Chronica Horticulturae 43(1), 11-14.

156. PREECE, J. & READ, P. E. (2005). The biology of horticulture: An introductory textbook.
John Willey & Sons Inc. Australia.

157. RAESE, J. T. (1977). Response of young ‘d-Anjou’ pear trees to triazine and triazole
herbicides and nitrogen. Journal of the American Society for Horticultural Science 102(2),
215-218.

158. RAESE, J. T., DRAKE, S. R., & CURRY, E. A. (2007). Nitrogen fertilizer influences fruit
quality, soil nutrients and cover crops, leaf color and nitrogen content, biennial bearing and
cold hardiness of 'Golden Delicious'. Journal of Plant Nutrition 30(10-12), 1585-1604.

159. RAMASSAMY, S., OLMOS, E., BOUZAYEN, M., PECH, J. C., & LATCHE, A. (1998).
I-aminocyclopropane-1-carboxylate oxidase of apple fruit is periplasmic. Journal of
Experimental Botany 49, 1909-1915.

160. RILEY,J. C. M., WILLEMOT, C., & THOMPSON, J. E. (1996). Lipoxygenase and
hydroperoxide lyase activities in ripening tomato fruit. Postharvest Biology and Technology
7(1-2), 97-107.

161. RODRIGUEZ, F. 1., ESCH, J. J.,, HALL, A. E., BINDER, B. M., SCHALLER, G.E., &
BLEECKER, A. B. (1999). A copper cofactor for the ethylene receptor ETR1 from
Arabidopsis. Science 283(5404), 996-998.

162. ROWAN, D. D., ALLEN, J. M., FIELDER, S., & HUNT, M. B. (1999). Biosynthesis of
straight-chain ester volatiles in ‘Red Delicious’ and ‘Granny Smith’ apples using deuterium-
labeled precursors. Journal of Agricultural and Food Chemistry 47(7), 2553-2562.

163. ROWAN, D. D, LANE, H. P., ALLEN, J. M., FIELDER, S., & HUNT, M. B. (1996).
Biosynthesis of 2-methylbutyl, 2-methyl-2-butenyl and 2-methylbutanoate esters in ‘Red
Delicious’ and ‘Granny Smith’ apples using deuterium-labeled substrates. Journal of
Agricultural and Food Chemistry 44(10), 3276-3285.

164. RUPASINGHE, H., PALIYATH, G., & MURR, D. (1998). Ethylene influences alpha-
farnesene biosynthesis of apples. Hortscience 33(3), 469.

98



165. RUPASINGHE, H. P. V., MURR, D. P., PALIYATH, G., & SKOG, L. (2000). Inhibitory
effect of 1-MCP on ripening and superficial scald development in 'McIntosh' and 'Delicious’
apples. Journal of Horticultural Science & Biotechnology 75(3), 271-276.

166. RUPASINGHE, H. P. V., PALIYATH, G., & MURR, D. P. (2003). Biosynthesis of
isoprenoids in higher plants. Physioogy and Molecular Biology of Plants 9, 19-28.

167. RUTH, M. S. (2001). Methods for gas-chromatography-olfactometry: a review.
Biomolecular Engineering 17(4-5), 121-128.

168. RUTH, M. S. (2004). Evaluation of two gas chromatography-olfactometry methods: the
detection frequency and perceived intensity methods. Journal of Chromatography A 1054,
33-37.

169. SAFTNER, R. A., ABBOTT, J. A., CONWAY, W. S., & BARDEN, C. L. (2003). Effects
of 1-methylcyclopropene and heat treatments on ripening and postharvest decay in 'Golden
Delicious' apples. Journal of the American Society for Horticultural Science 128(1), 120-
127.

170. SANZ, C., OLIAS, J. M., & PEREZ, A. G. (1997). Aroma biochemistry of fruits and
vegetables. In Phytochemistry of fruit and vegetables (Eds F. A. Tomas-Barberan & R. J.
Robins), pp. 125-155. Oxford Univeristy Press Inc. New York.

171. SAURE, M. C. (1990). External control of anthocyanin formation in apple. Scientia
Horticulturae 42, 181-218.

172. SCHAFFER, R. J., FRIEL, E. N., SOULEYRE, E. J. F., BOLITHO, K., THODEY, K.,
LEDGER, S., BOWEN, J. H., MA, J. H,, NAIN, B., COHEN, D., GLEAVE, A.P.,
CROWHURST, R. N., JANSSEN, B. J., YAO, J. L., & NEWCOMB, R. D. (2007). A
Genomics approach reveals that aroma production in apple is controlled by ethylene
predominantly at the final step in each biosynthetic pathway. Plant Physiology 144(4), 1899-
1912.

173. SHALIT, M., KATZIR, N., TADMOR, Y., LARKOV, O., BURGER, Y., SHALEKHET,
F., LASTOCHKIN, E., RAVID, U., AMAR, O., EDELSTEIN, M., KARCHI, Z., &
LEWINSOHN, E. (2001). Acetyl-CoA: Alcohol acetyltransferase activity and aroma
formation in ripening melon fruits. Journal of Agricultural and Food Chemistry 49(2), 794-
799.

174. SIEGELMAN, H. W. & HENDRICKS, S. B. (1958). Photocontrol of anthocyanin
synthesis in apple skin. Plant Physiology 33(3), 185-190.

175. SISLER, E. & BLANKENSHIP, S. (1990). Diazocyclopentadiene a potential photoaffinity
reagent for the ethylene binding receptor. Plant Physiology 93(1), 149.

176. SISLER, E. C., ALWAN, T., GOREN, R., SEREK, M., & APELBAUM, A. (2003). 1-
substituted cyclopropenes: Effective blocking agents for ethylene action in plants. Plant
Growth Regulation 40(3), 223-228.

177. SISLER, E. C., GRICHKO, V. P., & SEREK, M. (2006). Interaction of ethylene and other
compounds with the ethylene receptor: agonists and antagonists. In Ethylene action in plants
(Ed N. A. Khan), pp. 1-34. Berlin: Springer.

178. SISLER, E. C., REID, M. S., & YANG, S. F. (1985). Effect of silver ion and 2,5-
norbornadiene on ehylene binding in carnation. Plant Physiology 77(4), 128.

179. SISLER, E. C. & SEREK, M. (1997). Inhibitors of ethylene responses in plants at the
receptor level: Recent developments. Physiologia Plantarum 100(3), 577-582.

180. SISLER, E. C. & SEREK, M. (1999). Compounds controlling the ethylene receptor.
Botanical Bulletin of Academia Sinica 40(1), 1-7.

99



181. SISLER, E. C. & SEREK, M. (2003). Compounds interacting with the ethylene receptor in
plants. Plant Biology 5(5), 473-480.

182. SISLER, E. C., SEREK, M., & DUPILLE, E. (1995). Comparison of cyclopropene, 1-
methylcyclopropene and 3,3-dimethylcyclopropene as antagonists of ethylene responses in
plants. Plant Physiology 108(2), 47.

183. SONG, J. & BANGERTH, F. (1996). The effect of harvest date on aroma compound
production from 'Golden Delicious' apple fruit and relationship to respiration and ethylene
production. Postharvest Biology and Technology 8(4), 259-269.

184. SONG, J., LEEPIPATTANAWIT, R., DENG, W., & BEAUDRY, R. W. (1996). Hexanal
vapor is a natural, metabolizable fngicide: inhibition of fungal activity and enhancement of
aroma biosynthesis in apple slices. Journal of the American Society for Horticultural Science
121, 937-942.

185. SONG, J., TIAN, M., DILLEY, D., & BEAUDRY, R. (1997). Effect of 1-MCP on apple
fruit ripening and volatile production. HortScience 32(3), 536.

186. SPAYD, S. E., WAMPLE, R. L., EVANS, R. G., STEVENS, R. G.,, SEYMOUR, B. J., &
NAGEL, C. W. (1994). Nitrogen-fertilization of white riesling grapes in Washington - must
and wine Composition. American Journal of Enology and Viticulture 45(1), 34-42.

187. STRISSEL, T., HALBWIRTH, H., HOYER, U., ZISTLER, C., STICH, K., &
TREUTTER, D. (2005). Growth-promoting nitrogen nutrition affects flavonoid biosynthesis
in young apple (Malus domestica Borkh.) leaves. Plant Biology 7(6), 677-685.

188. SUPRIYADI, S., SUZUKI, M., WU, S. Q., TOMITA, N., FUJITA, A., & WATANABE,
N. (2003). Biogenesis of volatile methyl esters in snake fruit (Salacca edulis, Reinw) cv.
Pondoh. Bioscience Biotechnology and Biochemistry 67(6), 1267-1271.

189. TAHIR, I. I., JOHANSSON, E., & OLSSON, M. E. (2007). Improvement of quality and
storability of apple cv. Aroma by adjustment of some pre-harvest conditions. Scientia
Horticulturae 112(2), 164-171.

190. TANAKA, Y., SASAKI, N., & OHMIYA, A. (2008). Biosynthesis of plant pigments:
anthocyanins, betalains and carotenoids. The Plant Journal (54), 733-749.

191. TATSUKI, M. & ENDO, A. (2006). Analyses of expression patterns of ethylene receptor
genes in apple (Malus domestica Borkh.) fruits treated with or without 1-methylcyclopropene
(1-MCP). Journal of the Japanese Society for Horticultural Science 75(6), 481-487.

192. TOLDAM-ANDERSEN, T.B. & HANSEN, P. (1993). Source-sink relations in
fruits. VIL.Effects of pruning in sour cherry and plum. Gartenbauwissenschaft 58(205), 208.

193. TOLDAM-ANDERSEN, T. B. & HANSEN, P. (1995). Source-sink relations in
fruit. VIII.The effect of nitrogen on fruit/leaf ratio development in apple. Acta Hort. 383, 25-
33.

194. TONG, C., KRUEGER, D., VICKERS, Z., BEDFORD, D., LUBY, J., EL-SHIEKH, A.,
SHACKEL, K., & AHMADI, H. (1999). Comparison of softening-related changes during
storage of 'Honeycrisp' apple, its parents, and 'Delicious'. Journal of the American Society for
Horticultural Science 124(4), 407-415.

195. U.S. ENVIRONMENTAL PROTECTION AGENCY. Biopesticide registration action
document - 1-methylcyclopropene (PC Code 224459).
http://www.epa.gov/oppbppd1/biopesticides/ingredients/tech_docs/brad 224459.pdf, 1-24.
2008

196. UOTA, M. (1952). Temperature studies on the development of anthocyanin in ‘McIntosh’
apple skin. Proc.Am.Soc.Hortic.Sci. 59, 231-237.

100



197. VANOLI, M., VISAI, C., & RIZZOLO, A. (1995). The influence of harvest date on the
volatile composition of ‘Starkspur-Golden’ apples. Postharvest Biology and Technology 6(3-
4),225-234.

198. WAKABAYASHI, K. (2000). Changes in cell wall polysaccharides during fruit ripening.
Journal of Plant Research 113(1111), 231-237.

199. WANG, H. Q., ARAKAWA, O., &« MOTOMURA, Y. (2000). Influence of maturity and
bagging on the relationship between anthocyanin accumulation and phenylalanine ammonia-
lyase (PAL) activity in 'Jonathan' apples. Postharvest Biology and Technology 19(2), 123-
128.

200. WATADA, N. L., HERNER, R. C., KADER, A. A., ROMANIL R. J., & STABY, G. L.
(1984). Terminology for the description of developmental stages of horticultural crops.
HortScience (19), 20-21.

201. WATKINS, C. B. (2006). The use of 1-methylcyclopropene (1-MCP) on fruits and
vegetables. Biotechnology Advances 24(4), 389-409.

202. WATKINS, C. B. (2008). Overview of 1-methylcyclopropene trials and uses for edible
horticultural crops. Hortscience 43(1), 86-94.

203. WATKINS, C. B. & NOCK, J. F. (2005). Effects of delays between harvest and 1-
methylcyclopropene treatment, and temperature during treatment, on ripening of air-stored
and controlled-atmosphere-stored apples. HortScience 40(7), 2096-2101.

204. WATKINS, C. B, NOCK, J. F., & WHITAKER, B. D. (2000). Responses of early, mid
and late season apple cultivars to postharvest application of 1-methylcyclopropene (1-MCP)
under air and controlled atmosphere storage conditions. Postharvest Biology and Technology
19(1), 17-32.

205. WERTH, K. (1997). Colour and quality od southern Tyrolean apple varieties. Verband
sudtiroler obstgenossenchaften Gen.m.b.H.

206. WHALE, S. K. & SINGH, Z. (2007). Endogenous ethylene and color development in the
skin of 'Pink Lady"' apple. Journal of the American Society for Horticultural Science 132(1),
20-28.

207. WYLLIE, S. G. & FELLMAN, J. K. (2000). Formation of volatile branched chain esters in
bananas (Musa sapientum L.). Journal of Agricultural and Food Chemistry 48(8), 3493-
3496.

208. YANG, S. F. & BAUR, A. H. (1969). Pathways of Ethylene Biosynthesis. Qualitas
Plantarum et Materiae Vegetabiles 19(1-3), 201-204.

209. YOSHIOKA, H., KASHIMURA, Y., & KANEKO, K. (1995). Beta-D-galactosidase and
alpha-L-Arabinofuranosidase activities during the softening of apples. Journal of the
Japanese Society for Horticultural Science 63(4), 871-878.

210. ZIMMERMAN, D. C. & COUDRON, C. A. (1979). Identification of traumatin, a wound
hormone, as 12-oxo-trans-10-dodecenoic acid. Plant Physiology 63(3), 536-541.

101



102



PAPERS

103



104



PAPERI

The influence of pre-harvest management on apple fruit growth and aroma

profile

Submitted to HortScience

105



106



The Influence of Pre-harvest Management on Apple Fruit Growth and Aroma Profile

Marta J. Popielarz”, Mikael A. Petersen

Department of Food Science, Quality and Technology, Faculty of Life Sciences, University of
Copenhagen, Rolighedsvej 30, 1958 Frederiksberg C, Denmark.

Raquel M. Callejon

Departamento de Nutriciéon y Bromatologia, Toxicologia y Medicina Legal. Facultad de
Farmacia, Universidad de Sevilla. C/ P. Garca Gonzalez, 2. 41012 Sevilla, Spain

Torben B. Toldam-Andersen

Department of Agriculture and Ecology/Crop Science, Faculty of Life Sciences, University of

Copenhagen, Heojbakkegard Allé 21, 2630Taastrup, Denmark

Marta J. Popielarz would like to thank the Faculty of Life Science of the University of
Copenhagen for her pre-doctoral fellowship.

*Corresponding author. E-mail: martapopielarz@wp.pl

107



Subject Category: Crop production

The Influence of Pre-harvest Management on Apple Fruit Growth and Aroma Profile

Additional index words. fruit growth, hand thinning, cropping load, aroma compounds, ethylene

Abstract. Apple fruit growth parameters and aroma development are affected by many pre-
harvest parameters like; hand thinning and nitrogen fertilization. The crop load can affect size
and assimilate concentration but especially in varieties with large size fruit. In small fruited apple
varieties like ‘Ildred Pigeon’ effects was less pronounced. Decreasing the cropping level by
thinning in our experiment increased fruit size by 8.4% and increased firmness to a small degree.
Increasing nitrogen level in unthinned trees affected fruit number by decreasing fruit number per
cm” trunk cross section area (TCSA). Nitrogen fertilized apple trees also had enhanced maturity
development observed as increased fruit drop just before harvest. This was in agreement with
ethylene production after storage, which was lowest in non-fertilized compared to the elevated
nitrogen levels. Furthermore, ethylene concentration was related to the levels of aroma
compounds; especially acetates. Aroma compounds like; E,E-farnesene, hexanal and 3-octanol
obtained lowest production at highest cropping level. The effect of cropping level and nitrogen
fertilizer, as cultivation techniques, on ‘Ildred Pigeon’ growth and aroma profile was observed.
Additionally, the internal ethylene concentration and aroma compounds production were
monitored during the final ripening after storage being the greatest at 5 and 8 days at room

temperature.
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The fruit cultivation and the choice of appropriate growing techniques are intended to

maximize fruit yield and fruit quality. Fruit size is in particular interest of growers as it
determines the fruit price while fruit quality components attached to the taste and the enjoyment
values; firmness and aromatic content become important as ones, which influence consumer fruit
re-purchase choice. Development of apple aroma compounds is one of the processes closely
associated to ripening, and thus to ethylene production (Martinez-Romero, 2007). Many studies
are related to appropriate harvest time and storage conditions and their influence on aroma
development. Much less is known about possible effects on aroma related to the pre-harvest
physiology of the fruit growth and development (Poll, 1996). In large fruited species, such as
apples and pears, the cropping level affects fruit development significantly, while in small fruited
species effects may be small or insignificant (Hansen, 1982, 1993; Toldam-Andersen and
Hansen, 1993, 1995). Among apple cultivars focus is normally on those with largest fruits,
however, in a few cases rather small fruited cultivars, like variety ‘Ildred Pigeon’, are grown for
niche market use. ‘Ildrod Pigeon’ market potential is based on its characteristic aroma profile
and distinct red color. Both these fruit quality contributors change strongly during the final fruit
development and ripening. It is therefore very important to understand how pre-harvest factors
and ripening conditions affect these. Based on the limited genetic potential for fruit size (fruit
sink) in this cultivar, we hypothesize that the effects of the fruit load might resemble the weak
relationships that are typical for other small fruited species. Nitrogen fertilizer level affects both
vegetative and generative components in fruit crops in dynamic and complicated ways, which
makes it one of the most important pre-harvest factors to study in relation to effects on fruit sink,

fruit development and fruit quality.
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The main study objective was to investigate the effects of the nitrogen fertilization in
combination with the crop load on the fruit growth and quality, mainly firmness and volatile

formation during ripening.

Materials and Methods

Apples of the variety ‘Ildrad Pigeon’ were picked in mid-September 2008 from 5-years old trees
(M9 rootstock), grown on sandy loam at the experimental station Pometet, Copenhagen
University. The 7.5 gN per tree of calciumnitrate Ca(NHj3), was distributed by hand in April
shortly before budbreak for middle and high N levels and the procedure was repeated in the last
week of June for high nitrogen level trees resulting in 15 gN-tree”. These amounts equal to 50
and 100kgN-ha™ distributed in the tree row. All trees (including the 0 kgN-ha™ treatment) were
additionally fertilized in March with P and K with a total amount of 12 kgP-ha™ and 63 kgK-ha™.
Before 2007 the apples trees were fertilized with NPK at commercial levels. In 2007 the three N
fertilizer levels (0, 50 and 100 kgN-ha™) was established with P and K as additional nutrition’s
continued at the standard levels mentioned above. Leaf samples collected in the early September
2007 showed no deficiencies in makro-elements and N level varied among the treatments from 2
to 2.15% of dry matter which is within recommended ranges. Each nitrogen level was repeated
in the orchard in two blocks of 15 apple trees. Each block and N level was separated by a border
tree. Hand thinning was done in first week of July (after natural fruit drop) on every second tree
(45 trees) while the rest remained un-thinned (45 trees). Hand thinning was aiming at 50%
reduction in fruit load. At harvest time the fruit loadings for thinned and unthinned trees were
5.9 and 11.9 fruits-cm™ expressed as fruits per trunk cross section area (TCSA). 5 trees of each
treatment and block were selected. From each tree 6 apples were picked from the top (light

exposed) and 6 from the bottom (shadow) creating 2 samples per tree. These were taken to the
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laboratory to make representative samples by taking 2 randomly chosen apples from each tree
sample. In total 24 representative samples were prepared so each contained 10 apples (9 fruits
needed for analyses and 1 extra). After, samples were transferred to cold storage (1.5 °C) for 60
days. After the storage period apples from each treatment were exposed to room temperature (24
°C) for 5, 8 and 15 days and then analyzed. Each day of analysis 3 apples were taken out
randomly from each bag and analyzed. All the measurements were done on individual apples.
Fruit quality parameters. To measure internal ethylene concentration (IEC) a 1 mL gas sample
was taken from the core cavity of the apple using a gas tight syringe with a 0.4 x 40 mm needle.
The gas sample was injected into a Hewlett Packard 5890 gas chromatograph equipped with a
flame ionization detector and packed column Porapak Q; 80/100Mesh (length 1.82 m, 15.2 cm
coil of 3 mm OD stainless steel) using helium as a carrier gas (30 ml-min™); the injection port
and the own temperature set to 100 °C; the detector temperature set to 140 °C. Ethylene
concentration was calculated from standard curve obtained from analyses of known ethylene/air
mixtures and presented in uL-L™.

The flesh firmness was measured on a Texture Analyser TA.XT.plus (Exponent, Stable
MicroSystems). Puncture measurements were done on opposite sides of each apple after skin
removal. The instrument was set up to penetrate the apple flesh at 1 mm-s” with the contact
force of 5 g, for a distance of 7 mm, using a 10 mm diameter probe. The maximum force used
(N-cm) was recorded. Since there was no significant difference in firmness between 5, 8 and 15
days after storage the firmness averages were made from all post-storage periods to evaluate
effect of nitrogen levels and cropping load.

After these measurements, juice was pressed from each individual apple using a juice extractor

Philips HR1861. The aroma compounds were measured using dynamic headspace sampling from
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10 ml of juice (4-methyl-1-pentanol added as internal standard) with nitrogen as purge gas
(70mL-min” for 20min) according to Petersen et al. (2007). The traps were thermally desorbed
using a Perkin Elmer ATD 400 and analyzed on a Hewlett Packard GI800A GC-MS system
including a DBWax column (30 m x 0.25 mm x 0.25 pm). The column flow rate was 1.0 mL
min™ using helium as a carrier gas. The column temperature programme was: 10 min at 45 °C,
from 45 °C to 240 °C at 6°C min™', and finally 10 min at 240 °C. The MS was operating in the
electron ionisation mode at 70 eV and mass-to-charge ratios between 15 and 300 were scanned.
Volatile compounds were tentatively identified by matching their mass spectra with those of a
commercial database (Wiley275.L, HP product no. G1035A). Amounts of aroma compounds
were expressed as peak area divided by peak area of internal standard (relative areas x 10°).

Statistical analysis. Significance testing was done by two-way ANOVA with cropping levels and
nitrogen levels as factors (InfoStat version 2008, Grupo InfoStat, FCA, Universidad Nacional de
Cordoba, Argentina). To determine treatment effect and mean separation Fisher’s Least
Significant Difference at p<0.05 was calculated. Neither fruit position on the canopy (top and
bottom) nor nitrogen blocks showed significant difference on any of observed variables. Outliers
were removed from the aroma dataset if problems occurred (fx. water vapor in aroma trap which

enable chromatogram integration).

Results and Discussion

The aimed level of thinning with a 50% reduction in fruit load per tree was achieved very closely
with an average reduction in fruit number per tree of 43, 52 and 53% when expressed relative to
the tree size as fruits per TCSA for each nitrogen level (Table 1). This strong reduction only
resulted in 8.4% average increase in fruit size, from 77g to 84g. The size compensation after

thinning can in optimal cases result in almost similar yield levels (Hansen, 1982; Knight, 1980),
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which combined with a more favorable price on larger fruits results in an economic surplus.
However, Ildred Pigeon is a small apple variety with a fruit diameter of only 50-60mm
(Petersen, 1950), and therefore ‘Ildrad Pigeon’ apples may only have a small genetic potential to
produce larger apples. The importance of the genetic potential for fruit size in relation to the
effect of thinning was demonstrated by Hansen (1989). Large size fruit crops showed strong
ability to react on changes in fruit to leaf ratio both by increased size, dry matter and acid
content.

Table 1. Physiological changes of ‘Ildred Pigeon’ apples at harvest time depending on

fertilization and cropping level practice. Means in the same column followed by different

letters show significant difference at p<0.05 (Fisher’s test).

fruits fruits on

cropping P;gﬁig:; total fruit toijéif;}l:its under the  the tree unf(rilélrt/i)n fruits cm™
level (keN'ha™!) fruits size (g) (kgtree™) tree at at ratio (TCSA)
harvest harvest

, 0 102de  8lab 8.4d 12b 90d 0.13b 6.7¢
ﬂi‘ﬁ;ﬁid 50 72e 85a 6.2¢ 13b 59 0.22a 5.2¢
100 98d 85a 8.3d 13b 85d 0.15ab 5.8¢
, 0 2402 76bc 18.0a 28a 212a 0.14b 15.0a
““th‘““ed 50 138 76¢ 10.4¢ 21a 117¢ 0.18ab 10.0b
rees 100 186b 79 14.6b 25a 161b 0.16ab 10.8b

In our study apples from thinned trees were significantly firmer after storage (45 and 49 N-cm™
unthinned and thinned respectively). This effect might be related to a larger assimilates
availability, which results in formation of thicker cell walls (Johnson, 1994).

Only weak negative correlation between the fruit size and amount of fruits per TCSA was
observed on unthinned trees in the present study. Nitrogen fertilization affected number of apples
per tree negatively when evaluated on the unthinned trees. This was also the case when

expressed as fruits-cm™ TCSA (Table 1). The unthinned non-N fertilized trees kept higher level
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of fruits most likely because of low competition for assimilates at the early stage of fruit
development due to low levels of shoot growth. The middle and high N levels had got the same
level of N at the beginning of April resulting in a comparable competition for assimilates in these
two treatments reflected in the final crop load. There was no effect of nitrogen level on fruit size
(Table 1). Effects of nitrogen on apple development might be complex as it is influencing both
shoot and leaf growth as well as flower development and fruit set (Poll, 1996). Low nitrogen
levels may results in high fruit numbers in unthinned trees due to lower, early season fruit drop
while high nitrogen levels may cause an increase in fruit drop because of competition from shoot
growth (Toldam-Andersen and Hansen, 1995). The nitrogen level may also affect fruit quality
and maturation. Fruits from trees fertilized with a moderate nitrogen level (50 kg-ha™) were
insignificantly firmer when measured after storage with 49 N-cm™, while low and high (0 and
100 kg-ha™') were both at firmness of 46 N-cm™.

‘Ildred Pigeon’ apples create an early abscission layer causing pre-harvest fruit drop. Thus, the
relation of fruits number under and on the tree might indicate differences in maturity (Table 1).
The apples from 50 kgN-ha”, thinned trees had the highest under/on tree ratio while non-
fertilized had the lowest. This suggests differential maturity stages with a delayed maturity at the
low nitrogen level. Also the not fertilized trees, especially the unthinned, were the most loaded
ones so fruits had to compete for assimilate sources (Table 1). This is a situation, which slows
down fruit development and may delay maturity (Denne, 1960). This delay in non-fertilized,
high cropping trees was also confirmed by the lowest ethylene concentration after storage (Fig.
1A). It is worth to notice that average ethylene production was higher at elevated nitrogen level
at both cropping levels. In the study of Fallahi et al. (1987) no effect of N on internal ethylene

was observed in attached apple fruit, however high N applications increased ethylene production
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after storage. Ethylene as a plant hormone influences aroma compound development during
ripening. Aroma analyses were done 5, 8 and 15 days after removal from cold storage to room
temperature. The period between 5 and 8 days at room temperature appeared to be the
climacteric peak period for ethylene and most of the monitored aroma compounds. The average
ethylene level at day 5 was 1335 pL-L™" and at day 8 was 1260 uL-L"' regardless of pre-harvest
factors. At day 15 ethylene synthesis was the lowest (992 uL-L™). A decreasing trend of aroma
production, similar to that of ethylene, was observed throughout the room temperature period for
the compounds; ethyl acetate, butyl acetate, hexyl acetate, 1-butanol, 1-hexanol, 3-octanol, 1-
heptanol, butanal, 2,4-hexadienal, benzaldehyde and E,E-farnesene. In contrast, the branched
chain ester methyl 2-methylbutyrate and the compounds 1-propanol, 1-pentanol, propanal and
hexanoic acid were continuously increasing during the room temperature period reaching the
highest level at day 15. Aroma compounds relative areas presented in Table 2 are averages from
the analysis at day 5 and 8 after storage. For the majority of the measured compounds no
significant differences were found between these days; only propyl acetate, 1-propanol, 1-
pentanol and propanal showed average 30, 69, 49 and 50% higher values at day 8 compared to
day 5.

The aroma of ‘Ildred Pigeon’ is very characteristic and thus a central quality parameter. In this
study aroma production was not affected by apple position on the tree and the effects of nitrogen

fertilization and cropping level were small (Table 2).
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Table 2. Aroma compounds production depends on cropping level (fruits-cm™) and nitrogen

dozes (kgN-ha™"). Means of compound production at day 5 and 8 after storage. Letters in the row

indicate significant differences between treatments (p<0.05)

THINNED TREES UNTHINNED TREES
Nitrogen
fertilization 0 50 100 0 50 100
(kgN-ha™)
Cropping leyel 6.7 52 5.8 15.0 10.0 10.8
(fruits-cm™)
Aldehydes RELATIVE AREA x 10°
propanal 7.9a 6.9a 8.7a 6.3a 7.5a 7.6a
butanal 86.2ab 61.1b 100.1a 57.7b 91.0a 85.4ab
2-methyl butanal 2.7ab 3.8a 3.6a 2.2b 3.4ab 3.5a
hexanal 349.9a 349.0a 429.2a 205.9b 352.3a 414.6a
2,4-hexadienal 1.9¢ 2.5a 2.0c 1.9¢ 1.8¢ 2.3ab
benzaldehyde 2.7a 2.2a 2.7a 2.3a 2.5a 2.3a
Esters
ethyl acetate 102.7ab 97.1ab 117.7a 80.6b 99.5ab 81.7b
propyl acetate 17.6a 14.4ab 14.8ab 16.2ab 14.1ab 13.5b
meﬂl‘ﬁt;r';fthyl 27.1a 25.1a 19.6a 22.1a 29.2a 16.8a
butyl acetate 13.7a 9.5b 12.1ab 12.7ab 12.7ab 11.9ab
hexyl acetate 5.6a 5.0a 5.3a 6.3a 5.6a 6.2a
Alcohols
1-propanol 229.1a 175.7a 218.8a 173.4a 212.5a 210.2a
1-butanol 1430.6a 985.2b 1459.5a 1089.8ab 1460.8a 1446.8a
1-pentanol 36.7a 334a 37.9a 32.1a 40.2a 38.2a
1-hexanol 739.9ab 639.1b 782.4ab 686.1ab 817.1a 829.8a
3-octanol 3.3ab 3.8a 4.1a 2.2b 3.5a 4.2a
2-hexen-1-ol 3.1b 2.9b 3.1b 3.3b 3.7ab 4.4a
1-heptanol 3.4ab 3.1b 3.6ab 3.5ab 3.8a 3.8a
Others
E,E-farnesene 39.6a 31.8a 28.9a 15.1b 23.4ab 31.1a
hexanoic acid 9.4ab 6.8b 14.7a 5.8b 11.2ab 11.6ab

Production of the compounds; methyl 2-methylbutyrate, hexyl acetate, propanal, benzaldehyde,

propanol, pentanol and hexanol were not significantly different. Hexanal in apples from not

fertilized, unthinned trees (cropping level 15.03 fruits-cm™) was produced in significantly lower

levels than from other treatments (Table 2, Fig. 1B). However, hexanal and hexanol
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concentration increased with elevated nitrogen. Ethyl acetate production was the highest in
thinned, high fertilized apples. In contrast butyl acetate and propyl acetate reached the highest
production in apples from non fertilized, thinned trees (cropping level 6.67 fruits-cm™).
Interestingly, both butanol (Fig. 1C) and butanal, which are butyl acetate possible precursors,
behaved the same way reaching the lowest production at the treatments 50kgN-ha™'/thinned and
OkgN-ha'/unthinned trees. Butanol and butanal correlation was high (r’=0.80) (Fig. 2A), while
the correlation between butyl acetate and butanol or butanal was weaker; 1°=0.31 and 0.37
respectively (data not shown). A similar observation was obtained in the case of the relationships
between propanal, propanol (Fig. 2B) and propyl acetate (data not shown). Aldehydes, as
propanal and butanal, are directly converted by alcohol dehydrogenase action to their respective
alcohols propanol and butanol, which might explain the high correlation. Next step involves
formation of propyl and butyl acetate via alcohol acetyltransferase (AAT). Propyl and butyl
acetate correlations with precursors are weaker as secondary substrate (acetic acid) and/or
enzyme availability might be limited. The rest of the monitored aldehyde and alcohol compounds
reacted variously on cropping level and nitrogen level and their concentrations are presented in
Table 2. As the effect of the crop load on size was very weak in the small fruited ‘Tldred Pigeon’
a weak or no effect may also be expected on aroma. In the study by Poll et al. (1996) the large
fruited cultivar ‘Jonagold’ was used and the effect of fruit to leaf ratio on aroma compounds was
found in parallel to the effect on fruit size and contents of soluble solids and acids. In general
fruit species and cultivars that are genetically coded for small fruit size, express no or only weak
effect of fruit to leaf ratio on fruit development (Hansen, 1993; Toldam-Andersen and Hansen,

1993).
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relative area x 10°
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ethylene

hexanal

butanal

E,E-farnesene

zzzzzzzzz

3-octanol

Fig.1. Production of (A) ethylene (in uL L'l) and (B) hexanal,
(C) butanal, (D) E,E-farnesene and (E) 3-octanol (in relative
area x 10”) depend on cropping level (fruitsem™). Each crop
load is represented by four data points; two from sampling day
5 and two from day 8 at room temperature after removal from
cold storage. At each day the two data points represents the
average aroma production of apples from the bottom (two
nitrogen blocks, n=6) and the average aroma production of

apples from the top of the canopy (two nitrogen blocks, n=6).
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Fig. 2. Relationships between (A) butanal and
butanol, (B) propanal and propanol. Volatile
compound production (expressed as relative area
x10%) measured on single fruits from the N and

thinning treatments at 5 and 8 days after storage.

As it was mentioned above, apples from not
fertilized trees had delayed maturity development
with ethylene production at the lowest level.
Hexanal, E,E-farnesene and 3-octanol followed the

same pattern as ethylene development in relation to

cropping level (Fig. 1B, 1D and 1E). E,E-Farnesene is an aroma compound, which production in

the apple skin is strongly related to ethylene synthesis (Dauny and Joyce, 2002). Low

concentration of E,E-farnesene at high crop load might be a valuable observation here as it was

noticed in other study that superficial scald occurrence during storage was associated with the

higher amounts of E,E-farnesene (Dauny and Joyce, 2002). With higher cropping level the

competition for assimilates might increase and production of these compounds decreased. In the

study of Poll et al. (1996) was shown that with low fruit to leaf ratio, the sugar and acid pools are

larger. These are main substrates in aroma compound synthesis and favour their accumulation.

Additionally intensity of aroma synthesis is related to ripening stage. A higher aroma formation

at a low cropping level may then also result from fruits being in an advance ripening stage and

vice versa.
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Conclusions

The choice of different cultivation techniques fx.; thinning and nitrogen fertilization, is intended
to maximize fruit quality to handle the rising consumer demands. Lately, more attention is paid
to the fruit aromatic content as a very important attribute of the fruit taste. The relationship
between pre-harvest factors like; nitrogen fertilization, cropping level on fruit growth and aroma
compound production in small fruited varieties like ‘Ildred Pigeon’ is still very often overlooked.
In our study hand thinning improved fruit size by 8.4% and increased fruit firmness to a small
degree. Increasing nitrogen levels in unthinned trees affected fruit number by decreasing fruit
amount per TCSA. Nitrogen fertilized apple trees had enhanced maturity development observed
as increased fruit drop just before harvest. Additionally, the non-fertilized apples compared to
these from elevated nitrogen levels had lowest ethylene production after storage, which indicated
developmental delay. Ethylene and aroma compounds; E,E-farnesene, hexanal and 3-octanol
production diminished with the increasing cropping level. Therefore, the relevant compromise of
growing techniques becomes the growers’ task to seek in order to maximize yield and to obtain

the best overall quality fruit.
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Summary

The influence of the timing of 1-MCP application on apple fruit colour development and quality
after storage were investigated. ‘Ildred Pigeon’ represents apple cultivars which are exposed to
sunlight after harvest for up to two or three weeks to develop an intense red colour on all sides of
the fruit. Because of such a long exposure after harvest losses are unavoidable as apples become
overripe and quality is diminished. To create experimental conditions in which postharvest red
colour development would be clear to study, bags were put on the apples while on the trees to
inhibit pre-harvest anthocyanin production. At harvest the bags were taken off and apples were
exposed to light for 8 days. 1-MCP treatment was performed before or after the light exposure. A
similar set of samples was prepared and stored directly without any light exposure. Main colour
changes occurred between days two and four during the light exposure. I-MCP negatively
affected red colour change but only during the last days of sun exposure. This suggests other
regulatory factors are involved in anthocyanin production besides ethylene and light. Bagged

apples were firmer and developed a more intense red colour during postharvest sunlight exposure

125



than nonbagged, had higher internal ethylene concentration and greater weight loss after storage.
Early 1-MCP strongly inhibited ethylene production and slowed down firmness loss. However,
the delayed 1-MCP application (after light exposure) affected these parameters more moderately
and the overall quality was better than in control (no 1-MCP treatment) apples. Therefore, taking
into consideration sufficient pigment synthesis and quality maintenance during storage, the
delayed 1-MCP application could be the optimal postharvest practice.

Keywords. bagging - colour development - light exposure - postharvest quality - 1-MCP

Introduction

For apple growers it is extremely important to achieve the best fruit quality. In terms of
consumer perception; colour, size, firmness and taste are the most dominant quality parameters
(DOBRZANSKI and RYBCZYNSKI 2002; NILSSON and GUSTAVSSON 2007). All these,
except size, are to a high degree determined during ripening. Ethylene is a plant hormone
strongly involved in the regulation of ripening. When ethylene is bound to receptors located in
apple cell membranes, it promotes first a wide range of ripening related processes and later
senescence (LELIEVRE et al. 1997). The action of ethylene can be blocked by certain
compounds like 1-MCP which, by linking to receptors, inhibit ethylene action (BLANKENSHIP
and DOLE 2003; WATKINS 2006). Additionally, by blocking ethylene perception the
production is suppressed, as ethylene is synthesized via an autocatalytic pathway (LELIEVRE et
al. 1997). By I-MCP application ripening processes are thus retarded and fruit quality is
maintained during and after storage. An inhibitory effect is normally obtained by a 1-MCP
treatment shortly after harvest either prior to or at the beginning of storage (MIR et al. 2001).

Better understanding is required of changes in endogenous ethylene production and its effects on
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colour development and other quality parameters. This could help growers in postharvest
management to improve colour as well as quality after storage. Putting bags on apples during
fruit development and removing them two to three weeks before harvest is one of possible
method to enhance the red colour. It has been a practice for many years in some countries (e.g.
Japan) (AMARANTE et al. 2002; FAN and MATTHEIS 1998; WANG et al. 2000; WHALE and
SINGH 2007). These prior studies indicated that the fruit bags influence apple firmness and
disorders plus reduce soluble solids, acids, starch and calcium content. However, there were
conflicting results using different apple cultivars and times for bag removal (FAN and
MATTHEIS 1998).

In the current study the variety ‘Ildred Pigeon’ was used. It is a small-fruited (diameter of 50-
60mm), red coloured apple with a characteristic aroma. It is harvested in mid-September and in
order to obtain a full cover of red colour the apple fruit are traditionally exposed to sunlight for
up to three weeks after harvest (KUHN ET AL. 2011). The sunlight exposure practice is
necessary as light is crucial for anthocyanin production. Apples are then stored until November-
December to be sold as a traditional specialty at Christmas time. It can be difficult to maintain
good quality of apple cultivars similar to ‘Ildred Pigeon’ since the apples after the postharvest
sunlight exposure are already very ripe. Additionally, ‘Ildred Pigeon’ is a variety with
progressive softening, which loses 45% of firmness during postharvest light exposure, followed
by an additional 20% reduction during storage (KUHN ET AL. 2011). ‘Ildred Pigeon’ was
therefore used as a model apple cultivar, which might benefits from 1-MCP application, due to
its postharvest handling, which causes strong firmness reduction. The objectives for current
study were: 1) to evaluate colour development during light exposure and determine the influence

of 1-MCP on the rate of colour change with the aim of shortening the duration of postharvest
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sunlight exposure; 2) to determine how the timing of 1-MCP affects changes in fruit quality,
mainly loss of firmness, during storage. Based on the current study we present an optimized
postharvest practice with a new and delayed timing of 1-MCP application, which lead to a better

quality product after storage.

Materials and Methods

Plant material

Apples of the ‘Ildrad Pigeon’ variety were obtained from the ‘Pometet’ experimental orchard of
the University of Copenhagen. At the end of July bags were put on seven apples from each tree
to prevent anthocyanin development. The bags were made of two-layer paper: an outer-grey
layer to eliminate light and inside a blue cover with wax (Kabayashi, ‘Fuji apple bag’, Japan).
The fruit were picked from fourteen apple trees on 2™ of September 2009, when non-bagged
apples reached a firmness of 10 N cm™, a starch index of 3 (scale 1-10) and total soluble solids
of 11.3%Brix. In total ten sample-sets were prepared during the experiment: five samples with
apples, which had been bagged, and five samples, which developed normally on the trees
without bags (Table 1); each sample consisted of ten apples. Among these, six sets were exposed
postharvest to sunlight for eight days and four samples were not exposed to sunlight but directly
moved to cold storage (Table 1). During sun exposure the apples were placed in trays protected
from birds with thin netting. Additionally, a 1-MCP treatment was carried out at one of two
stages; directly after harvest (‘early 1-MCP’, Table 1 — four samples; I, II, VII and IX) and after
light exposure (‘late 1-MCP’; Table 1 — two samples; III, VI). Late 1-MCP application was
performed after light exposure to ensure natural colour development, and to observe if the

ethylene action inhibitor, applied at this late stage, could have an effect on fruit storability and
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quality parameters (texture, ethylene production, and weight loss). The remaining four samples
were control fruit not treated with 1-MCP (Table 1- four samples; II, V, VIII, X).
Table 1. Treatments (N=10; I-X) applied in the experiment (with abbreviations); early 1-MCP

(treatment after harvest/before light exposure) and late 1-MCP (treatment after light exposure).
Sample size was ten apples (n=10) for all treatments.

bagged (B) non-bagged (NB) bagged (B) non-bagged
(NB)
HARVEST
early control early control early control early control
1-MCP 1-mcp 1-MCP 1-McCP

| 1l 1 v \% \ Vil Vil IX X

I-MCP treatment

Treatment with 1-MCP lasted for 20 hours at room temperature. The 1-MCP application was
carried out by releasing 1-MCP gas to the samples placed into a box covered tightly by a plastic
bag. A vial with 0.075 g 1-MCP (0.14% active component) was prepared, which achieves a
concentration of approximately 1000 nL L™ (BLANKENSHIP and DOLE, 2003). A small bottle
with 1-MCP was placed in the box with samples next to a small ventilator to ensure adequate
distribution of 1-MCP. Untreated samples were placed in the same temperature conditions in the

lab next door. Finally, after all the treatments, samples were transferred to small ventilated cold
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storage chambers (1.5°C) for 11 weeks. After storage all samples were placed at room
temperature for 5 days of shelf life to allow ripening. Analyses were carried out on each

individual apple.

Colour measurement

The colour analysis was carried out on the side of the apple exposed to sunlight. Colour
measurements were done at harvest and every second day of exposure (total five times) - also on
apples from samples not exposed to sunlight (samples VII-X, Table 1). Colour measurements
were done on three spots on the apple: from the stem end (pedicel), middle and blossom end
(sepal/stigma). The changes in colour were monitored using a colourimeter (Minolta, Japan)
equipped with a CR-300 measuring head. The instrument was standardized against a white tile
before each determination series. CIELab is the most commonly used colour space and
represents colour as perceived by humans. In this system L* is a lightness factor while a* and b*
are chromaticity co-ordinates, which when positive indicate intensity of red and yellow

colouration, respectively.

Ethylene measurement

For the ethylene evaluation a 1 ml gas sample was taken from the core cavity of the apple using a
gas tight syringe with a 0.4 mm diameter x 40 mm length needle. The gas sample was injected
into a Hewlett Packard 5890 gas chromatograph equipped with a flame ionization detector and
packed column Porapak Q; 80/100Mesh (length 1.82 m, 15.2 cm coil of 3 mm OD stainless
steel) using helium as carrier gas (30 ml min™"), the injection port and own temperature were set
to 100°C, detector temperature set to 140°C. Ethylene concentration was calculated from

standard curves obtained from analyses of ethylene/air standard mixtures.
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Texture and weight

The flesh firmness was measured on a Texture Analyser TA.XT.plus (Exponent, Stable
MicroSystems). Puncture measurements were done on opposite sides of each apple. The
instrument was set up to penetrate the apple at a controlled speed of 1 mm s with a touch force
of 5 g (0.049 N), for a penetration distance of 7 mm, using a 10 mm diameter probe. The
maximum force (N cm™) was recorded. Apples were weighed at harvest and after storage plus 5

days of shelf-life to evaluate weight loss (grams).

Statistical calculations

The statistical analyses were carried out by using JMP® 7.0 (2007, SAS Institute Inc.) and
InfoStat (InfoStat version 2008, Grupo InfoStat, FCA, Universidad Nacional de Coérdoba,
Argentina). Data were subjected to analysis of variance. The treatment’s means were separated
by F-tests and the least significant difference (LSD) tests at the level 0.05.

To create the full factorial experimental design, which evaluated the colour changes during 8
days of sun exposure, samples treated late with 1-MCP were not included into the model
(samples III and IV, Table 1). The complete combination of treatments: bagging (bagged or non-
bagged apples), light conditions (exposed to sunlight or kept directly after harvest in cold
storage) and 1-MCP application (early or control), were evaluated. Additionally, day of colour
measurement was used as a factor to determine colour changes over time.

To evaluate influence of factors on quality parameters, the experiment was divided into two full
factorial parts: samples exposed to light (samples I-VI, Table 1) and samples kept in storage
(samples VII-X, Table 1). The main purpose of apples treated with 1-MCP after sun exposure
(‘late 1-MCP”) in this experiment was to evaluate potential profits coming from late 1-MCP

application on storability and quality changes, while at the same time allowing colour
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development without any interference of the ethylene action inhibitor. Therefore, these samples
were included into a complete factorial experiment, which consists only of samples exposed to
light after harvest. Treatments: bagging (bagged or non-bagged) and 1-MCP application (early,
late or control) were tested. A second full factorial tested bagging and 1-MCP application effects

on quality parameters of fruit placed in cold storage directly after harvest.

Results

Colour evaluation

Apples exposed to sunlight for eight days after harvest developed significantly more colour than
the apples placed directly in cold storage/non-light conditions, independent of 1-MCP treatment.
Almost no changes occurred in a/b ratio during the initial eight days in cold storage (Table 2).
Postharvest exposure of apples to sunlight enhanced their red colour significantly. The length of
sun exposure was an important factor in colour development (Table 2). The main changes in
anthocyanin production started to occur after day 2 in all samples (Table 2) manifested as a rapid
increase in the a/b ratio (Table 2) and decrease in L value. The L value remained higher and the
red colour (a/b ratio) increased less in early 1-MCP treated compared with control apples. The
early 1-MCP treated apples showed the same trend of rapid colour change at days 2-4 as the
control fruit, however, the ethylene action inhibitor suppressed colour development between day
6-8, resulting in a significantly lower final a/b value. Bagging management improved red colour
development in early 1-MCP treated apples in comparison to nonbagged, however not to the a/b

level of controls, for which bagging did not enhance red colour development.
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Table 2. Development of color during eight days of light exposure or in cold storage depend on
the bagging practice (B for bagged or NB for non-bagged) and early 1-MCP treatment.

Average a/b ratio during light exposure and storage
1-MCP g ghig p g

; i ; days after harvest

Light conditions treatment Bagging v e y L ” v
1-MCP B -0.36 -0.37 -0.34 -0.32 -0.34
Cold storage NB 032 -033 -0.30 -0.31 -0.30
(no light) control B -0.27 -0.28 -0.29 -0.26 -0.26
NB -0.22 -0.19 -0.16 -0.11 -0.10

0 f 2 ef 4 c 6 b 8 a

Light 1-MCP B -0.35 -0.31 0.39 0.82 0.92
NB -0.37 -0.35 0.21 0.50 0.54
control B -0.38 -0.33 0.42 0.86 1.16
NB -0.36 -0.30 0.32 0.89 1.29

Letters a-f for days present least significant differences groups over exposure time depend on
storage and light treatment (LSD < 0.05, n=10).

Internal quality parameters - Apples exposed to light

Apples, which had been bagged pre-harvest lost more weight after storage (7.8 g) than non-
bagged fruit (6.5 g). Early ethylene inhibitor application limited post storage weight loss in
comparison to controls, 6.8 g and 7.8 g respectively. Late 1-MCP application had comparable
loss as early treated apples, 7.0 g (Fig. 1). Bagged apples were firmer than non-bagged fruits in
case of late 1-MCP treatment and control samples (Fig. 2). Apples treated early with 1-MCP had
an average firmness of 80 N cm™, while late application fruit had an average firmness of 47 N
em™. The control apples average firmness was 37 N-cm™ (Fig. 2). Bagging had no significant
effect on ethylene synthesis but there was a trend of lower ethylene concentration in the non-
bagged apples. Early 1-MCP application resulted in marked suppression of ethylene production
(171 uL L™"). Internal ethylene concentration in late 1-MCP treated apples was insignificantly

lower than in controls, 1055 and 1363 uL L™, respectively (Fig. 2).
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Fig. 1. Weight loss of apple fruit exposed to sunlight determined after storage (treatment groups
I-VI, Table 1). Letters a-c indicates least significant difference groupings between treatments
(LSD<0.05, n=10).
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Fig. 2. Firmness (N cm™, columns) and internal ethylene concentration (uL L™, w) of apple fruit
postharvest exposed to light measured after storage (treatment groups I-VI, Table 1). Letters
indicate least significant difference groups between treatments (LSD <0.05, n=10).
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Internal quality parameters - Apples kept in cold storage

1-MCP application reduced weight loss during cold storage in comparison to the controls; 4.3
and 6.1 g respectively. No effect of bagging on apple weight loss and firmness was observed. 1-
MCP treated apples were firmer than controls: 67 and 38 N cm™ respectively. Internal ethylene
concentration was very low in 1-MCP treated apples, 2 pL L', while untreated apples had a
significantly higher production of 1079 pL L. Bagging influenced ethylene production in
untreated apples in a way that non-bagged apples had a significantly greater concentration than

bagged, 1315 and 843 pL L™ respectively.

Discussion

In apples the breakdown of chlorophyll and anthocyanin production are important aspects of
ripening (WATKINS 2006). The anthocyanin accumulation can be influenced by many factors
(temperature, position on the tree, horticultural practices etc.) but light is essential
(DOBRZANSKI and RYBCZYNSKI 2002; WHALE and SINGH 2007). ‘Ildred Pigeon’ fruit
when attached to the tree develop red cheek while the rest of apple remains green (KUHN et al.
2011). In our experiment the spot on the apples to monitor colour changes over time was chosen
avoiding these red cheeks. There was no colour improvement on apples from cold storage, which
is explained by a critical lack of light for anthocyanin formation. The main colour change of
‘Ildred Pigeon’ fruit exposed to light occurred between days two and four and improved slowly
until day eight (Table 2). The same pattern was observed at day four after bag removal and UV-
B exposure on ‘Fuji’ apples (FAN and MATTHEIS 1998). Our results suggest that the
traditional three weeks of ‘Ildrad Pigeon’ light exposure can be shortened. During such a long
sun exposure apples are rotated to develop uniform red colour on all sides but sun burn and over

ripening may occur, reducing storability by increasing the risk of postharvest loss and
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physiological disorders. In the study by Kiihn et al (2011) it was observed that most of post-
harvest colour development occurred within first 6-9 days and was enhanced on the shaded side
of fruit. Bagging practice may reduce starch and sugar while the effect on firmness is
inconsistent (AMARANTE et al. 2002). The conditions in the bags, as well as their type, might
influence structure of the apple cuticle affecting water loss. It was noticed that bagged apples
exposed to light had higher mass loss, which could be influenced by cuticle deposition and lower
resistance to gas diffusion (AMARANTE et al. 2002; FAN AND MATTHEIS 1998).
Additionally, intense light exposure increases fruit temperature (possibly causing sun burn) and
thus results in higher water and firmness loss. Here, bagged apples were slightly firmer but with
greater weight loss after storage. Bagging reduced internal ethylene production (FAN and
MATTHEIS 1998), but this was significant reduction only in apples from cold storage but not
when exposing apples postharvest to sunlight. Bagging is performed to improve colour
development of apples by increased anthocyanin synthesis after bag removal (FAN and
MATTHEIS 1998). Also in the current study bagged apples developed a slightly more intense
red colour except control fruit exposed to sunlight. The explanation might be given by the study
of Wang et al. (2000) who found that anthocyanin accumulation and phenylalanine ammonia
lyase (PAL) activity were higher in mature bagged apples than non-bagged fruit. PAL is a key
enzyme which, together with sugar availability, controls the complex biochemical pathway of
anthocyanin production. Ethylene initiates rapid anthocyanin accumulation during apple growth
by increasing the level of the PAL enzyme in the apple skin (FARAGHER 1983). Ethylene
however stimulated anthocyanin production via PAL on unripe apples, but not when applied on
already ripe fruits (FARAGHER 1983; FARAGHER and BROHIER 1984; WANG et al. 2000).

With increased ripening anthocyanins production decreases, even with relatively high PAL
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activity. It suggests that there is an additional factor regulating anthocyanin production in ripe
apples. Even though some studies point out an interaction between ethylene and anthocyanins
synthesis, there is still some inconsistency in findings (MATTHEIS et al. 2004). Mattheis et al
(2004) showed ethylene played an enhancing role when used with methyl jasmonate (a
stimulator of anthocyanins accumulation) but there was no discernable effect of exogenous
ethylene on anthocyanins production when applied separately. In the current experiment early
application of the ethylene action inhibitor did not affect the main colour changes at 2 to 4 days,
but anthocyanins development was inhibited somewhere around 6 to 8 day of light exposure and
did not reach the colour of control apples. These results are in agreement with a study where
another undefined regulatory factor, in addition to ethylene, was suggested to be involved in
pigments synthesis (MACLEAN et al. 2006). Successful use of 1-MCP should be delayed in case
of processes involved in pigment metabolism but applied in the appropriate time to maintain a
good quality during storage, especially in case of cultivars which exhibit strong firmness
reduction. Apples treated with 1-MCP maintain firmness longer during storage (PARKER et al.
2010; WATKINS 2006). In our study, 1-MCP application was very effective in apples treated
directly after harvest and placed in cold storage. These apples were very firm, had strongly
inhibited ethylene concentration and less weight loss in comparison to controls under the same
conditions. However, in the case of the ‘Ildred Pigeon’ apple cultivar light exposure after harvest
is required and therefore the timing of 1-MCP application between harvest and storage is
important. Early picked fruit might respond effectively to the treatment perhaps due to a larger
number of free ethylene receptors. Conversely, the increasing level of ethylene found during
ripening in some varieties may be sufficient to reduce the effectiveness of 1-MCP. ‘McIntosh’

apples had a greater loss in flesh firmness after storage when 1-MCP usage was delayed three
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days compared to fruit treated immediately after harvest (DEELL et al. 2008). Delaying 1-MCP
for eight days from harvest of ‘Cortland’ and ‘Empire’ mature fruit resulted in increased
softening after cold storage compared to earlier treatment (PARKER et al. 2010). It seems like
the effect of delayed 1-MCP treatment might have various responses in different apple cultivars.
For example five days postponed inhibitor treatment increased internal ethylene concentration
and reduced firmness of ‘Cox’ and ‘Bramley’ but had no effect on ‘Gala’ apples (JOHNSON
2008). When 1-MCP application was performed eight days after harvest on ‘Ildred Pigeon’ it
resulted in higher internal ethylene production, softer apples and higher weight loss than in fruit
from early 1-MCP treatment, but still not to the level of controls.

‘Ildred Pigeon’ apples reaching consumers at Christmas time are represented in this study by
non-bagged, 1-MCP untreated and exposed to sunlight apples. These fruit are our references in
an attempt to optimize the postharvest light and 1-MCP treatment practice. The effect of early
application was very strong - meaning poorer colour development, an inhibited ethylene
production and very firm apples. The optimization of 1-MCP technology must rely on the
successful delay of the ripening processes but not their complete inhibition. For that reason 1-
MCP application after light exposure might be a good alternative. However, the sun exposure
time should be shorter than 3 weeks as main changes occurred at day 2-4 and were increasing
slowly till day 8. The delayed 1-MCP application is also important from commercial point of
view as apples are normally collected in the room for couple of days to fill the storage before
applying CA condition. Apples treated with 1-MCP after sunlight exposure could synthesize
pigments without any limitations. Furthermore, during the later storage period the late 1-MCP
treatment was able to maintain apples 27% firmer than controls with a lower weight loss and the

ability to develop an ethylene production to a level which allows a continued ripening, essential
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for aroma production. Further sensory studies are needed to establish consumer preferences
towards 1-MCP treated fruit as well as to evaluate if consumer can distinguish the red colour
intensity differences, which were statistically significant in the current study, between the apples

from different timing of 1-MCP treatments.
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Subject Category: Postharvest Biology

Timing of 1-MCP Application and Postharvest Light Exposure as Tools to Optimize

Aroma in Apple

Additional index words. apple aroma, volatile compounds, principal flavour compounds,

bagging, postharvest light exposure, 1-MCP, ethylene inhibitor

Abstract. 1-MCP (1-methylcyclopropene) application has lately been incorporated into
horticultural practice to maintain fruit quality through storage and marketing. The effect
of 1-MCP treatment timing on the final flavour quality was investigated. Also the
influence of pre-harvest bagging and postharvest sunlight exposure, which are
commercially used to improve visual fruit quality, was studied to evaluate their effect on
aroma composition. Twelve aroma compounds were identified by GC-olfactometry as
having the highest impact on the overall flavour of the ‘lldred Pigeon’ apples.
Application of 1-MCP immediately after harvest had the strongest reductive effect on the
production of especially esters and alcohols. Among these were important principal
‘Pigeon’ aromas; ethyl acetate, methyl 2-methylbutyrate, butyl butyrate, butanal, 1-
heptanol and 6-methyl-5-hepten-2-ol. Also aldehydes were identified as principal pigeon
aromas and the most important ones butanol, hexanal and trans-2-hexanal were also
significantly reduced. On the other hand, production of 2-methyl-2-pentenal, cis-3-
hexenal and isomers of 2,4-hexadienal was enhanced in apples treated early with 1-MCP.
These are also identified as principal pigeon aromas but generally found in low amounts.
Delay of the 1-MCP application until after a postharvest light exposure period of eight
days affected aroma production only to a moderate degree. In bagged apples there was a

tendency of higher ethylene concentration; however production of most of aroma
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compounds were higher in non-bagged fruits. Bagging therefore delayed the increase in
the internal ethylene concentration and consequently delayed upcoming ripening
processes like aroma development. Postharvest sunlight exposure, associated with higher
temperature, in comparison to direct postharvest cold stored conditions, provoked higher
internal ethylene concentration. Thus, ripening processes accelerated and production of
most aroma compounds increased, when exposed to sunlight.

In general, delay of I-MCP application must be taken into consideration in the
commercial postharvest practice of apples as fruits are typically accumulated for several
days to fill a storage room before applying controlled atmosphere or, as in case of ‘Ildred
Pigeon’, are postharvest exposed to sunlight. The effect of 1-MCP on aroma is critical to
the optimization of 1-MCP postharvest technology, as apple flavour will rely on the

successful delay, but not complete inhibition, of the ripening processes.

The final fruit quality depends strongly on the production of aroma compounds. More

than 300 compounds have been identified in different apple varieties. Esters, alcohols and
aldehydes are quantitatively the major volatiles in apples (Kondo et al., 2005). In this
very complex mixture of volatiles about 20-40 compounds are directly responsible for
characteristic aroma perception (Vanoli et al., 1995). There are general trends of volatile
synthesis through the physiological stages of fruit development under natural conditions:
Aldehydes are quantitatively the largest aroma group in mature apples, then aldehyde
concentration declines and alcohol biosynthesis ensues upon the climacteric peak. Finally,
ester synthesis is closely related to the advance in climacteric and post-climacteric stages
of ripening (Lanciotti et al., 1999). The production of aroma compounds is therefore
strongly related to ripening, which accelerates with rising internal ethylene concentration.

In a study by Danekar et al. (2004) on transgenic ethylene-suppressed apples a reduction
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of esters was found, while aldehyde and alcohol production was only slightly affected.
The influence of ethylene on especially ester production in apples has been confirmed by
Defilippi et al. (2005a) and Schaffer et al. (2007).

The apple varieties are suggested to be divided into groups dependent on aroma
components, which contribute most to the flavour quality (Li et al., 2008; Dixon and
Hewett 2000). Ethyl butyrate, ethyl acetate and ethyl 2-methylbutyrate are characteristic
for ester-like varieties as ‘Delicious’ and ‘Golden Delicious’. Additionally, according to
Petersen and Poll (1995) apple cultivars could be divided into three ester sub-groups,
namely those dominated by butyrate esters (‘Filippa’ and ‘Mclntosh’), acetate esters
(“Elstar’, ‘Cox Orange’ and ‘Golden Delicious’) and those, where both butyrate and
acetate esters contribute to the total aroma profile (‘Mutzu’, ‘Ingrid Marie’ and
‘Spartan’). The ‘Jonathan’ variety is representing an alcohol-rich group with butanol, 3-
methyl-1-butanol and hexanol as typical aroma components. Finally, there is a fifth group
represented by ‘Granny Smith’ characterized with aldehydes like 2-hexenal, and low
content of esters (Li et al., 2008).

In the current study the ‘Ildred Pigeon’ variety was used. It is a small-fruited, red
colored apple with a characteristic aroma. ‘Ildred Pigeon’ aroma is described by
consumers as characteristically intense and special but there is no available information
about the contributing principal compounds. Apples are harvested in mid-September and
in order to obtain a full cover of red color, fruits are traditionally exposed to sun light for
up to three weeks after harvest (Kiihn et al., 2011). Apples are then cold stored until
November-December to be sold as a traditional specialty at Christmas time. Good quality
maintenance of apples, which are postharvest exposed to sunlight is an issue since the
apples after the exposure are already very ripe. Lately, 1-MCP (1-methylcyclopropene)

treatment has been incorporated into horticultural practice to maintain fruit quality
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through storage and marketing. The postharvest gaseous application of 1-MCP has been
shown to affect many physiological characteristics of apples, such as reducing ethylene
production and respiration, enhancing fruit firmness and acidity retention, and reducing
peel greasiness (wax layer) and reducing various physiological disorders (DeEll et al.,
2007; Watkins 2006; Blankenship and Dole 2003; Fan et al., 1999a; Fan et al., 1999b).
One of the drawbacks of using 1-MCP is aroma reduction. Concentration of aroma
compounds is, however, also strongly dependent on the genetic potential of the cultivar,
harvest time, storage and post-storage recovery period (Popielarz et al., 2010; Schaffer et
al., 2007; Kondo et al., 2005). The apple is a fruit with many cultivars, each with unique
ripening rates and storage potential and therefore 1-MCP application conditions must be
established for each cultivar individually to assure a successful commercial utilization of
1-MCP (Watkins et al., 2007;Watkins et al., 2000). One very important condition is the
time of 1-MCP application. The current guidelines for 1-MCP treatment require most
apple cultivars to be treated within three to ten days after harvest (Parker et al., 2010). 1-
MCP binds to the ethylene binding sites and should therefore be used while the receptors
are free, i.e. before the endogenous ethylene concentration starts to rise. In return, it will
prevent the hormone to elicit its reaction to the already occupied sites, when its
production increases. 1-MCP should be used in a narrow time window between harvest
and storage, but it is still cultivar dependent. For example, delaying postharvest 1-MCP
treatment from one to seven days after harvest reduced its efficacy in terms of keeping
firmness in ‘Golden Delicious’ and ‘Law Rome’ but not in ‘Gala’ apples (Parker et al.,
2010), while 1-MCP delay was optimal with 3 days for the ‘McIntosh’ cultivar (DeEll et
al., 2008). According to Watkins (2008) such a variation in the optimal delay from
harvest for different cultivars must be taken into account in the commercial practice as

apple fruits are typically accumulated for several days to fill a room before applying CA
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storage. Watkins (2008) indicated that despite the extensive literature about 1-MCP
technology, relatively little information concerning commercial aspects of its use is
available. The primary objective in the current study was to evaluate the effect of the
timing of 1-MCP application on ‘Ildred Pigeon’ volatiles to assess any limitation in the
ability to sustain aroma production when ethylene action is being suppressed. It is a
complex issue as the reaction of different volatiles, even from the same aroma group,
variously depends on ethylene action. Nevertheless, this information may help to
optimize the commercial postharvest management for the delivery of the highest quality
of fruit, in terms of aroma, to the consumer.

The second part of the study relates to the effects of pre-harvest bagging and
postharvest sunlight exposure on post-storage aroma composition. Light is well
established as a crucial factor for anthocyanin development (Whale and Singh, 2007),
however it has also been reported that the postharvest volatile production may change
depending on the manipulation of sunlight availibilty during fruit development (shading)
(Miller et al., 1998). Acetate ester production increased with reduced sunlight intensity
and decreased with intensified sunlight exposure (Miller et al., 1998). The pre-harvest
bagging has been extensively used on several fruit crops to improve skin color (Arakawa
1991), reduce mechanical damage (Amarante et al., 2002b) and reduce sunburn of the
skin (Bentley and Viveros 1992). The bagging of apples has been a conventional practice
to improve visual quality in China and Japan (Huang et al., 2009; Whale and Singh 2007,
Amarante et al., 2002a; Amarante et al., 2002b; Wang et al., 2000; Fan and Mattheis
1998) and has been used extensively in the Pacific Northwest of North America, mostly
for ‘Fuji’ apples (Fan & Mattheis 1998). These studies indicated that the fruit bags reduce
soluble solids, acids, starch, and increase mass loss while the effect on firmness is

inconsistent (Amarante et al., 2002a; Amarante et al., 2002b; Fan & Mattheis 1998).
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Despite the fact that both bagging and postharvest sunlight exposure are used in
horticultural management, very few studies have described the effects on aroma quality
parameters. Mink (1973) suggested that bagging might lead to lack of flavour due to the
changes in the apple aroma composition. Bagging, in fact, reduced the volatile content of
‘Fuji’ apples (Mattheis et al, 1996) but was shown to improve the characteristic peach
aroma compounds y- and 6- decalactone (Jia et al., 2005). In grapes cv. ‘Perla’, acetate
esters were predominant in non-bagged fruits while limonene, frans-2-hexenal, 3-hexanol
and 2-hexen-1-ol were predominant in bagged fruits (Signes et al., 2007). Therefore, our
secondary goal was to investigate the pre-harvest bagging and the postharvest sunlight

exposure effects on post-storage apple aroma composition.
Material and Methods

Plant material. Apples of the ‘Ildred Pigeon’ variety were obtained from ‘Pometet’, the
experimental orchard of University of Copenhagen. At the end of July (after fruit drop)
bags were put on seven apples/tree distributed in various positions of the tree canopy to
prevent anthocyanin development. The bags were made of two-layer paper: an outer-grey
layer to eliminate light and inside a blue cover with wax (Kabayashi, ‘Fuji apple bag’,
Japan). Fruits were picked from fourteen apple trees when non-bagged apples reached a
firmness of 10 N-cm™, a starch index of 3 (scale 1-10) and a total soluble solids of 11.3 %
brix. In total, ten sample-sets were prepared for the postharvest experiment: five samples
with apples, which had been bagged, and five samples, which developed normally on the
trees without bags; each sample consisted of ten apples. Among these, six samples were
exposed postharvest to sunlight for eight days and four samples were not exposed to
sunlight but directly moved to cold storage (Table 1). During sun exposure the apples

were placed in trays protected from birds with thin netting. Additionally, a 1-MCP
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treatment was carried out at one of two stages; directly after harvest - before light
exposure (‘early 1-MCP’, Table 1 — four treatments; I, IV, VII and IX) and after light
exposure (‘late 1-MCP’; Table 1 — two treatments; I1I, VI). Late 1-MCP application was
performed after light exposure to ensure natural color development, and to observe if the
ethylene action inhibitor, applied at this late stage, could have an effect on fruit aroma
quality parameters. The remaining four samples were controls not treated with 1-MCP
(Table 1- four treatments; 11, V, VIII, X).

Table 1. Treatments (N=10; I-X) applied in the experiment (with abbreviations); early 1-

MCP (treatment after harvest/before light exposure) and late 1-MCP (treatment after light
exposure). Sample size was ten apples (n=10) for all treatments.

bagged (B) non-bagged (NB) bagged (B) non-bagged
(NB)
HARVEST
early control early control early control early control
1-MmCpP 1-MCP 1-MmCcpP 1-MCP

I 1 v \% \| vil Vil IX X

Treatment with 1-MCP was carried out by releasing 1-MCP gas into a box covered tightly
by a plastic bag. A vial with 0.075 g 1-MCP (0.14%) was prepared, which results in a
concentration of approximately 1000 nL-L" when water is added (Blankenship and Dole,
2003). The vial with 1-MCP powder was put in a small flask that was placed in the box
together with a small ventilator to ensure adequate distribution of 1-MCP. Finally water
was added to the vial with 1-MCP, shacked and the plastic bag was closed immediately

after. 1-MCP treatment lasted for 20hours at room temperature (20°C). During the early
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1-MCP application all the remaining sample sets intended to be light exposed were kept
in the same temperature conditions in the lab next door. Sample sets I — VI were exposed
for eight days to sunlight. The average max and min temperatures for the period were:
19.4 and 12.5 °C. Day length/total sun radiation lasted 13 hours per day with an average
precipitation of 2.3 mm/day (metrological data for the region obtained from The Danish
Meteorological Institute). Finally, after light exposure the ‘late 1-MCP’ treatment was
performed as described for the ‘early 1-MCP’ with the remaining sets (I, II, IV and V)
kept next door at similar temperature conditions. After the light exposure samples were
transferred to the cold storage (1.5 °C) for 11 weeks. After storage all samples were
placed at room temperature for five days for the final ripening to occur. Analyses were
carried on each individual apple.

GC-MS analysis. Analyses of volatiles were carried out on juice pressed from each
individual apple. Aroma was trapped using dynamic headspace sampling from 20 ml of
juice (added 4-methyl-1-pentanol as internal standard) with nitrogen as purge gas (70
ml-min” for 20 minutes) into a trap containing 200 mg Tenax TA. The volatiles collected
in the traps were liberated using an automatic thermal desorption device (ATD 400,
Perkin Elmer, Norwalk, USA). Traps were desorbed by heating to 250 °C with a
hydrogen flow of 60 mL- min' for 15 min and volatiles were focused in a cold trap which
subsequently was flash-heated to 300°C and held for 4 min. A split ratio of 1:50 was
applied to transfer the volatiles to a GC—MS for separation and identification. The GC—
MS used was a 7890A GC-system interfaced with a 5975C VL MSD with Triple-Axis
detector (Agilent Technologies, Palo Alto, California) equipped with a DB-Wax
capillary column (30 m x 0.25 mm x 0.25um) (J&W Scientific). The column flow rate
was 1.0 mL-min' using hydrogen as a carrier gas. The temperature of the oven was held

at 40 °C for 10 min and then increased by 8 °C -min"' up to 240°C, which was kept
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constant for 5 min. The mass spectrometric detector operated in the electron ionization
mode at 70 eV and scanned mass/charge ratios (m/z) between 15 and 300. Aroma
compounds were tentatively identified by matching mass spectra with these from a
commercial database (Wiley275.L, HP product no. G1035A). Peak areas divided by
internal standard area were used as relative measures of concentration of compounds.
GC-MS chromatograms obtained from control apples were used to identify compounds
detected by the panelists in the GC-O part. The identities of the characteristic compounds
were confirmed by comparing the retention times and mass spectra of the
chromatographic peaks with authentic standards purchased from Aldrich (Sigma-
Aldrich).

GC-O analysis. An additional set of 15 apples was harvested, at the same time as apples
for the 1-MCP timing experiment, to be used for GC-O analysis (nonbagged, no 1-MCP
treatment). They were cold stored, as previously described, and removed for 5 days to
room temperature prior to GC-O sampling. Juice was pressed from all these apples
combined in one portion using a juice processor. The aroma compounds were measured
by GC-MS according to the earlier described method. For GC-O, thermal desorption of
the aroma compounds from the traps was done on a Short Path Thermal Desorption unit
(model TD-4, Scientific Instrument Services Inc. NJ). Desorption temperature was 250
°C which held for 4 minutes with a helium flow of 10 ml/min. Separation was performed
with a Hewlett-Packard 5890 GC with the following conditions: capillary column, DB
Wax; 30 m x 0.25 mm i.d. x 0.25 um film thickness; carrier gas, helium; start flow, 1 ml-
min™"; column pressure, 88kPa (constant); oven program, 45 °C for 10 min, 6 °C -min” to
240 °C, constant at 240 °C for 10 min; detector temperature 250 °C; air flow 345 ml-min’
' hydrogen flow 35 ml-min™". For the GC-O analysis, the effluent from the column was

split approximately 1:4 with the minor part going to the FID and the major part going to
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an olfactory detector outlet ODO-1 from SGE, Ringwood, Victoria, Australia. The
detection frequency method (Pollien et al., 1997) was used for recording detected odors
over a group of seven assessors. The number of assessors detecting an odour (NIF-Nasal
Impact Frequency) was used as an odor’s intensity estimator. Compounds perceived by at
least 3 panelists at the same time, were considered important.

Internal ethylene concentration. For the ethylene evaluation a 1 ml gas sample was taken
from the core cavity of the apple using a gas tight syringe with a 0.4 mm diameter x 40
mm length needle. The gas sample was injected into a Hewlett Packard 5890 gas
chromatograph equipped with a flame ionization detector and packed column Porapak Q;
80/100Mesh (length 1.82 m, 15.2 cm coil of 3 mm OD stainless steel) using helium as
carrier gas (30 ml-min™), the injection port and oven temperature were set to 100 °C,
detector temperature was set to 140 °C. Ethylene concentration was calculated from
standard curves obtained from analyses of commercial ethylene/air standard mixtures.
Statistical analysis. The statistical analyses were carried out using JMP® 7.0 (2007, SAS
Institute Inc.) and InfoStat (InfoStat version 2008, Grupo InfoStat, FCA, Universidad
National de Coérdoba, Argentina). Data were subjected to analysis of variance. The
treatment’s means were separated by F-tests and the least significant difference (LSD)
tests at the level 0.05.

The experiment was divided into two full factorial parts in order to evaluate the influence
of main factors and their interactions on volatiles composition.

The first complete factorial experiment included only samples, which were exposed to
sunlight after harvest (treatments I-VI, Table 1) in order to evaluate the effects of 1-MCP
time application (early, late or control) and bagging (bagged and non-bagged) on aroma

compounds production.

155



In the second factorial experiment, which evaluates the effect of sunlight exposure on
aroma changes, late 1-MCP treated samples (treatments III and VI, Table 1) were
excluded from the model as they have no representation in cold storage conditions. These
late 1-MCP treated samples were prepared to evaluate potential benefits from delayed 1-

MCP application rather than monitoring the light effect on aroma composition.

Results and Discussion

Principal aroma compounds. Twelve principal aroma compounds were identified in
‘Ildred Pigeon’ apples by at least three panelists during GC-O (Table 2). The aroma
compounds belong to 3 groups; esters, aldehydes and alcohols. The esters were
represented by ethyl acetate, methyl 2-methylbutyrate and butyl butyrate. Hexanal, trans-
2-hexenal, butanal, 2-methyl-2-pentenal, cis-3-hexenal and two isomer forms of 2,4-
hexadienal were representing aldehydes and were detected by four or more judges.
Finally, the alcohols; 1-heptanol and 6-methyl-5-hepten-2-ol were identified by three
judges. The panelists’ odour descriptions, retention times and NIF values are given in
Table 2. In three cases, the principal aroma compounds were well separated and the
descriptors used by the judges were in good agreement with literature indications (Table
2). However, for butanal and ethyl acetate the judges were not able to separate two
compounds eluted close in retention time. For other compounds the literature description
of the two suggested compounds are alike, thus separation is clearly a difficult task. In
case of trans-2-hexenal and butyl butyrate the panel description looks like a combination
of literature descriptions of the two odors. With these identification limitations of the
principal flavors, ‘Ildred Pigeon’ appears to have both esters and aldehydes as being
important for the special ‘Pigeon flavour’. Thus its complex aroma profile combines all

the aroma groups listed by Petersen and Poll (1995) and Li et al. (2008).
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Effect of time of postharvest 1-MCP application on principal aroma compounds in apples
exposed to sunlight after harvest. In the present study the average concentration of
ethylene in the early 1-MCP treated apples was significantly lower than ethylene
concentration in the control and the late 1-MCP treated apples (Table 3). The early 1-
MCEP treatment also significantly affected the levels of principal aroma compounds since
production of 6 out of the 12 components decreased drastically. The compounds reduced
to a minimum in early 1-MCP treated apples were: ethyl acetate, methyl 2-
methylbutyrate, butyl butyrate, butanal, 1-heptanol and 6-methyl-5-hepten-2-ol (Table 3).
In addition trans-2-hexenal remained at quite high concentration in all treatments being,
however significantly lower in early 1-MCP treated apples (Table 3). Relative
concentration of hexanal decreased almost by half in early 1-MCP treated samples in
comparison to the control and the late 1-MCP treated apples. The rest of the principal
aldehydes; 2-methyl-2-penenal, cis-3-hexenal and the two isomers of 2,4-hexadienal,
reacted with significantly higher relative concentrations when apples were treated early
with 1-MCP. The most attention in previous reports, related to delayed 1-MCP
application, was paid to the textural quality of apples (Parker et al., 2010; DeEll et al.,
2008; Watkins and Nock 2005). No attention was given to the influence on aroma. After
1-MCP treatments ‘Mclntosh’ apples from early harvest treated 3 days after harvest had
the lowest internal ethylene concentration and were firmer. These parameters were
gradually reduced with later harvests and delay of 1-MCP treatment (until 10 days). A
delay of 1-MCP application up to 8 days after harvest strongly reduced treatment
efficiency (internal ethylene concentration, firmness and soluble solid concentration) or
did not affect it depending on cultivar, storage type and duration (Watkins & Nock 2005).
1-MCP treatment directly after harvest has become a common practice described in

scientific publications related to the fruit postharvest management. However, the early 1-
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MCP application strongly reduced the concentration of most of ‘Ildred Pigeon’ principal
esters. In agreement with this the production of esters, contributing to the characteristic
aroma of ‘Gala’, was also reduced by 1-MCP treatment in a study by Mattheis et al.
(2005). However, in contrast Lurie et al. (2002) found that hexanal and trans-2-hexenal
concentrations remained at levels similar to these found at harvest time after storage in
‘Anna’ apples despite of 1-MCP treatment. Biosynthesis of C¢ aldehydes is regulated by
lipoxygenase (LOX) activities, and this enzyme increases rapidly during tissue wounding
(Myung et al., 2006; Lanciotti et al., 1999). The LOX pathway may also become active
during ripening when cell membranes become more permeable (Echeverria et al., 2004;
Sanz et al., 1997). Defilippi et al. (2005b) reported that trans-2-hexenal is accumulated
via an ethylene-independent pattern. In our study, different aldehydes responded with
higher or lower biosynthesis depends on different 1-MCP time application. These results
confirm that sensitivity to ethylene action varies among the pathways of volatile
production in apple fruit. Interestingly, production of 2-methyl-2-pentenal, cis-3-hexenal
and isomers of 2,4-hexadienal was positively correlated to ethylene inhibition. It might
indicate that expression of regulators of the synthesis of these aldehydes is enhanced by
ethylene suppression. 2-Methyl-2-pentenal and isomer forms of 2,4-hexadienal are amino
acid and fatty acid degradation products, respectively. C-6 aliphatic aldehydes; cis-3-
hexenal and trans-2-hexenal arise from linolenic acid oxidation. In early 1-MCP treated
apples cis-3-hexenal concentration was around 3 fold higher than in other samples.
Despite high cis-3-hexenal concentration, trans-2-hexenal concentration was at a lower
level than in other samples. These two compounds are LOX-derived compounds
produced in response to wounding. Firstly, linolenic acid is oxidised by LOX to 13-
hydroperoxyoctadecatrienoic acid (13-HPOT), which is secondly cleaved by

hydroperoxide lyase (HPL) resulting in synthesis of cis-3-hexenal and 12-oxo-trans-10-
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dodecenoic acid (trans-10-ODA), which is autooxidised to traumatic acid, known as
wound signal compound (Zimmerman & Coudron 1979). cis-3-Hexenal is isomerized,
probably enzymatically, to the more stable frans-2-hexenal (Baldwin et al., 2000). Myung
et al. (20006) suggested that a factor, which regulates the isomerisation of cis-3-hexenal to
trans-2-hexenal, is activated upon wounding and therefore cis-3-hexenal is rapidly
converted to frans-2-hexanal. However, some time after wounding the isomerisation
factor returns to its deactivated form allowing cis-3-hexenal to accumulate. It is still
unclear which factors regulate cis-3-hexenal transformation; if this conversion is induced
by an enzyme, if it is a spontaneous isomerization or if the isomerisation factor
expression depends additionally on the fruit developmental stage. In our study, early 1-
MCP treatment suppressed the internal ethylene concentration, triggered cis-3-hexenal
synthesis but most likely inactivated the isomerisation factor so trams-2-hexenal
production was lower despite substrate availability. The isomerisation factor’s action

might be blocked when internal ethylene concentration is at insufficient levels.

Postharvest sunlight exposure and pre-harvest bagging effects on apple overall volatile
composition. The internal ethylene concentration after storage was unaffected by light, air
temperature or both during the postharvest sunlight exposure, but tended in both 1-MCP
treated and control apples to be a slightly higher in the light exposed (Table 2). This
positive trend in the effect of the postharvest light exposure was reflected in the
production of most volatile compounds. All measured alcohols had significantly higher
aroma production when exposed to light. Most of the esters reacted with higher or
sustained synthesis when exposed to light and only methyl 2-methylbutyrate and butyl
acetate decreased (Table 2). The majority of aldehydes, acids, ketones and other

compounds also showed an increasing trend or remained at similar synthesis levels when
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exposed to light (Table 2). In comparison to direct postharvest cold storage, postharvest
light exposure associated with the higher temperature, might provoke ripening processes
to be accelerated. Consequently, the production of aroma compounds will be enhanced. In
‘Kent’ strawberries methyl and ethyl butyrate production was stimulated after storage
when exposed for 3 days at 20 °C in light, but in dark at 10 °C none of these aroma
compounds were detectable (Artur et al., 1995). It is suggested that aroma compound
production is triggered by light. However, Miller et al. (1998) showed that with high sun
exposure anthocyanin production in apples increased, but it was at the expense of acetate
esters (hexyl-, butyl-, 2-methylbutyl acetates). In their experiment, 2-methylbutyl acetate
was clearly the major acetate ester and its concentration was highest when sunlight
intensity reaching fruit surface was reduced by half. At full sun exposure 2-methylbutyl
acetate decreased significantly, while anthocyanin content increased. Some ester
precursors or esters might be utilized as anthocyanin substrates. Moreover, during
esterification free coenzyme A (CoA) is formed (Shalit et al., 2001) and it is a necessary
substrate for both red pigment production and aroma production. Flavonoid and aroma
compounds might therefore depend on the same substrate and in this way influence one
another (Siegelman and Hendricks 1958). In our experiment the bagged apples kept in
cold storage had the highest production of butyl acetate (data not shown). Bags inhibited
light access when fruit were on the tree and there was additional lack of light during cold
storage. This tendency, however, was not observed for any other acetate esters in our
study, in contrary light increased and bagging reduced aroma production. The pre-harvest
bagging showed a trend of higher ethylene production in bagged apples (Table 4). There
were 22 aroma compounds, which had significantly greater production in nonbagged
apples after storage (all presented in Table 4), along with farnesene, of which oxidation

products are associated with superficial scald occurrence in apples (Shoji et al. 1998). In
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contrast, bagged apples exposed to postharvest sunlight had only a higher concentration
of 2-propanone after storage in late 1-MCP treatment and controls (Table 4). Bagging
effects in general were most pronounced in late 1-MCP treated and control samples, while
in early 1-MCP samples bagging effects were diminished because of the strong 1-MCP
suppression effect on aroma compounds (Table 4).

The rise in internal ethylene concentration at the onset of the climacteric phase stimulates
the ripening processes. According to Farhoomand et al., (1977) ‘Delicious’ shaded apples
had higher ethylene production compared to non-shaded fruits with red blush, as shading
delayed the increase in the internal ethylene concentration at the onset of fruit ripening.
The bagging practice delayed the climacteric peak which explains higher internal
ethylene concentration in our bagged apples (Table 4) while ethylene concentration
already had started to decline in non-bagged apples regardless of 1-MCP treatment. The
conditions in the bags, as well as their type, might influence structure of the apple skin as
well as reduce cuticle deposition (Amarante et al., 2002a; Fan and Mattheis 1998). Aroma
compounds are synthesized in the apple flesh and peel (Defilippi et al., 2005b; Pechous et
al., 2005) but activity of responsible enzymes and precursor availability are higher in the
peel than in the flesh (Defilippi et al., 2005b; Echeverria et al., 2004). Since peel structure
of the apple is affected by bagging, while on the tree, then fatty acid and amino acids
accumulation may be lower in the peel and this in consequence results in lower straight
chain and branched chain esters synthesis. Shoji et al. (1998) reported that content of
trans-2-hexenal, 2-methylbutan-1-ol, hexanal, propanol, trans-3-hexenol, hexyl
propionate and amyl acetate was significantly lower in peel of bagged than of nonbagged
‘Hokuto’ apples. Mattheis et al. (1996) reported that emission of ester and alcohol
volatiles was lower in bagged ‘Fuji’ fruit and that postharvest volatile emission was

negatively correlated with bagging duration during development.
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Conclusion

In ‘Tldred Pigeon’ twelve aroma compounds (aldehydes, esters and alcohols) have
been identified as these contributing the most to overall sensory quality. Overall pre-
harvest bagging diminished and postharvest sunlight exposure enhanced volatile
formation in ‘Ildred Pigeon’. Results suggested that bagging practice delays internal
ethylene concentration and as a consequence delays ripening processes related to
ethylene. The effects of 1-MCP treatment and the application timing on the aroma
properties of ‘Ildred Pigeon’ apples have been established in the current experiment. The
next step should involve the sensory characteristics of 1-MCP-treated apples. The flavour
perception is complex as more sensory parameters are involved fx. firmness. A key to
increased fruit consumption is to provide apples with high quality including better
flavour. Treatment with the ethylene inhibitor 1-MCP leads to substantial suppression of
a major part of the cultivar characteristic volatiles, which is a factor that must be taken
into consideration when 1-MCP is used in commercial apple production. The use of 1-
MCP relies on the successful delay of ripening processes, but not their complete
inhibition like it was shown in case of the early 1-MCP treatment in our study. The
delayed 1-MCP application in ‘Ildred Pigeon’ did not reduce aroma production as strong
as when 1-MCP treatment was done directly after harvest. In case of apple cultivars, like
‘Ildred Pigeon’, which are postharvest exposed to sunlight, delayed 1-MCP application
might also be appropriate for logistic and practical reasons. The realistic postharvest
management approach allows for harvesting apples, placing them for several days in the
orchard tree rows to be exposed to sunlight, then transport to storage facilities, treat with

1-MCP and store.
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Table 2. Panelist and reference odour descriptors of the principal aroma compounds identified in
‘Ildred Pigeon’ based on NIF (Nasal Impact Frequency) value.

PRINCIPAL PANELISTS a
COMPOUNDS RT NIF DESCRIPTION References
BUTANAL 3.04 4 pungent odour
green, solvent like, apple
like and fresh
ETHYL ACETATE 3.15 4 pleasant, ethereal-fruity,
brandy-like odour, pineapple
METHYL 2-METHYL 5.28 5 green, apple like, sweet, sweet, fruity, apple-like
BUTYRATE chewing gum, candies like
and pleasant
HEXANAL 7.84 5 green, leafy, green apple, fatty, green, grassy, powerful,
apple and tree like penetrating characteristic fruity
2-METHYL 10.79 4 powerful, grassy-green, slightly
2-PENTENAL fruity odour
fresh, green like, leaves like,
wet soil like, unpleasant
cis-3-HEXENAL 11.04 4 grassy, green, herbaceous, leaf,
sweet
¢ oi i d sweet, fragrant, almond, fruity
14.13 6 sweet, cinnamon, almond, reen, leafy, apple, plum,
trans-2-HEXENAL marcepan, nail polish, & vegetarl))rl)e P
chemical like and fresh
BUTYL BUTYRATE 14.33 6 apples fresh, apples
2,4-HEXADIENAL 18.79/ 5/5 mushrooms, wood like, fresh, green, floral, citrus
12 18.88 orange like and strong odour.
chemical.
1-HEPTANOL 20.15 3 unripe, green, earthy, oily
fried potatoes, fermented
6-METHYL-5- 20.29 3 and green. flowery, green, mushroom-like
HEPTEN-2-OL

# Plotto et al. (2000), Burdock (2005), Komthong et al.(2007)
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Table 4. Means (n=10) of aroma compounds production in the apples exposed postharvest
to the sunlight dependent on 1-MCP and bagging treatments (only volatile compounds
presented, which reacted significantly on bagging practice as the main factor).

late 1-MCP early 1-MCP control
Bagging B NB B NB B NB
Treatments I VI I v II \4
RELATIVE AREA x 10°

Ethylene (uL-L™") 1230ab 880b 236¢ 106¢ 1468a 1259ab
Alcohols
2-butanol 13.0d 17.9¢ 11.4d 18.2¢cb 20.5b 23.4a
propanol 167.1c 217.4¢c 26.4d 18.5d 349.5b 468.6a
2-methyl -1-propanol 184.6¢ 275.7b 58.7d 70.6d 237.6b 385.9a
3-octanol 24.0c 43.7b 3.28d nd 39.6b 68.86a
6-methyl-5-hepten-2-ol 7.5¢ 14.5b 2.1c 1.9¢c 16.0a 22.6a
2-ethyl- 1-hexanol 3.7b 14.2a 4.2b 3.8b 4.0b 14.7a
1-octanol 4.5¢cd 8.7b 1.8d 2.0cd 6.2bc 13.8a
Esters
ethyl propionate 2.2b 3.0b nd nd 3.4b 5.4a
ethyl butyrate 4.6bc 6.4b 0.7¢ nd 7.1b 13.2a
butyl butyrate 23.0bc 22.9bc 4.8¢c nd 35.6b 57.9a
butyl 2-methyl butyrate 7.6cd 10.2bc 5.6de 4.2e 11.8b 16.4a
hexyl acetate 16.6bc 24.2a 13.04c 19.9ab 20.8ab 23.5a
hexyl 2-methyl butyrate 3.8b 9.6a 3.5b 1.9b 7.3ab 9.8a
Aldehydes
propanal 5.8cd 8.0bc 3.8d 4.8d 8.2b 11.3a
butanal 160.3¢ 189.2bc 15.4d 5.3d 258.2b 417.2a
hexanal 716.4bc 1112.4a  559.1c 587.2¢ 920.7ab 1024.1a
octanal 2.1b 3.3a 2.3b 1.8b 2.2b 3.2a
decanal 1.9b 4.5a 2.0b 1.3b 2.1b 3.8a
Others
acetic acid 30.9¢ 92.7a 22.7¢c 44.8bc 27.2¢ 85.5ab
farnesene 18.4c 44 .8ab nd nd 28.7¢c 69.1a
2-propanone 42.5¢ 32.5d 60.0a 55.2ab 48.6bc 28.2d
3-octanone 2.7b 3.9b 1.8¢c 4.0ab 3.6b 5.9a

a-c letters following means represent significant difference as an effect of interaction
between 1-MCP application and bagging practice of (p<0.05).
nd - not detected

173



174



ADDITIONAL PAPER BY AUTHOR

175



176



PAPER IV
Comprehensive analysis of chromatographic data by using PARAFAC2

and PCA

Amigo J.M., Popielarz M.J., Callejon R.M., Morales M.L., Troncoso A.M., Petersen
M.A., Toldam-Andersen T.B. (2010)
In Journal of Chromatography A, 1217(26):4422-4429

177






Journal of Chromatography A, 1217 (2010) 4422-4429

Contents lists available at ScienceDirect

Journal of Chromatography A

journal homepage: www.elsevier.com/locate/chroma

Comprehensive analysis of chromatographic data by using PARAFAC2 and
principal components analysis

José Manuel Amigo?®*, Marta J. Popielarz?, Raquel M. CallejénP, Maria L. Morales®,
Ana M. Troncoso®, Mikael A. Petersen?, Torben B. Toldam-Andersen®
2 Department of Food Science, Quality and Technology, Faculty of Life Sciences, University of Copenhagen, Rolighedsvej 30, 1958 Frederiksberg C, Denmark

b Departamento de Nutricion y Bromatologia, Toxicologia y Medicina Legal, Facultad de Farmacia, Universidad de Sevilla, C/P, Garcia Gonzdlez, 2, 41012 Sevilla, Spain
¢ Department of Agriculture and Ecology/Crop Science, Faculty of Life Sciences, University of Copenhagen, Hajbakkegdrd Allé 21, 2630 Taastrup, Denmark

ARTICLE INFO ABSTRACT

Article history:

Received 12 January 2010

Received in revised form 11 April 2010
Accepted 16 April 2010

Available online 22 April 2010

The most straightforward method to analyze an obtained GC-MS dataset is to integrate those peaks
that can be identified by their MS profile and to perform a Principal Component Analysis (PCA). This
procedure has some important drawbacks, like baseline drifts being scarcely considered or the fact that
integration boundaries are not always well defined (long tails, co-eluted peaks, etc.). To improve the
methodology, and therefore, the chromatographic data analysis, this work proposes the modeling of the
Keywords: raw dataset by using PARAFAC2 algorithm in selected areas of the GC profile and using the obtained well-
PARAFACi resolved chromatographic profiles to develop a further PCA model. With this working method, not only
PCA the problems arising from instrumental artifacts are overcome, but also the detection of new analytes is
achieved as well as better understanding of the studied dataset is obtained. As a positive consequence
of using the proposed working method human time and work are saved. To exemplify this methodology
the aroma profile of 36 apples being ripened were studied. The benefits of the proposed methodology
(PARAFAC2 +PCA) are shown in a practitioner perspective, being able to extrapolate the conclusions

Hyphenated chromatography
GC-MS

obtained here to other hyphenated chromatographic datasets.

© 2010 Elsevier B.V. All rights reserved.

1. Introduction
1.1. Classical chromatographic data analysis

When one wants to face the analysis of a chromatographic
dataset, the first attempt is to integrate the peaks to obtain the
area (or sometimes height) for each individual peak. Despite the
fact that nowadays chromatographic systems have a high repro-
ducibility and they are often coupled to very powerful detectors
(e.g. Time of Flight mass spectrometry detector; TOF-MS), there are
still problems that arise from the common sources of variability of
such systems. This variability is mainly promoted in the different
parts of the global chromatographic experiment (chromatographic
device, detector and/or experimental conditions) [1], which are
reflected in the signal and, therefore, causing problems directly
linked to the final purposes of chromatography (to achieve a per-
fect separation and individual detection of the different analytes).
The problems can be listed according to the effect they cause in the

* Corresponding author. Tel.: +45 353 32570; fax: +45 353 33245.
E-mail address: jmar@life ku.dk (J.M. Amigo).

0021-9673/$ - see front matter © 2010 Elsevier B.V. All rights reserved.
doi:10.1016/j.chroma.2010.04.042

signal, being the methods to avoid/solve/model them as milestones
of chromatography:

(a) Baseline drifts: Considering classification purposes by using the
so-called fingerprint of each sample (the chromatogram itself),
non-reproducible baseline drifts may be a big issue, generat-
ing loss of robustness and misinformation in the classification.
Some methods to correct these drifts have been reported in
the literature [2,3]. However, in complex systems they present
several drawbacks that make their use tedious.

(b) Peak shift between samples: In the routine analysis, when
already programmed routines are used with fixed windows, the
fact that the peaks may change their elution time may generate
an important source of error. This promotes that the researcher
has to check for the correct definition of the window in the
software.

(c) Low signal-to-noise ratios: This issue plays a special role when
new compounds are to be found, or when the analyte in con-
sideration is in low concentration. In this aspect, the quality
of the detector and its limit of detection is usually improved by
increasing its capability (additional columns or better detection
devices, like TOF in mass detectors [4-6]). Dealing with GC-MS
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devices, one of the most common alternatives is to seek for spe-
cific ions. But this choice can be tedious and sometimes not so
evident.

(d) Overlapping/co-elution: It can be stated that this is one of
the main worries to tackle in chromatographic datasets. To
solve this problem, two alternatives can be selected [7]: try
to improve the classical chromatographic parameters (mobile
phase composition and steepness of gradients, temperature
programs, etc.) to achieve a perfect separation of the co-eluted
peaks, or resolve each chromatographic run into the contribu-
tion of the different components, by decomposing the original
signal in a sum of different profiles by means of modelling
[8]. Obviously, these two alternatives are not problem-free.
The first one is time consuming and it is very common to find
that other co-eluted episodes still remain after re-programming
the methods. Meanwhile, the success of the second choice is
directly linked to the selective nature of the elution profiles. If
one peak is totally embedded (i.e. located just below another
peak so that one profile is simply a different scale of the other),
peak fitting and modelling becomes problematic [8]. There is a
third alternative, which is to seek for specific spectral channels.
This is very useful when the detector is a mass spectrome-
ter. Sometimes, however, two co-eluted components may have
very similar mass spectra and, therefore, finding specific ions
will not be an easy task.

1.2. Analysis by using hyphenated chromatographic devices and
multi-way techniques

All these problems make the chromatographic analysis tedious
and sometimes there are not simple solutions for any specific
peak/co-elution problem. Nevertheless, hyphenated chromatog-
raphy has widely demonstrated its usefulness for the detection,
quantification and/or identification of compounds, becoming one
of the most important developments in different fields of chem-
istry in the last 40 years [9]. The reliability of the coupled detectors
(that offer the possibility of obtaining rich spectral information in
each elution time) joined with the separation power of the different
high resolution chromatographic methods has changed many rou-
tines in analytical chemistry, in such a way that nowadays almost
all reference methods for the determination and quantification of
analytes in complex matrices, refer to a chromatographic routine
coupled with, for example, a mass detector [10].

By using hyphenated techniques, one sample can be visualized
as a chromatographic landscape (matrix X in Fig. 1) in which there
is one spectrum for each elution time and vice-versa (Fig. 1).

With this perspective several curve resolution techniques have
been proposed for peak purity and resolution of co-elution prob-
lems [11]. The final purpose of all of these is to achieve the pure
chromatographic and spectral profiles when problems like co-
elution appear and considering that resolution techniques do not
assume any empirical function (e.g. Gaussian or Lorentzian func-
tions) to model the chromatographic peaks [11-13]. Nevertheless,
as Manne pointed out in his theorems [14], re-written by de Juan
and Tauler [11] this resolution would not be possible if the chro-
matographic profile of a minor component is totally embedded in
the peak of a major component and if not being totally embedded
their spectral pattern is highly similar (mass spectrum of isomeric
compounds) [15].

One way of solving these drawbacks is to study several chro-
matographic runs (i.e. similar type of samples involved in an
experiment) together [16], since each new sample may offer selec-
tive information for the resolution. With this scenario, two main
sample arrangements are usually defined in the literature. The
first one is to create augmented data matrices (i.e. multi-set struc-
tures) for further application of an extended version of multivariate
curve resolution (MCR) [11,13,17-19]. Another possibility is the
arrangement of the different samples as a three-dimensional array,
X (IxJ x K) were I and J refers to the elution profile and the spec-
tral channel, respectively and K represents the samples (Fig. 2).
This new structure of the dataset can be studied by using a family
of resolution models called three-way methods [10,20]. The main
purpose of the three-way methods can be extrapolated from the bi-
dimensional curve resolution methods. That is, to obtain the pure
elution as well as the pure spectral profiles for each component. But
now, thereis “additional” information. That s, the relative influence
of each component in each sample; i.e. the concentrations.

Among three-way methods, Parallel Factor Analysis 2
(PARAFAC2) [21,22] has specially demonstrated its usefulness
in chromatographic datasets [23]. Several important features of
PARAFAC2 deserve to be recaptured. Firstly, PARAFAC2 is able to
quantify and identify the chromatograms and the spectra of pure
analytes in non-specific signals [1], by profiting the fact that each
analyte has a unique spectral signature. The different analytes
can be resolved, then, because of their differences in both elution
and spectral direction. Secondly, an important feature is that
the mathematical decomposition is not depending on the initial
estimates and always reaches a unique solution. However, unique
solutions may not correspond to ‘real chemical solutions’ if the
rank is wrongly estimated (i.e. if the right number of components
to perform the PARAFAC2 model has not been determined). These
two features are also common to other three-way methods, like
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Fig. 2. Working methodology proposed. (a) PARAFAC2 model in selective areas of the chromatographic profile and (b) application of PCA to the solved chromatographic

profiles.

PARAFAC. Nevertheless, the most important feature of PARAFAC2
compared to PARAFAC, is that PARAFAC2 does not assume that the
shape or length of the elution profile of an analyte is the same in
each sample [1,23]. PARAFAC model assumes that the elution time
for each analyte does not change sample to sample. Nevertheless,
changes in elution time from run to run are commonly found in
chromatography [10]. PARAFAC2, on the contrary, assumes that
the spectral and sample profiles, together with the cross-product
of the elution profile are invariant in every experiment [10].
Therefore, PARAFAC2 calculates an individual elution profile for
each sample.

One of the main drawbacks of all factor analysis methods and,
specially, three-way methods is that they can only be applied in
local areas of the chromatographic profiles where the sources of
variability (i.e. analytes and also physical variations like baseline
drifts) do not exceed a determined number. This number depends
on the quality of the dataset in the selected interval as well as on the
levels of co-elution of the different analytes. Nevertheless, nowa-
days the capability of Personal Computers in computing time makes
this problem ineligible, and, therefore, a complete dataset can be
studied by dividing it in different blocks and applying individual
PARAFAC2 models [23-25].

With this background, the objective of this work is two-fold:
firstly, to demonstrate that the combination of dividing a chro-
matographic dataset into different parts and applying individual
analysis of PARAFAC2 is a powerful working methodology, not only
to overcome the problems usually encountered in a chromato-
graphic dataset, but also to check to what extent PARAFAC2 can be
useful modeling of artifacts (like co-elution and baseline drifts) and
detection of new and/or unexpected analytes in the dataset. The
second one is also to demonstrate that the combination of the final
results obtained with PARAFAC2 and PCA analysis helps to extract
relevant information and features in hyphenated chromatographic
dataset in an efficient manner.

1.3. Effects of different length of ripening time on aroma profile of
Malus domestica apples

To illustrate the benefits of the proposed working methodology,
this work deals with problems encountered in a GC-MS aroma pro-
file dataset of 36 apples being ripened in different intervals of time.
The combination of PARAFAC2 and PCA demonstrates the capabil-
ity to solve the main issues concerning common chromatographic
artifacts (co-elution of peaks, elution time shifts, baseline drifts,
etc.) in the dataset as well as classification of apples according to
their aroma profile. In that sense, the problems arising from the
instrumental artifacts are overcome. Moreover, the classification
of the different ripening times and the detection of new analytes
are achieved.

To establish the appropriate length of room temperature expo-
sure (ripening time) after cold storage to achieve full aroma profile
of M. domestica apples is an important issue to assure that the prod-
uct is sold in the markets in the proper time with the proper quality.
One way to study aroma profile changes is to store a representative
amount of apples at room temperature and analyze samples after
different storage times by gas chromatography-mass spectrometry
(GC-MS) [26,27].

The most straightforward method to analyze the obtained
GC-MS dataset is to integrate the major peaks (the ones that
can be identified by their MS profile) and to perform a Principal
Component Analysis (PCA). This alternative presents some of the
drawbacks discussed above, the others being time consuming.

2. Data description
2.1. Material

36 apples of Ildred Pigeon variety (M. domestica) were collected
from Pometet, Copenhagen University’s experimental orchard.
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Fig. 3. Chromatographic profile obtained for the 36 samples and its division into 25 parts for further analysis with PARAFAC2. The plot depicts the sum of all the mass

fragments for each elution time. The elution time for each interval is defined in Table 1.

After harvesting they were submitted to cold storage for 60 days.
After the storage period, they were exposed to room temperature
(ripening period) for 5, 8 and 15 days and analyzed (12 apples for
each ripening period).

2.2. GC-MS aroma profile

Apple juice was pressed from each individual apple using a com-
mercial juice extractor. The aroma compounds were determined
using dynamic headspace sampling from 10ml of juice (50 ppm
of 4-methyl-1-pentanol added as internal standard) with nitro-
gen as purge gas (70 ml/min for 20 min). Aroma compounds were
trapped on traps containing 200 mg Tenax TA. The traps were ther-
mally desorbed using a PerkinElmer ATD 400 and analyzed on a
Hewlett Packard G1800A GC/MS system including a DBWax column
(30m x 0.25 mm x 0.25 wm). The column flow rate was 1.0 ml/min
using helium as carrier gas. The column temperature program was:
10 min at 45°C, from 45 to 240°C at 6 °C/min and finally 10 min at
240°C. The MS was operating in the electron ionization mode at
70eV and mass-to-charge ratios between 15 and 300 were scanned
(in full scan mode).

2.3. Software

PARAFAC2 and PCA analyses were performed using PLS-Toolbox
(PLS-Toolbox v 5.3, Eigenvector Research Inc. USA) working under
MATLAB® software (The Mathworks, Inc. USA).

3. Working methodology
3.1. PARAFAC2 in local intervals of the chromatographic profile

Once the GC-MS aroma profile for the 36 apples was measured,
the final structure of the hyphenated chromatographic data was
interpreted as a three-way array, X (I xJ x K), in which the three
modes accounted for elution time (I scans), spectral domain (Jm/z
fragments) and samples (K), respectively [23] (Fig. 2).

PARAFAC2 decomposes the three-way array into a set of matri-
ces containing different information. An example is shown in Fig. 2a
considering three samples of the interval no. 5. The set of three
samples is modeled by PARAFAC2 assuming that four analytes are
present in the interval (three chemical compounds plus the base-
line influence). The final results are a matrix containing the relative
concentration for each one of the analytes modeled in each sam-
ple (integrated peaks matrix), one matrix containing the pure mass
spectral profiles for each analyte and a set of matrices containing
the pure chromatographic profiles for each sample, respectively
[28,29]. In the example shown in the Fig. 2a it can be seen how the
analyte colored in red is perfectly modeled despite the fact that is
totally co-eluted with blue and green analytes, being able to obtain
specific information for this analyte.

As it has been pointed out in the previous section, the efficiency
of PARAFAC2 (in terms of interpretability and computation time)
is increased by working in local intervals of the chromatographic
profile wherein the sources of variability (number of chemical com-
ponents and artifacts like baseline drifts) remain under certain
levels [1,10,23,25,30,31]. Therefore, the chromatographic dataset
was divided into 25 different parts and each part was analyzed by
independent PARAFAC2 models as indicated in Fig. 3. The inter-
vals were selected accordingly to previous knowledge about the
analysis of aroma compounds in some varieties of apples [32-34].
The number of peaks in each interval depended on the resolution
(co-elution) of the compounds in the chromatogram.

The correct number of factors (chemical and physical compo-
nents) for each PARAFAC2 model was determined by calculating
the explained variance of the model (Eq. (1)) and by visual appear-
ance of the chromatographic and spectral profiles as well as the
residuals. The explained variance was calculated as follows:

. SSE
AVAR_100><<1—m) (1)
where SSE and SSX account for the sum of the squares of the resid-
uals and the elements in the three-way array, respectively.

To identify the components giving rise to the mass spectral
profiles obtained for each PARAFAC2 model, the ‘NIST MS Search
2.0’ software (NIST/EPA/NIH Mass Spectral Library, NIST Scientific
and Technical Databases, Gaithersburg, MD 20899-8380) that con-
tains a library containing 190,825 spectra of 163,198 compounds
was used. The identification for each mass spectrum obtained by
PARAFAC2 was performed by checking the similarity with the spec-
trum in the database.

3.2. PCA analysis

After obtaining the best PARAFAC2 model for each interval, a
general Principal Component Analysis (PCA) was performed by
using the final relative areas of the well resolved peaks (and not
considering the baseline influence, as indicated in Fig. 2b) to seek
for effects of different length of ripening time on aroma profile of
M. domestica apples.

PCA [35,36] is a variable reduction technique that condenses
all the information of the chemical variables, i.e. compound rela-
tive areas (usually highly correlated) into a few latent variables or
Principal Components (PCs) that contain the uncorrelated informa-
tion. This is done by decomposing the data matrix X (IJ) into two
sub-matrices as follow (Fig. 2b):

X=TP' +E (2)

where T (I,F) and PT (FJ) are the so called scores and loadings matri-
ces, depending of the number of PCs selected (F). The scores matrix
compiles all the useful information about the samples; whereas
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Table 1
Classification of the obtained chromatographic profiles by PARAFAC2 in all the intervals selected accordingly with their mass spectrum.
Interval 1 Interval 2 Interval 3 Interval 4 Interval 5
Elution time range (scans) ‘255-351" 350-400" ‘420-480" ‘475-505' ‘505-550"
No. components 5 3 3 4 4
Explained variance (%) 99.86 98.80 99.98 99.46 99.83
Component 1 2-Propanamine (1)? Propanal (6) Butanal (8) Baseline Benzene (12)
Component 2 Heptane (2) 2-Propanone (7) Ethyl acetate (9) 2-Methyl-butanal (10) 2-Propanol (13)
Component 3 Ethylether (3) Baseline Baseline Pentanal (11) Ethanol (14)
Component 4 Dimethylpropanol (4) - - Interferent (Fig. 5a) Baseline
Component 5 Pentane (5) - - - -
Interval 6 Interval 7 Interval 8 Interval 9 Interval 10
Elution time range (scans)  ‘590-640" ‘690-770 764-950 ‘960-1060" ‘1080-1160
No. components 2 4 3 1 1
Explained variance (%) 97.82 99.89 99.72 99.87 99.52
Component 1 Propyl acetate (15) Methyl Toluene (NI) Hexanal (20) 2-Butanol (21)
2-methylbutanoate (16)
Component 2 Baseline Baseline Unclassified - -
Component 3 - Propanenitrile (17) 1-Propanol (19) - -
Component 4 - Tricloromethane (18) - - -
Component 5 - - - - -
Interval 11 Interval 12 Interval 13 Interval 14 Interval 15
Elution time range (scans) ‘1360-1480’ 1470-1700 ‘1840-1900 1920-2060" 2180-2270"
No. components 2 1 3 1 2
Explained variance (%) 95.33 99.96 99.34 93.53 99.92
Component 1 2-Methyl-2-pentenal 1-Butanol (22) Baseline Heptene (25) 1-Pentanol (26)
(NI)
Component 2 Interferent (E)-2-Hexenal (23) - Baseline
Component 3 - methanesulfonic acid - -
(24)
Component 4 - - - -
Component 5 - - - -
Interval 16 Interval 17 Interval 18 Interval 19 Interval 20
Elution time range (scans)  2300-2340" 2500-2650" 2650-2800" 3980-4120" ‘4270-4340"
No. components 2 1 1 3 3
Explained variance (%) 99.43 99.96 99.95 99.76 99.64
Component 1 Hexyl acetate (27) 4-Methyl-1-pentanol (IS)  1-Hexanol (29) Farnesene (30) Baseline
Component 2 - - Baseline Hexanoic acid (31)

Component 3

Component 4
Component 5

Baseline

2,3,3-Trimethyl-1,4-
pentadiene (NI)

2-(2-Butoxyethoxy)-ethyl
acetate (32)
2-Hexenyl acetate (33)

Interval 21 Interval 22 Interval 23 Interval 24 Interval 25
Elution time range (scans)  ‘3760-3840 3620-3690" ‘3450-3495’ ‘3500-3600" ‘3030-3080
No. components 4 2 2 3 2
Explained variance (%) 98.59 92.30 99.03 99.42 99.62
Component 1 Baseline Butanoic acid (37) 1-Octanol (38) Baseline Acetic acid (41)
Component 2 Cyclohexyl Baseline Baseline 1,3,5- Baseline

isothiocyanate (34) Trimethylcyclohexane

(39)

Component 3

Component 4

3-Methylbutanoic acid
(35)
2-Methylbutanoic acid
(36)

Ethylcyclohexane (40)

2 The number between brackets is the numeric index label for PCA analysis and Fig. 6.

the loadings matrix contains the corresponding connexion with the
variables (chemical compounds). The super-index in the loadings
matrix denotes the transpose of the matrix. The information not
explained in the scores and loadings matrices is collected in the
residuals matrix E (IJ), that contains the information not relevant
for explaining the variance of the samples and variables (i.e. the

noise).

4. Results

4.1. Performance of the local PARAFAC2 models and identification

of the components

Once the whole dataset was divided according to Fig. 3, con-
secutive PARAFAC2 models were run. The final results obtained
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Fig.4. Example of the results obtained by using PARAFAC2 in the first interval selected. Upper part: left plot is the raw data; whereas right plot is the chromatographic profiles
obtained. Bottom part: the mass spectral profiles obtained and their corresponding component (blue, 2-propanamine; green, heptane; red, ethyleter; cyan, dymethylpropanol;
black, pentane). (For interpretation of the references to color in this figure legend, the reader is referred to the web version of the article.)

with PARAFAC2 are shown in Table 1. The explained variance in
the entire valid final models (a total of 25, one model for each inter-
val) was higher that 95%, indicating a correct fitting between the
raw data and the PARAFAC2 results (see Table 1). A total of 41 ana-
lytes were correctly modeled, assessing their belonging to the mass
spectral profiles by using the database mentioned in Section 3.1
(Fig. 4). It is also noteworthy that the baseline effects, as well as
some interfering effects, were also modeled in 16 of the 25 areas
studied.

One of the arguable points in this methodology is the difficulty in
dividing the chromatogram in different individual intervals. Some-
times it is not easy to select intervals in where there is noise or the
different elution time shifts between samples are large enough to
misclassify different peaks. Nevertheless, since no a priori knowl-
edge is needed, PARAFAC2 is also able to model interferences that
come from closely eluting peaks (Fig. 5a), being able to elimi-
nate this interference once the model has been obtained, making
the task of defining the correct window of analysis much more
flexible.

PARAFAC2 was also able to model almost embedded peaks
(Fig. 5b and c). This result is important in order to assure further
qualitative and quantitative analysis of the obtained peaks, making
the task of finding selective m/z ions unnecessary. Also its capabil-
ity of modeling low signal-to-noise peaks is remarkable (Fig. 5d),
being able to differentiate between isomeric compounds in low
concentrations (Table 1, interval 21).

4.2. PCA with integrated peaks

Asindicated in Fig. 2, PARAFAC2 also calculated the area for each
analyte in each sample. This area has to be understood as the sum
of the intensities of the resolved chromatographic profile obtained
with PARAFAC2 for each analyte in each sample. The PCA analysis
was performed with the relative after sample to sample correc-
tion with the internal standard area (without the interferences and
baseline effects) and autoscaling the data. As it can be observed
in the scores plot of Fig. 6, there was separation between differ-
ent ripening times. This separation was basically explained by the



4428

(a) Areas with interferents or rest of other peaks

Raw data of interval 4 PARAFAC2 chromatographic profiles
x10* 10

J.M. Amigo et al. / ]. Chromatogr. A 1217 (2010) 4422-4429

(b) Almost embedded peaks

Raw data of interval 7 PARAFAC2 chromatographic profiles
10° 10°

9| 2.5

)

Intensity (A.U.)
Intensity (A.U.)
o

475 480 485 490 495
Elution time (scans)

500 505

475 480 485 490 495 500 505
Elution time (scans)

(c) Baseline and highly coe-eluted peaks

Raw data of interval 5 PARAFAC2 chromatographic profiles
x10° x10t
— A — o

o ® o

Intensity (A.U.)

»

B , e M—— Ol - nd -
505 510515 520 525 530 535 540 545 550 505 510 515_520 525 530 535 540 545 550
Elution time (scans) Elution time (scans)

Intensity (A.U.)
Intensity (ANU.)
N o

)

O —
690 700 710 720 730 740 750 760 770
Elution time (scans)

690 700 710 720 730 740 750 760 770
Elution time (scans)

(d) Noisy peaks

Raw data of interval 21 PARAFAC2 chromatographic profiles
|)>(104 10

1
10
9

No®

Intensity (A.U.)
o

3760 3770 3780 3790 3800 3810 3820 3830 3840
Elution time (scans)

3760 3770 3780 3790 3800 3810 3820 3830 3840
Elution time (scans)

Fig. 5. PARAFAC2 results obtained in several intervals denoting different chromatographic problems. In all the cases, the left plot corresponds to the raw data; whereas the

right plot corresponds to the resolved chromatographic profiles obtained by PARAFAC2.

first and the second principal components (the model with two PCs
explained more than 60% of the variance). In that sense, it can be
said that the first PC basically explained the different concentration
of analytes in apples being ripened 15 days (all the red triangles
of the scores plot are located in the positive part of the first PC
in Fig. 6; whereas the distribution of the other two classes are in
between negative and positive part of PC1, giving a slight indica-
tion of evolution in the concentration between the three ripening
time. On the other hand, PC2 clearly showed intrinsic differences
between ripening times. In the same way as in PC1, all the apples
ripened during 15 days (red triangle in the scores plot of Fig. 6) were

located in the positive part of the PC2 scores. These observations
(and more precisely, the diagonal direction of the plane formed by
PC1 and PC2) indicated small changes in aroma profile from day
three to eight and bigger change to 15 days, indicating that apples
have post storage self life.

PCA model also demonstrated that the period at room temper-
ature after cold storage has an important effect on aroma profile
of Ildred Pigeon apples. According to the loadings plot, almost all
variables were located in the positive part of the first PC. This
reaffirmed the observation in the scores plot that first PC basi-
cally explained the different concentration between ripening times.
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Fig. 6. PCA analysis of the peaks obtained with the PARAFAC2 analysis. Left: Scores plot denoting the ripening time. Right: loadings plot.
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Alcohol concentration and distribution plays an important role in
the development of aroma profile, being considered as precursors
of esters [37]. There is a remarkable trend in the alcoholic profile
(blue arrow in the loadings plot of Fig. 6) obtained in this work,
since the heaviest alcohols (octanol; pentanol) were located in the
negative part of PC2 and the lighter (ethanol; butanol; propanol)
were located in the positive part of PC2.

It has to be enhanced that most of the aldehydes and hydro-
carbons were located in the negative part of PC2. They remained
constant during the first 8 days at room temperature, and then
showed a significant decrease in apples ripened for 15 days. Among
them, farnesene is responsible for “green odour” of some apple vari-
eties [38]. It was clearly associated to the apples ripened for 5 and
8 days, decreasing in importance in the apples ripened for 15 days.
These trends of loosing hydrocarbons and aldehydes with ripening
time could be related to intensity of respiration associated with the
metabolic processes taking place in the apple after harvesting and
during room temperature storage.

Esters which are associated with the fruity perceptions [38-41],
were represented in the current study by 4 compounds (see Table 1
and Fig. 6 legend). Hexylacetate (number 27 in Table 1 and Fig. 6)
is usually considered to be one of the most important esters giving
fruity and green odour in some varieties of apples at harvest [42].
The results found in the analysis denoted a decreasing effect on the
synthesis of hexylacetate during ripening. Highest amounts of this
component were found in samples analyzed after 5 and 8 days. On
the contrary, higher concentrations after 15 days of ripening were
found of methyl-2-methylbutanoate and propylacetate. For com-
parison, Echeverria et al. [42,43] also found higher levels of propyl
acetate in the latest maturity stages in ‘Fuji’ aples, while methyl
2-methylbutyrate and 2-hexenyl acetate were not found. Also in
accordance with the present study, levels of ethyl acetate were
found to be highest in the more unripe apples by Echeverria et al.
[42,43]. The same tendency was found for ethyl 2-methylbutanoate
which was not found in the present study.

5. Conclusions

The combination of individual PARAFAC2 models in selected
areas of the chromatographic profile and PCA has clearly demon-
strated to be a very useful strategy in chromatography to obtain
rich information to define the addressed problem. In that sense,
problems like co-elution, as well as retention time shifts and base-
line drifts have been overcome by PARAFAC2. Moreover, more
than 41 compounds have been considered for further analysis
with PCA. After the appropriate preprocessing of the data, data
treatment was performed by Principal Component Analysis (PCA).
This denoted that, in fact, important changes in aroma com-
pounds were observed during exposure to room temperature after
storage.

But, maybe, the most important conclusion that has to be
extrapolated from the presented results is that with this working
methodology a step forward in the comprehensive analysis of chro-
matographic data has been taken. Apart from the abovementioned
benefits (detection of minor components, baseline modeling, res-
olution of co-eluting peaks, further classification), it has to be
highlighted that human time has been saved (e.g. no need for
manual integration or curve deconvolution of co-eluted peaks)
transforming this time into computing time.

In that sense, we encourage the readers to use multi-way (e.g.
PARAFAC or PARAFAC2) or multi-set (MCR) methodologies when

they are needed. And also it has to be remarked these methods
are not exclusive from GC-MS datasets, but they can be applied
in any hyphenated separation techniques (e.g. HPLC-UV-DAD and
LC-MS) where peak shift and peak-shape changes and baseline
contributions are often even bigger issues [23].
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