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Abstract: In this study, the effects of cold treatment at 1.0 ± 0.2 ◦C were investigated on the eggs of
the 1st, 2nd, and 3rd instar larvae of Ceratitis capitata in two Australian blueberry cultivars C99-42 and
C00-09. Pupariation, emerged adults, and sex ratios were examined on C. capitata after the treatment.
The results showed that exposure time at low temperatures was a key factor to affect pupariation and
adult emergence. Eleven days of exposure to cold treatment at 1.0 ± 0.2 ◦C were enough to eradicate
all four immature stages in both cultivars. Cold tolerance of the four C. capitata stages was not affected
when reared on two different blueberry cultivars. The third instar larva is the most tolerant stage for
cold treatment in two blueberry cultivars. There were no significant differences in sex ratios from
surviving C. capitata among different stages after treatment. This study improves understanding of C.
capitata responses to cold treatment in blueberries, which may contribute to phytosanitary required
quarantine treatment of this destructive horticulture pest species.
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1. Introduction

The Mediterranean fruit fly (medfly), Ceratitis capitata (Wiedemann 1824), is one of the major pests
of fruits and vegetables. C. capitata originated from sub-Saharan Africa and was identified in southern
parts of Europe in the early 19th century. Currently, it is present in Mediterranean Europe, the Middle
East, most parts of Africa, the Indian Ocean islands, South and Central America, Western Australia,
and the Pacific region. The economic losses in these regions are predicted to be more than 2 billion
dollars yearly [1]. Moreover, it is a major fruit fly species of quarantine importance and capable of
causing extensive damage to a broad range of cultivated and wild fruit and vegetable products [2].
Medfly has the excellent dispersive ability and a tolerance of both natural and cultivated habitats over
a comparatively wide temperature range, and has successfully established itself in many parts of the
world [3]. Therefore, C. capitata has a significant economic impact, affecting production, control costs,
and market access.

For fruits, phytosanitary treatments are used to reduce the risk in quarantined areas and to prevent
an infestation in non-infested importation areas [4]. Various areas of the world have a history of
repeated detections of fruit fly species, with some resulting in quarantines that prevent the export of
host commodities until the pest is declared eradicated [5], which will result in huge economic losses
and reputation damage.

The cold treatment has been used as a postharvest treatment method since 1916 [6], due to its
advantages of being environmentally friendly (no pesticide residue) and safe for employers and
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consumers. It is an effective treatment method to provide phytosanitary control [7], increase fresh plant
product shelf life [8], and maintain fruit quality. It is also easy to apply, compared to other methods,
such as sterilizing technology and fumigation [9].

A plethora of studies have investigated the use of cold treatment against fresh fruit and vegetable
pests. These studies continue to show the impact of cold treatment on insects. The species of insect
pests and stages of the same species showed different responses to the cold treatment. The differences
may be due to genetics, physiology, or effects of host variation [10–12]. C. capitata is possibly the most
studied organism in phytosanitation, with numerous studies examining cold treatment [13]. However,
the cold treatment on C. capitata in blueberry has not been examined previously.

Blueberries belong to the genus Vaccinium (Vander Kloet 1988) (Ericaceae), which also includes
cranberries and huckleberries, which are one of the few cultivated fruits native to North America [14].
The industry has expanded to Europe, South America, and Australasia, but North America remains the
major producer [15]. Blueberries have high nutritional and health value [16]. The Australian blueberry
industry is one of the premium blueberry industries in the world, and cultivation increased by 70%
from 2010 to 2012, with 90% production supplied to the local markets. The Australian blueberry was
successfully exported to Japan until 2011; however, the export was suspended because blueberries
were hosting medfly [17].

This study aimed to evaluate cold treatment against medfly in blueberry to provide an integrated
knowledge for understanding the cold response of medfly in two blueberry cultivars.

2. Materials and Methods

2.1. Ceratitis Capitata Colony

The Ceratitis capitata colony used in this experiment was initially established in 2015 from a stock
ancestry kept at the Department of Primary Industries and Regional Development (DPIRD) in Western
Australia, which was periodically refreshed with the introduction of more wild flies. C. capitata adults
were maintained in a Bugdorm-1 cage (30 × 30 × 30 cm “BioQuip products”) with about 300 adults per
cage, with access to water in a glass vial covered with a plug of cotton and also a dry 3:1 mixture of
sucrose and yeast extract in a shallow glass container [18]. Mature insects laid eggs through the cloth
sidewalls of the cages, which were collected and moved to the artificial breeding medium consisting of
300 g torula yeast, 1 kg ground dehydrated carrot, 4.5 L hot tap water, 36 mL HCl, 30 g nipagin, and
500 mL boiling water [19]. After 13–16 days, pupae were collected and moved into the adult breeding
cages. The emerged adult insects were reared on crystalline sugar, the yeast hydrolysate, and water.
Breeding conditions were 26.0 ± 1.0 ◦C, 60–70% relative humidity (RH), and darkness light cycle of
16:8 h [20]. Eggs and the three larval instars (1st, 2nd, and 3rd) were used in this study.

2.2. Fruits and Quality Assessment

Two blueberry cultivars used for this research were pesticide-free C00-09 and C99-42 from Western
Australia. Both varieties are strong sweetness and weak acidity, which make them desirable by
consumers. Another reason is C00-09 is a later availability, while C99-42 is an earlier availability [21,22].
The permanent seasonal presence of those two cultivars provides a permanent host to C. capitata.
The combination reasons of quality and availability for consumers and C. capitata led us to choose these
two cultivars.

Whilst at 25.0 ◦C, thirty fruits from each cultivar were distributed in three replicates, ten fruits
per replicate, for physical quality and six replicates, five fruits per replicate for biochemical quality
characteristic determination. Physical quality characteristics included weight, diameter, colour (red,
grey, black), hardness, and relative humidity. Biochemical qualities included the percent of acid,
degrees Brix, and sugar to acid ratio. The blueberry samples were stored at 3.0 ± 0.5 ◦C at Murdoch
University cold storage.
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2.2.1. Colour Test

Colour was measured as an RGB model (Red, Grey, Black) with a colourimeter (CS-210 Portable
Precision Digital Colourimeter, China). The colourimeter was calibrated with white and black colour.
Three replications were performed for each blueberry fruit.

2.2.2. Size

Fruit diameters were measured using plastic Vernier calipers to the nearest millimetre (mm)
(Ningbo, China) and three replications were performed to measure the diameter of each fruit.

2.2.3. Weight

Fruit weight was measured by a digital balance (PAL-BX|ACID7, Atago (Tokyo, Japan).

2.2.4. Hardness

A small part of fruit peel was removed. The hardness of blueberry fruits was measured by a
fruit hardness tester (Model No GY-2, Ningbo/Shanghai, China). The capacity of the hardness tester
is 0.2–4 kg/cm2 (105 pa), pressure diameter is 3.50 mm, the accuracy is ±0.02 mm, pressure depth is
10 mm, and dimensions are 140 × 60 × 30 mm.

2.2.5. Relative Humidity

Relative humidity was measured via a moisture meter (model DH-100-DELMHORST, New York,
NY, USA) two pins that penetrate deeply into the blueberry fruit, measuring from 0–99.9%, with an
LCD screen, 80 mm width × 35 mm high × 150 mm diameter and 245 g.

2.2.6. Degrees Brix, Acid, and Their Ratio (Sugar/Acid)

Sugar and acidity level in blueberry fruit juices were measured with a Pocket Brix-acidity meter,
PAL-BX|ACID7 master kit brand Atago (Tokyo, Japan). The meter was calibrated with water for sugar
content and without water for acidity.

Six replicates of five blueberries, from each cultivar, were juiced individually through a piece of
mesh to measure Brix. An aliquot of undiluted juice (at least 0.3 mL) was applied to the lens with a
plastic pipette.

To measure acidity, 1.0 g of fruit juice was transferred into the beaker with a dilution ratio of 1:50
with distilled water to a total weight of 50 g while stirring gently. Then diluted juice was moved by
plastic dropper to the lens of the PAL-BX|ACID meter in percentage (%) and measured (first pressing
for acid and the second for sugar). The sugar-acid ratio was displayed and recorded. Six replicates per
cultivar were done for acidity, Brix, and their ratio.

2.3. Natural Infestation

The natural infestation method was utilised on blueberries to avoid fruit damage by artificial
infestation, which may lead to microorganisms growing and affecting C. capitata development stages.
Additionally, natural infestation can avoid egg damage through the collection and transferring processes
to the fruits when using artificial methods. A representative random assay of blueberry fruits from
each cultivar was inspected to ensure the absence of field infestation and determine cultivar health.
In preparation for conducting the infestation with medfly at 26.0 ± 1.0 ◦C, 60–70% RH in the rearing
room, approximately 300–400 random healthy blueberry fruit of each cultivar (C00-09 and C99-42)
were conditioned at 25.0 ± 1.0 ◦C and 60–70% RH overnight. Fruits were placed in an aluminium tray
of the dimensions of 29 cm width, 92 cm length, and 2.5 cm depth with metal mesh bottom (0.6 cm).
The blueberries were transferred to the aluminium tray and held in the middle of the adult rearing box
(200 × 150 × 40 cm) containing around 250,000–300,000 flies with the sex ratio of 50:50. This set up
allowed the flies to reach fruits easily. The natural infestation was conducted repeatedly to infest a
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sufficient amount of fruits. Various periods of exposing the fruits to females (30, 45, 90, and 120 min)
with three replicates for each exposure period were tested to identify an ideal time for females to lay
an appropriate amount of eggs in each fruit. From each replicate, 16 fruits were randomly selected six
times and individually dissected to count the eggs inside the fruit.

2.4. Life History Study

To study the life history of medfly in the two blueberry cultivars, two blueberry fruits from the
sample of 45-min exposure time (for each cultivar which was used for life history study) after natural
infestation were randomly selected and put in a glass jar (300 mm) with sand. The jar was closed by a
piece of mesh and banded with a rubber band. A total of 300 jars were prepared for both cultivars and
kept at 26.1 ± 1.0 ◦C and 60–70% RH. After 24 h incubation, 16 jars were moved to the laboratory to
dissect for recording the stages of the flies under a microscope. This step was repeated every day until
the first appearance of pupae in control jars.

2.5. Cold Treatment Cabinet

The temperature (1.0 ± 0.2 ◦C) was selected because it is a relatively safe temperature for fruits.
Lower than 1.0 ◦C will be likely to cause serious fruit or vegetable damage. The cold cabinet is a
constant temperature and humidity incubator (model HWS, LET code 0574-88000432, Tianjin, China),
which was made from stainless steel with a temperature range of 0 to 65 ◦C, a humidity control
range of 50% to 90% RH, humidity fluctuation of ±8% RH and an inner stainless-steel mirror. The
door consists of toughened metal with an outside observation window. The cold cabinet is equipped
with self-diagnosis tools, a sensor failure alarm, and over-temperature protection. The temperature
inside the cabinet was recorded every 30 min by putting two HOBO® data logger units at different
heights (Model number H08-004-02, Onset Computer Corporation, MA, USA, www.onsetcomp.com).
We calibrated the cabinet temperature sensor and HOBO® data logger units by comparing them with
four thermometers red spirit. The thermometers were checked using an ice point check as per the
NATA tech note. Then the incubator and HOBO were checked with checked thermometers [23].

After 45 min of exposure to female flies, the fruits were used for cold tolerance study in laboratory
conditions. Two berries from cultivar C00-09 were randomly selected and put in a glass jar (30 mm)
with sand. Three hundred and twelve jars containing C00-09 were prepared with two berries in each
jar, which were divided into four groups (78 jars in each group). Each group was put on a plastic plate
labelled with the insect stage (eggs, 1st instar, 2nd instar, and 3rd instar), date, and cultivar. For eggs
used in the experiment, the plastic plate (group 1) with 72 jars was directly transferred to cold treatment
cabinet (1.0 ± 0.2 ◦C chamber) and six jars to rearing cabinet as control. Life-cycle results were used to
determine how long each stage remained in the rearing cabinet before transferring it to the cold cabinet
(Table S1). After three days and 12 h, 72 jars were moved from the rearing cabinet (1st instar, group 2)
to the cold cabinet, which was set up at 1.0 ± 0.2 ◦C, six jars were left in the rearing cabinet as a control.
After 5 days and 12 h, the second plate (2nd instar, group 3) was moved from the rearing cabinet, with
72 jars for cold cabinet and six for a control cabinet. After 8 days, the third plate (3rd instar, group 4)
was moved from the rear cabinet, with 72 jars for cold treatment and 6 for a control cabinet.

After 24 h of cold treatment, six jars from each group were moved to the rearing cabinet and
labelled. Every day, six jars were collected from the 1.0 ± 0.2 ◦C cold cabinet and transferred to the
rearing cabinet. Every six jars that were moved from cold cabinet to rearing cabinet from day one to
day twelve (72 jars) were left in a rearing cabinet for 28 days and checked every day. After pupae were
first seen, the sand inside each jar was sieved three times weekly; and the dry blueberries were checked
well for pupae. After that, the pupae were counted and placed in a sterile Petri dish, which was
left in the rearing cabinet. Additional observations on the number of emerged flies were considered.
This provided information on the viability of pupae and whether they were able to develop into adults,
and the sex ratios observations were recorded and analysed. Firstly, all the surviving adults after
treatments from eggs and the three developmental instars were collected and the percentage of females
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was calculated. The same protocol was applied with cultivar C99-42. Secondly, to examine if a certain
period of days treatment influences the sex development, female ratios from treated flies on different
days were analysed. If the numbers of adults emerged were too low (<10), results were not included in
the analysis.

2.6. Statistical Analysis

The control pupariation and adult emergence rates were used to normalize treatment pupariation
and adult emergence by Schneider–Orelli’s formula [24]. Firstly, the test of normal distribution was
conducted via both the Kolmogorov–Smirnov test and Shapiro–Wilk test (Table S2). After the data met
normal distribution, the pupariation and emerged adults’ rates of the insects under cold treatment
were statistically estimated following the general linear model-univariate. The mortality rate of the
insect under cold treatment was statistically estimated following the Median Lethal Time method
(LT). The 90%, 95%, and 99% mortality (LT90, LT95, and LT99) were estimated by using the selected
models. According to the results of the normality test, the regression models (probit analysis) were
selected. Pupariation and emerged adults were counted as the survival (and mortality) to calculate the
lethal time (LT). If a treated fruit fly egg or larva can successfully develop to a pupa or an adult, it is a
survived fly; otherwise, it is a dead fly. The LT value estimated under a generalized linear model with
probit link function on cold treatment days. The model can be written as:

η = β0 + β1 x (1)

where η is the response or proportion mortality, x is the dose, β0 is the intercept, and β1 is the coefficient
of the dose. An ANOVA single factor test was used to compare the sex ratio of adult insects emerging
from different stages after cold treatment in two blueberry cultivars. The fruit quality was statistically
estimated following the comparing means independent samples t-test. In all the statistical methods,
the probability level was ≤ 0.05 and SPSS software (SPSS, IBM version 24 Armonk, New York, NY,
USA) was used.

3. Results

3.1. Fruit Quality Assessment

To investigate the effect of different blueberry variety’s impact on the fruit fly response to cold
treatment, the fruit qualities of two blueberry varieties, C00-09 and C99-42, were compared. The results
of biochemical tests of two blueberry cultivars (Table 1) indicated that there were no significant
differences in percentages of acid, Brix, and the ratio of sugar to acid between the two cultivars
(p > 0.05), while there was a significant difference in water content between the cultivars (F = 13.600,
p < 0.0005) (Table 1). The water content in cultivar C00-09 was higher than cultivar C99-42, where the
water content was 92.4 at C00-09 while 79.7 in C99-42. The physical measurements of cultivars C00-09
and C99-42 (Table 1) showed that there were significant differences in weight (F = 13.600, p < 0.0005),
diameter (F = 133.000, p < 0.0005), and density blue colour (F = 9.180, p = 0.002) while there were no
significant differences in density red colour, density green colour, and hardness between both cultivars.
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Table 1. Fruit quality assessment includes biochemical and physical quality of blueberry cultivars
C00-09 and C99-42 before cold treatment.

Fruit Quality Test Blueberry Cultivars Mean ± SE Unit Significance

Biochemical

Sugar C00-09 13.5 ± 0.14 %
0.3C99-42 11.3 ± 1.9 %

Acid
C00-09 0.5 ± 0.03 %

0.1C99-42 0.4 ± 0.04 %

Sugar to acid C00-09 26.1 ± 1.6 %
0.05C99-42 34.1 ± 3.3 %

Water content
C00-09 92.7 ± 0.7 %

0.0C99-42 79.4 ± 1.4 %

Physical

Weight C00-09 3.2 ± 0.1 gm
0.0C99-42 2.0 ± 0.1 gm

Diameter
C00-09 20.6 ± 0.3 mm

0.0C99-42 17.9 ± 0.3 mm

Colour R
C00-09 91.1 ± 21.5 nm

0.5C99-42 104.5 ± 1.9 nm

Colour G
C00-09 90.8 ± 4.5 nm

0.7C99-42 92.7 ± 2.3 nm

Colour B
C00-09 108.3 ± 4.2 nm

0.0C99-42 92.2 ± 2.5 nm

Hardness
C00-09 3.1 ± 0.1 Kg/cm

0.3C99-42 6.2 ± 3.5 Kg/cm

3.2. Natural Infestation

Four time-points (30, 45, 90, and 120 min) for the natural infestations were tested on two blueberry
cultivars. The results of this experiment (average ± standard error) indicated that 30 min only produced
0.6 ± 0.3 and 0.8 ± 0.3 egg/fruit, in cultivars C00-09 and C99-42, respectively. At 90 and 120 min,
natural infestation yielded 78.1 ± 0.7 and 76.3 ± 0.6 eggs/fruit in cultivar C00-09 while 93.3 ± 0.6
and 91.6 ± 0.4 eggs/fruit in C99-42 respectively. This high population of larvae will result in larval
competition on a limited food amount (one fruit). Therefore, 45 min was selected as the average egg
number per fruit is optimal, 6.8± 0.4 and 6.5± 0.4 eggs/fruit in cultivars C00-09 and C99-42, respectively.
There were no significant differences in the rate of eggs between the two cultivars (p > 0.16), while there
was a significant difference in the egg rates between the exposure times (F = 50866.1, p < 0.00) (Table S3)

3.3. Life History Study

To prepare for the cold treatment, the life history of C. capitata immature stages in blueberry at
26.1 ± 1.0 ◦C and 60–70% RH were examined (Table S1). Two days after infestation, eggs started to
hatch. Four and a half days after the infestation, the maximal 1st instar was 231 and 201 for cultivar
C00-09 and C99-42, respectively. Five days after the infestation, 2nd instar larvae were observed.
Six days after the infestation, suitable numbers 208 and 152 for cultivar C00-09 and C99-42, respectively,
of 2nd instar were obtained. Nine days later, suitable numbers 146 and 125 for cultivar C00-09 and
C99-42, respectively, of 3rd instar larvae were ready to use, and pupae started to be observed on day 10.

3.4. Responses (Mortality) to Cold Treatment

The temperature and humidity inside the cabinet during cold treatment were 1.0 ± 0.2 ◦C and
60–70% RH. Significant differences in pupariation ratios (F = 323.567, p < 0.0005) and adult emergence
(F = 387.389, p < 0.0005) were found among the four stages (eggs and three larval instars) that were
treated with cold treatment (1.0 ± 0.2 ◦C) for 12 days (Table 2).
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Table 2. Pupariation rates and emerged adults of four immature stages of C. capitata after exposure to cold treatment (1.0 ± 0.2 ◦C) for 12 days in two Western
Australian blueberry cultivars (C00-09 and C99-42). SE means standard error.

Blueberry

Treatment Egg 1st Instar 2nd Instar 3rd Instar

(Days)
Pupariation
(%) Mean

(SE)

Emerged
Adult (%)
Mean (SE)

Pupariation
(%) Mean

(±SE)

Emerged
Adult (%)

Mean (±SE)

Pupariation
(%) Mean

(±SE)

Emerged
adult (%)

Mean (±SE)

Pupariation
(%) Mean

(±SE)

Emerged
Adult (%)

Mean (±SE)

C00-09

0 100 (0) 98 (0.2) 100 (0) 99 (0.1) 100 (0) 99 (0.1) 100 (0) 100 (0)
1 52.6 (0.4) 48.0 (0.4) 59.2 (0.3) 54.8 (0.3) 74.8 (0.3) 76.3 (0.2) 82.7 (0.4) 83.9 (0.4)
2 37.5 (0.5) 32.8 (0.6) 37.7 (0.3) 30.8 (0.4) 56.2 (0.6) 58.0 (0.6) 79.6 (0.3) 763 (0.3)
3 37.5 (0.5) 31.2 (0.4) 29.6 (0.6) 28.5 (0.6) 56.2 (07) 53.4 (0.4) 75.9 (0.4) 74.8 (0.3)
4 33.8 (0.8) 26.7 (0.5) 29.6 (0.5) 24.8 (0.6) 54.0 (0.5) 48.4 (0.5) 69.9 (0.3) 68.7 (0.3)
5 27.0 (0.5) 25.1 (0.3) 26.6 (0.8) 22.5 (0.3) 51.8 (0.7) 45.8 (0.5) 62.4 (0.9) 61.0 (0.8)
6 19.5 (0.4) 17.5 (0.4) 207.(0.6) 19.5 (0.6) 48.1 (0.6) 42.7 (0.4) 58.6 (0.4) 50.3 (0.6)
7 12.0 (0.2) 9.9 (0.2) 19.2 (0.6) 17.2 (0.5) 34.5 (0.4) 29.0 (0.4) 45.1 (0.2) 42.7 (0.3)
8 4.5 (0.2) 3.8 (0.2) 17.0 (0.5) 13.5 (0.3) 19.7 (0.4) 17.5(0.5) 37.5 (0.3) 32.8 (0.4)
9 0 0 11.8 (0.4) 4.5 (0.2) 11.1 (0.2) 6.1 (0.1) 15.7 (0.3) 15.2 (0.2)

10 0 0 0 0 0 0 9.7 (0.4) 7.6 (0.2)
11 0 0 0 0 0 0 0 0
12 0 0 0 0 0 0 0 0

C99-42

0 100 (0) 99 (0.1) 100 (0) 100 (0) 100 (0) 98 (0.2) 100 (0) 99 (0.1)
1 49.6 (0.3) 46.1 (0.3) 58.6 (0.6) 53.8 (0.7) 70.4 (0.3) 72.0 (0.2) 81.4 (0.3) 81.4 (0.3)
2 37.5 (0.2) 33.0 (0.3) 34.5 (0.7) 30.7 (0.9) 58.4 (0.3) 56.(0.5) 78.5 (0.6) 77.7 (0.5)
3 33.8 (0.3) 27.6 (0.2) 27.0 (0.7) 25.3 (0.7) 53.8 (0.5) 48.8 (0.6) 74.8 (0.4) 76.3 (0.3)
4 30.0 (0.5) 30.0 (0.5) 26.3 (0.7) 23.0 (0.7) 52.3 (0.4) 48.0 (0.4) 66.6 (0.3) 66.6 (0.3)
5 22.5 (0.3) 19.2 (0.2) 23.3 (0.6) 21.5 (0.6) 50.0 (0.3) 48.0 (0.2) 62.9 (0.2) 56.2 (0.2)
6 17.2 (0.5) 12.3 (0.4) 19.5 (0.8) 15.3 (0.6) 46.1 (0.2) 38.4 (0.4) 52.5 (0.4) 45.1 (0.6)
7 9.7 (0.3) 6.1 (0.1) 18.7 (0.8) 13.8 (0.6) 31.5 (0.4) 33.3 (0.2) 40.7 (0.6) 37.0 (0.5)
8 4.5 (0.2) 2.3 (0.2) 15.0 (0.3) 12.3 (0.2) 20.0 (0.3) 14.4 (0.4) 33.3 (0.2) 26.6 (0.3)
9 0 0 9.7 (0.3) 4.6 (0.5) 10 (0.2) 4.8 (0.2) 13.3 (0.4) 11.8 (0.4)

10 0 0 0 0 0 0 8.1 (0.3) 4.4 (0.3)
11 0 0 0 0 0 0 0 0
12 0 0 0 0 0 0 0 0
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3.4.1. Cold Treatment Bioassay

In the control group of pupariation, the natural mortality was considered zero, following common
practice in calculating mortality where large populations of insects are tested inside the host fruits [25].
Based on pupariation ratios as survival indicator, the stage with the highest survival rate was 3rd instar
then 2nd instar and 1st instar, while the egg was the most susceptible in both blueberry cultivars.

There was a significant difference between the pupariation rates of eggs and the three larval
instars in both blueberry cultivars, which were decreasing with increased exposure time to cold
(Table 2). The exposure times to the low temperature, which completely eradicated eggs and larvae,
were different for different fly stages. In both cultivars, nine-day treatment was enough to reach 0.0
survival in egg samples. Ten-day treatment to 1st and 2nd larvae instars can reach 0.0 survival flies,
while 11-day treatment was needed for 3rd instar larvae to achieve 100% mortality. The results of
the statistical analysis showed that there were significant differences during cold treatment days in
pupariation rates (F = 380.335, p < 0.0005) and adult emergence (F = 320.710, p < 0.0005). It was
concluded that a longer duration of exposure to cold resulted in fewer opportunities for insect survival
in both blueberry varieties.

Based on emerged adults as survival indicators, fly eggs were the most susceptible stage to the
cold treatment because nine-day treatment leads to zero adults in both blueberry cultivars. The 3rd
instar is the most tolerant stage in both cultivars, which required 11-day treatment to achieve zero
adults. There was a significantly negative relationship between exposure time to cold and survival
emerged rates in eggs and larvae instars in both cultivars. The control mortality of emerged adults was
below 5%; therefore, it was ignored [26].

There was no significant effect between blueberry cultivars on pupariation means among the
four stages during all exposure times (Table 2), while there were significant effects on emerged adults
(F = 23.962, p < 0.0005) (survival insects) (Table 2). Blueberry cultivar C00-09 had a significant impact
on an increase of emerged adults in eggs and all larvae instar compared to cultivar C99-42. However,
the results showed that the survival rates in cultivar C00-09 were higher than those in the C99-42.

3.4.2. Modelling Analysis

When using the recovered pupariation as end-point for mortality modelling, the results appeared
that the 3rd instar is the most tolerant stage with LT90, LT95, and LT99 values being 10.3, 11.6, and 14.1
days respectively in cultivar C00-09, while 10.0, 11.3, and 13.8 days in cultivar C99-42 (Table 3). The 2nd
instar larvae were the second most tolerant stage. Eggs were more susceptible (LT99 = 10.8 and 10.5
in cultivar C00-09 and cultivar C99-42 respectively) than larvae (Table 3). Interestingly, based on the
emerged adult ratios in cultivar C00-09, LT99 was 10.7, 12.4, 12.7, and 13.7 days for eggs, 1st instar, 2nd
instar, and 3rd instar respectively, further confirming that 3rd instar was the most cold-tolerant stage.
While in cultivar C99-42 LT99 values were 9.7, 12.0, 12.8, and 13.1 days for eggs, 1st instar, 2nd instar,
and 3rd instar respectively. The results confirmed that the 3rd instar was the most cold-tolerant stage
and the egg was the most susceptible (Table 3).
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Table 3. Cold treatment duration to induce 90%, 95%, and 99% mortality of C. capitata.

Development Blueberry Mortality Pupae Recovery as End Point Adults Recovery as and Point

Stage Cultivars (LT)% Treatment (Days) 95% Confidence Limits Treatment (Days) 95% Confidence Limits

Lower Upper Lower Upper

Eggs

C00-09
90 6.7 6.0 7.7 6.3 5.8 6.9
95 8.1 7.2 9.4 7.8 7.2 8.6
99 10.8 9.5 12.9 10.7 9.7 11.9

C99-42
90 6.4 5.9 7.0 5.7 5.3 6.2
95 7.8 7.2 8.6 7.1 6.5 7.8
99 10.5 9.6 11.7 9.7 8.8 10.9

1st

C00-09
90 8.0 6.9 9.6 7.1 6.2 8.5
95 9.8 8.5 12.1 9.0 7.8 10.9
99 13.3 11.3 17.0 12.4 10.6 15.6

C99-42
90 7.6 6.6 9.2 6.9 6.0 8.8
95 9.5 8.2 11.7 8.6 7.6 10.3
99 13.0 11.0 16.6 12.0 10.3 14.7

2nd

C00-09
90 9.1 8.0 11.1 8.7 7.7 10.1
95 10.7 9.2 13.2 10.1 8.9 11.9
99 13.6 11.5 17.2 12.7 11.1 15.3

C99-42
90 9.2 8.0 10.9 8.7 7.6 10.3
95 10.7 9.3 12.9 10.1 8.8 12.2
99 13.4 11.5 16.7 12.8 10.9 15.9

3rd

C00-09
90 10.3 9.3 11.8 10.0 9.1 11.2
95 11.6 10.4 13.5 11.3 10.3 12.8
99 14.1 12.5 16.9 13.7 12.3 15.8

C99-42
90 10.0 9.1 11.4 9.5 8.8 10.5
95 11.3 10.2 13.0 10.7 9.8 11.9
99 13.8 12.3 16.1 13.1 11.9 14.7
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3.5. Sex Ratios

To determine, if the cold treatment affected the sex development of the emerged adults, the sex
ratios of the treated eggs and larval instars were compared. There were no significant differences at
each stage in both blueberry cultivars, which were all close to 50% (Figure 1). From Day 0 to Day
3, there were no significant differences between eggs, 1st, 2nd, and 3rd larval instars on each daily
treatment (Figure S1).
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Figure 1. The average female adult ratios of survived adults for each stage in blueberry cultivar C00-09
and C99-42 after cold treatment. Error bar means standard error. An ANOVA single factor test was
used to compare sex ratios, p > 0.05.

4. Discussion

The life history study results were consistent with a previous study, in which 30 hosts (including
the blueberry) were used to analyse the life history of C. capitata at 30.0 ◦C, RH 65% ± 10%, and 12:12
L:D (12-hour light: 12-hour dark photoperiod) [27].

The 3rd instar larvae showed a higher survival rate than the other stages. A previous study of
cold susceptibility and disinfestation of Bactrocera invadens (syn. B. dorsadis) (Dew 2003) in oranges
showed that the 1st instar is more susceptible than 2nd and 3rd [28]. However, this result disagreed
with another study on Bactrocera tryoni (Froggatt 1897) in cold storage (1.0 ◦C for 12 days) in three
cultivars of Australian blueberry, in which the 1st instar was the most cold-tolerant stage to cold
treatment (1.0 ◦C for 12 days) [29]. This current study results also disagree with a study on C. capitata
and B. tryoni in five Australian citruses (Citrus spp.) in which the 2nd instar was reported the most
cold-tolerant stage at 2.0 and 3.0 ◦C [30]. Hallman et al. (2011) reported that the 3rd instar C. capitata is
the most cold-tolerant stage (1.5 ± 0.5 ◦C) when eggs and 1st, 2nd, and 3rd instar larvae were tested in
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oranges [31]. In comparison with a previous study, when the C. capitata were treated by 0.0 ◦C with
different exposure durations (0–12 days) and fed on a lab diet; the eggs were the more susceptible
immature stage, while the 1st instar and 3rd instar had the highest survival rates [32]. All these studies
demonstrated that different fruits fly species, fruits or temperatures may show different tolerance
responses during cold treatment, which should be studied case by case.

Eleven-day cold treatment is enough to get no survival from any of the four medfly stages (eggs
and larvae instars) in both blueberry cultivars at 1.0 ± 0.2 ◦C. Results were similar to those of Mason et
al. (1934), who confirmed that 11 days were enough to kill the four stages of medfly at 1.0 ± 0.5 ◦C [33].
These results disagreed with those of Hill et al. (1998), who found that after 16 days of exposure to
0.0–1.5 ◦C there was no insects survival in disinfection of C. capitata in oranges [34]. The difference in
fruit may affect the results of the same phytosanitary treatment [13].

It was shown there was no significant effect of cold treatment on sex ratios among the four stages
of C. capitata throughout all exposure time. Similar results have been reported by Maurizio et al. (2019)
on Queensland fruit fly B. tryoni (eggs and larvae) [35].

To understand the influences of blueberry cultivars on the survival of medfly during cold treatment,
pupariation rates, emerged adults, and sex ratio were used as indicators. There were no significant
effects of varieties on pupariation means (Table 2). Where in both cultivars, the survival was progressive
from the lowest (eggs) to the highest (3rd instar). The time required to eradicate each stage also was
the same in both cultivars, where 9 days was enough to eradicate eggs, 10 days for 1st instar and 2nd
instar, and 11 days for 3rd instar, respectively. These results agreed with the results from previous
studies, where the blueberry cultivars had no effect of 1st instar survival of B. tryoni at 1.0 ◦C. In their
experiment, three cultivars, Premier blueberries, Climax blueberries, and Sharpe Blue blueberries were
used. In all these cultivars, the time required to ensure no survival of the 1st instar was ten days [29].
Further, they found that the eradication time of 2nd instar and 3rd instar of B. tryoni at 1.0 ◦C was
different in some blueberry cultivars. Jessup et al. (1998), reported that the Premier blueberries and
Sharpe Blue blueberries have the same effect on eradicating time of 2nd and 3rd instars where they
found that eight days of exposure to cold were enough to ensure no survival insect while Climax
blueberries increased the eradication time of 2nd and 3rd instars to ten days.

Interestingly, results of this research indicated that there was a significant impact of blueberry
cultivars on emerged adult rates although there were no significant differences in biochemical quality
such as sugar, acid, and their ratio between the two cultivars. It is possibly attributed to the significant
difference in the water content, which was higher in the cultivar C00-09 (92.7) than in C99-42 (79.4), as
shown in Table 1. All living organisms require available water to grow and function [36]. For insects,
the water content of the blueberry affected the consumption of diet [37].

There were significant differences in certain physical qualities including weight, diameter, and
blue light density (Table 1). In cultivar C00-09, the larger weight and diameter provided a larger
amount of food and area for insects comparing to cultivar C99-42. The reflection intensity of blue
light in cultivar C00-09 was higher than cultivar C99-42. These results were consistent with those by
Shibuya et al. (2018). They found blue light (Short-wavelength visible light 400–500 nm) affected the
survival of fruit fly Drosophila melanogaster and increased mortality of eggs and larvae stage [38].

5. Conclusions

In this study, we provided the first evidence of the medfly responses to the cold treatment at 1
◦C in two blueberry cultivars. Eleven days of exposing C. capitata to 1 ◦C in both blueberry cultivars
was enough to achieve a survival rate of 0. The 3rd instar was the most cold-tolerant stage of C.
capitate in blueberries. This small-scale treatment study is a preliminary investigation for medfly cold
treatment in blueberries, which will help develop or refine the large-scale cold treatment of medfly for
the blueberry trade industry. This study also provided information for the cold treatment of C. capitate
in other fruits, especially small fruits such as strawberries, raspberries, blackberries, and grapes.
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Table S1: Life history of immature stages of C. capitata in blueberry cultivar C99-42 and cultivar C00-09. Table
S2: Test of normality according to Kolmogorov–Smirnov value and Shapiro–Wilk, the significant was <0.05 in
all C. capitata tests which mean all data follow the normal distribution. Figure S1: The average female adult
ratios of survived adults on each day treatment of immature stages in blueberry cultivar C00-09 and C99-42.
Error bar means standard error. An ANOVA single factor test was used to compare sex ratios, p > 0.05. Table S3:
ANOVA table of natural infestation of Ceratitis capitata to blueberry cultivar C99-42 and cultivar C00-09 with four
exposure times.

Author Contributions: Conceptualization, F.J.M.A.-B., W.X., M.A, and Y.R.; Data curation, F.J.M.A.-B.;
investigation, F.J.M.A.-B.; methodology, F.J.M.A.-B.; project administration, F.J.M.A.-B. and W.X.; resources,
F.J.M.A.-B., W.X., and Y.R.; supervision, W.X., Y.R., and M.A.; validation, F.J.M.A.-B., W.X., and Y.R.; writing
—original draft: F.J.M.A.-B.; writing—review and editing: F.J.M.A.-B., W.X., M.A., and Y.L. All authors have read
and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Acknowledgments: We thank the Iraqi government for a Ph.D. scholarship and support to the first author. We also
appreciate the support of Murdoch University Postharvest Biosecurity and Food Safety Laboratory, and technique
support from James Newman, Miyuki Taniguchi, Vineeta Bilgi, Belinda Lycett, Junxi Li, Ahmed Abbas Auda, and
Thamer Salman Alshuwaili.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Sciarretta, A.; Tabilio, M.R.; Lampazzi, E.; Ceccaroli, C.; Colacci, M.; Trematerra, P. Analysis of the
Mediterranean fruit fly [Ceratitis capitata (Wiedemann)] Spatio-temporal distribution in relation to sex and
female mating status for precision IPM. PLoS ONE 2018, 13, e0195097. [CrossRef] [PubMed]

2. Pimentel, R.; Lopes, D.; Mexia, A.; Mumford, J. Seasonality of the Mediterranean Fruit Fly (Diptera:
Tephritidae) on Terceira and Sao Jorge Islands, Azores, Portugal. J. Insect Sci. 2017, 17, iew097. [CrossRef]
[PubMed]

3. Malacrida, A.; Gomulski, L.; Bonizzoni, M.; Bertin, S.; Gasperi, G.; Guglielmino, C. Globalization and fruitfly
invasion and expansion: The medfly paradigm. Genetica 2007, 131, 1. [CrossRef] [PubMed]

4. Establishment of areas of low pest prevalence for fruit flies (Tephritidae). In International Standards for
Phytosanitary Measures (ISPM. 30); Food and Agriculture Organization (FAO): Rome, Italy, 2017.

5. De Meyer, M.; Robertson, M.P.; Mansell, M.W.; Ekesi, S.; Tsuruta, K.; Mwaiko, W.; Peterson, A.T. Ecological
niche and potential geographic distribution of the invasive fruit fly Bactrocera invadens (Diptera, Tephritidae).
Bull. Entomol. Res. 2010, 100, 35–48. [CrossRef] [PubMed]

6. Back, E.A.; Pemberton, C.E. Effect of cold-storage temperatures upon the Mediterranean fruit fly. J. Agric.
Res. 1916, 5, 657–666.

7. Heather, N.W.; Hallman, G.J. Pest Management and Phytosanitary Trade Barriers; CABI: Wallingford, UK, 2008.
8. Ghafir, S.A. Physiological and anatomical comparison between four different apple cultivars under

cold-storage conditions. Acta Biol. Szeged. 2009, 53, 21–26.
9. Richardson, H.H. Cold treatment of fruits. In Insects: The Yearbook of Agriculture; United States Government

Publishing Office: Washington, DC, USA, 1952; pp. 404–406.
10. Mangan, R.L.; Hallman, G.J. Temperature treatments for quarantine security: New approaches for fresh

commodities. In Temperature Sensitivity in Insects and Application in Integrated Pest Management; Westview
Press: Boulder, CO, USA, 1998; pp. 201–234.

11. Hallman, G.J.; Sharp, J.L. Radio frequency heat treatments. In Quarantine Treatments for Pests of Food Plants;
CRC Press: Boca Raton, FL, USA, 1994.

12. Gould, W.P.; Hennessey, M.K. Mortality of Anastrepha suspensa (Diptera: Tephritidae) in carambolas treated
with cold water precooling and cold storage. Fla. Entomol. 1997, 80, 79–84. [CrossRef]

13. Hallman, G.J.; Wang, L.; Uzel, G.D.; Cancio-Martinez, E.; Cáceres-Barrios, C.E.; Myers, S.W. and Vreysen,
M.J.B. Comparison of Populations of Ceratitis capitata (Diptera: Tephritidae) from Three Continents for
Susceptibility to Cold Phytosanitary Treatment and Implications for Generic Cold Treatments. J. Econ.
Entomol. 2018, 112, 127–133. [CrossRef]

http://www.mdpi.com/2075-4450/11/5/276/s1
http://dx.doi.org/10.1371/journal.pone.0195097
http://www.ncbi.nlm.nih.gov/pubmed/29617420
http://dx.doi.org/10.1093/jisesa/iew097
http://www.ncbi.nlm.nih.gov/pubmed/28082349
http://dx.doi.org/10.1007/s10709-006-9117-2
http://www.ncbi.nlm.nih.gov/pubmed/17111234
http://dx.doi.org/10.1017/S0007485309006713
http://www.ncbi.nlm.nih.gov/pubmed/19323851
http://dx.doi.org/10.2307/3495979
http://dx.doi.org/10.1093/jee/toy331


RETRACTED

Insects 2020, 11, 276 13 of 14

14. Williamson, G.; Lyrene, P.M. Blueberry Varieties for Florida. Institute of Food and Agricultural Sciences.
Hort. Sci. 2004, 967.

15. Strik, B.C.; Yarborough, D. Blueberry production trends in North America, 1992 to 2003, and predictions for
growth. Horttechnology 2005, 15, 391–398. [CrossRef]

16. Zheng, W.; Wang, S.Y. Oxygen radical absorbing capacity of phenolics in blueberries, cranberries, chokeberries,
and lingonberries. J. Agric. Food Chem. 2003, 51, 502–509. [CrossRef] [PubMed]

17. Brazelton, C. World Blueberry Acreage & Production. North American Blueberry Council. Available online:
http://www.chilealimentos (accessed on 26 August 2013).

18. Sasso, R.; Gualtieri, L.; Russo, E.; Nugnes, F.; Gebiola, M.; Bernardo, U. The establishment of a rearing
technique for the fruit fly parasitoid Baryscapus silvestrii increases knowledge of biological, ecological and
behavioural traits. BioControl 2020, 65, 47–57. [CrossRef]

19. Tanaka, N.; Steiner, L.F.; Ohinat, K.; Okamoto, R. Low-cost larval rearing medium for mass production of
oriental and Mediterranean fruit flies. J. Econ. Entomol. 1969, 62, 967–968. [CrossRef]

20. De Lima, C.P.F.; Jessup, A.J.; Mansfield, E.R.; Daniels, D. Cold treatment of table grapes infested with
Mediterranean fruit fly Ceratitis capitata (Wiedemann) and Queensland fruit fly Bactrocera tryoni (Froggatt)
Diptera: Tephritidae. N. Z. J. Crop Hortic. Sci. 2011, 39, 95–105. [CrossRef]

21. Wright, G.; Lyrene, P. Blueberry plant named “C99-42. United States Plant Patent US PP20,695 P2, 2 February
2010.

22. Wright, G.; Lyrene, P. Blueberry plant named “C00-09. United States Plant Patent US PP22,778 P3, 12 June
2012.

23. National Association of Testing Authorities (NATA). General Accreditation Guidance: Liquid-in-Glass
Thermometers-Selection and Use; Copyright National Association of Testing Authorities: Silverwater, Australia,
2019.

24. Püntener, W. Manual for Field Trials in Plant Protection; Ciba-Geigy Limited: Basle, Switzerland, 1981.
25. Sun, Y.P.; Shepaud, H. Methods of calculating and correcting the mortality of insects. J. Econ. Entomol. 1947,

40, 710–715. [CrossRef]
26. World Health Organization. Test Procedures for Insecticide Resistance Monitoring in Malaria Vector Mosquitoes,

2nd ed.; WHO Press: London, UK, 2016.
27. Krainacker, D.; Carey, J.R.; Vargas, R.I. Effect of larval host on life-history traits of the Mediterranean fruit fly,

Ceratitis capitata. Oecologia 1987, 73, 583–590. [CrossRef]
28. Grout, T.G.; Stephen, P.R.; Daneel, J.H.; Hattingh, V. Cold Treatment of Ceratitis capitata (Diptera: Tephritidae)

in Oranges Using a Larval Endpoint. J. Econ. Entomol. 2011, 104, 1174–1179. [CrossRef]
29. Jessup, A.J.; Sloggett, R.F.; Quinn, N.M. Quarantine disinfestation of blueberries against Bactrocera tryoni

(Froggatt) (Diptera: Tephritidae) by cold storage. J. Econ. Entomol. 1998, 91, 964–967. [CrossRef]
30. De Lima, C.P.F.; Jessup, A.J.; Cruickshank, L.; Walsh, C.J.; Mansfield, E.R. Cold disinfestation of citrus (Citrus

srm.) for Mediterranean fruit fly Ceratitis capitata (Diptera: Tephritidae). N. Z. J. Crop Hortic. Sci. 2007, 35,
39–50. [CrossRef]

31. Hallman, G.J.; Myers, S.W.; Jessup, A.J.; Islam, A. Comparison of in vitro Heat and Cold Tolerances of the
New Invasive Species Bactrocera invadens (Diptera: Tephritidae) with Three Known Tephritids. J. Econ.
Entomol. 2011, 104, 21–25. [CrossRef]

32. Al-Behadili, F.J.M.; Bilgi, V.; Li, J.; Wang, P.; Taniguchi, M.; Agarwal, M.; Ren, Y.; Xu, W. Cold Response of the
Mediterranean Fruit Fly (Ceratitis capitata) on a Lab Diet. Insects 2019, 10, 48. [CrossRef] [PubMed]

33. Mason, A.; McBride, O. Effect of low temperatures on the Mediterranean fruit fly in infested fruit. J. Econ.
Entomol. 1934, 27, 897–902. [CrossRef]

34. Hill, A.R.; Rigney, C.J.; Sproul, A.N. Cold-Storage of Oranges as a Disinfestation Treatment against the
Fruit-Flies Dacus Tryoni (Froggatt) and Ceratitis Capitata (Wiedemann) (Diptera, Tephritidae). J. Econ. Entomol.
1988, 81, 257–260. [CrossRef]

35. Maurizio, B.; Ponton, F.; Taylor, P.W. Cool storage of Queensland fruit fly eggs for increased flexibility in
rearing programs. Pest Manag. Sci. 2019, 75, 1056–1064.

36. Jordan, H.; Tomberlin, J. Abiotic and biotic factors regulating inter-kingdom engagement between insects
and microbe activity on vertebrate remains. Insects 2017, 8, 54. [CrossRef]

http://dx.doi.org/10.21273/HORTTECH.15.2.0391
http://dx.doi.org/10.1021/jf020728u
http://www.ncbi.nlm.nih.gov/pubmed/12517117
http://www.chilealimentos
http://dx.doi.org/10.1007/s10526-019-09984-8
http://dx.doi.org/10.1093/jee/62.4.967
http://dx.doi.org/10.1080/01140671.2010.526620
http://dx.doi.org/10.1093/jee/40.5.710
http://dx.doi.org/10.1007/BF00379420
http://dx.doi.org/10.1603/EC10434
http://dx.doi.org/10.1093/jee/91.4.964
http://dx.doi.org/10.1080/01140670709510166
http://dx.doi.org/10.1603/EC10357
http://dx.doi.org/10.3390/insects10020048
http://www.ncbi.nlm.nih.gov/pubmed/30717472
http://dx.doi.org/10.1093/jee/27.5.897
http://dx.doi.org/10.1093/jee/81.1.257
http://dx.doi.org/10.3390/insects8020054


RETRACTED

Insects 2020, 11, 276 14 of 14

37. Vanderzant, E.S. Physical aspects of artificial diets. Entomologia Experimentalis et Applicata. 1969, 12, 642–650.
[CrossRef]

38. Shibuya, K.; Onodera, S.; Hori, M. Toxic wavelength of blue light changes as insects grow. PLoS ONE 2018,
13, e0199266. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1111/j.1570-7458.1969.tb02559.x
http://dx.doi.org/10.1371/journal.pone.0199266
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Ceratitis Capitata Colony 
	Fruits and Quality Assessment 
	Colour Test 
	Size 
	Weight 
	Hardness 
	Relative Humidity 
	Degrees Brix, Acid, and Their Ratio (Sugar/Acid) 

	Natural Infestation 
	Life History Study 
	Cold Treatment Cabinet 
	Statistical Analysis 

	Results 
	Fruit Quality Assessment 
	Natural Infestation 
	Life History Study 
	Responses (Mortality) to Cold Treatment 
	Cold Treatment Bioassay 
	Modelling Analysis 

	Sex Ratios 

	Discussion 
	Conclusions 
	References

