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Results

For this final report, the significant results were processed and are presented. Several
experiments which were reported in the annual reports are not detailed here.
Alternatively, we included analyses that were not part of the initial plan and were
launched to suggest a practical solution, based on the understanding of the limitation to
affect the initial cause for variability within the cluster which appears to be variation in

initial carpel size. These analyses are presented in chepter 2.

Chapter 1

1.1 Effect of flower location/position and GA3 on berry size

To further test the effects of GA, load and flower location on berry number and berry
size uniformity, one shoulder per cluster was manipulated to carry 6 groups of 5 flowers
and treated with GA or surfactant only (Con). Clusters were harvested 2 weeks before
veraison and data were collected separately from treated shoulder (T), untreated

shoulder (UT) and the rest of the cluster (Fig 1A).

The separate analyses of different parts of the clusters allowed showing that GA is
mobile since application of GA to one shoulder only (GA-T) led to increased number
of berries in the untreated shoulder (GA-UT) and the rest of the cluster of a GA-treated
cluster, compared with similar section in control cluster. The number of berries in the
rest of the cluster was 3.35 times higher in GA- treated clusters (Fig 1B), compared
with the same part in control cluster. The number of berries in GA-UT shoulder was

1.8 higher than the number of berries in CON-UT shoulder (Fig 1E).

The effect of GA was analyzed initially by comparison of the recorded number of
berries in the entire cluster. To minimize cluster size variability, the number of berries
in each cluster was divided by the theoretical triangle occupied by the cluster (Fig 1C).
According to the results, there is a significant increase in berry number in GA-treated
cluster, 1.38 higher compared with the control. This increase affect size uniformity
within the cluster as presented in Fig 1C. GA application led to increased number of
VS berries (3.6 higher than control) and decrease in number of berries in VB and B

categories (which was 1.6 and 4 folds higher in control, respectively) (Fig 1D).



Similar to the data from the entire cluster, there was a significantly higher number of
berries in shoulders of GA-treated cluster, compared with relevant control (GA-
T/CON-T=1.36; GA-UT/CON-UT=1.8) (Fig 1E). Moreover, the combination of
manipulation and GA mobility created load difference between UT and T shoulders in
both GA-treated and control clusters. Untreated shoulders carried more berries and the
difference was bigger in GA- treated shoulders, compared with the control shoulders
(GA-UT/GA-T=1.67; CON-UT/CON-T=1.26) (Fig 1E). The data suggests that GA
application allowed set of all the flowers left on manipulated shoulder. It also suggests
that GA application to the treated shoulder allowed set of higher number on non
manipulated shoulders, as seen by comparison with the non- manipulated shoulder of

control cluster.

This increased load in the shoulders of the GA-treated cluster led to a big increase in
number of VS berries (shot berries) on GA-T as well as GA-UT shoulders compared to
the relevant control (Fig 1F; GA-T/CON-T=4.45; and GA-UT/CON-UT=3.48),
Moreover, the percentage of VS berries in UT shoulder, with the higher load, was
higher than that in the T shoulder, with the lower berry load (CON-UT/CON-T=1.72;
GA-UT/GA-T=1.34).

In is worth noting that even on the manipulated control shoulder, not all 30 flowers set

a fruit, suggesting natural thinning also in such load and GA bypass the natural thinning.

To estimate the effect of flower location on shoulder on berry size, a ratio of the average
berry size in the first (F; closest to central rachis) and the last (L) group of flowers of
the shoulder (see Fig 1A) was calculated (Fig 1G). In the GA-T, CON-T and CON-UT
shoulders, the ratio values were 1.8+0.63, 1.6+0.74 and 2.04+0.33 accordingly,
suggesting that the last berries are bigger. For GA-UT shoulders the value was
9.46+2.67, suggesting a bigger gradient between last and first groups under heavy load.
Following segregation of berries in the F and L groups in T and UT shoulder by weight
to Big (above 1g) and Small (below 1g) it appeared that in manipulated shoulders (T),
which carry maximum 30 berries, the number of small berries in the first group was not
significantly bigger than that in the last group, in both GA-treated and control.
However, in the untreated shoulder, which carry higher load. the number of small
berries in the first group of five berries was significantly higher than that of the last

group of berries (Fig 1H)



1.2. Effect of location/position on carpel, flower and berry sizes

Flower size: To test the assumption that flower location may affect its size, analysis of
the average weight of a single flower at the F and group of flowers in the inflorescence
shoulder was carried out. In two separate analyses, (25-03-2014; 02-04-2014), a
significant difference of 0.78 mg and 1.18 mg, respectively, was recorded between
flower from F and L group, suggesting that flowers in the last group are bigger,
compared to a flower in the first group (Fig. 2A-B). While flower size increased within
the week between analyses (in 3.4 mg in F group and 3 mg in L group), the relative
difference in size between the compared groups remains and was 18% and 16%, in the

two separate analyses.

Carpel size: We similarly analyzed the effect of location on carpel size. Preliminary
analysis carried during anthesis at 2013, revealed a 20% increase in carpel weight of
the L group compared to the F (Data not shown). In 2014, two separate analyses (26-
27 March and 30 March) were conducted, in which a significant difference of 0.6 mg
(Fig. 2C) and 0.5 mg (Fig. 2D) was recorded between carpels from F and L groups,
leading to 48% and 36% bigger carpels in the L group, in the two separate analyses .

Berry size: To test if such differences affect berry size, we similarly analyzed the effect
of location on berry size. In 2014, two separate analyses were conducted, using GA-
treated clusters. The first analysis was carried 2 weeks before varison (22-04-14) and
the second at harvest (05-06-14). These analyses revealed that average berry weight in

the L group is 97% (Fig. 3A) and 54% (Fig. 3B) higher, compared with that in F group.

To determine the effect of the location on berry size uniformity at harvest, the berries
in each location were sorted, based on berry weight, to big (above 1g) and small (below
1g). The fraction of the small berries in the F group was 1.19 fold bigger compared with
that of the L group (Fig. 3C). Accordingly, the fraction of big berries in the L group
was bigger (1.35 fold) than that of the First group. Naturally, the ratio of small/big
fractions was higher in the First (2.6) compared with the L group (1.6).

In 2015, analyses were repeated two weeks before harvest using GA3 and Triton-X-100
treated clusters (CON). In both treatments, berries in the last group were bigger than

berries in the first group, by 2.1 and 3.7 fold, respectively (Fig. 4A)



The effect of the treatment and location on size uniformity was documented as well. In
GA treated clusters, the fraction of the small berries in the F group was 1.32 fold bigger
compared with that of the L group (Fig. 4B). Accordingly, the fraction of big berries in
the L group was bigger (3.9 fold) than that of the F group. Naturally, the ratio of
small/big fractions was higher in the F group (12.1), when compared with the L group
(2.3).

In control clusters, the fraction of the small berries in the first group was 1.3 fold bigger
compared with that of the last group (Fig.4B). Accordingly, the fraction of big berries
in the last group was bigger (2.2 fold) than that of the first group. The ratio of small/big
fractions was higher in the first (5) compared with the last group (1.8).

It appeared that GA induced a bigger gap in size, mainly by increasing the fraction of
small berries (Fig 4B).

1.3. Effect of cell number and cell area on carpel size

To verify the influence of cell number or cell area on the carpel size, histological

analysis was carried out for big and small sized carpels (Big: above 1 mg, Small: below

1 mg).

In preliminary experiments with 8 carpels we recorded 5 cells/mm?2 in big carpels and
5.9/mm? in small carpels, suggesting that the cells in small carpels are smaller. This
was supported by image- based cell area measurements which suggested that cells are
6% bigger in big carpel. Use of a cell number indicator which is a measure of cell count
for the whole carpel (see Methods) suggested that there is no significant difference in
the cell number between small and big carpels (Data not shown). MAYBE WILL OMIT
LATER

In 2014, 20 carpels of each size were analyzed. The analysis recorded 6.4 cells /mm2
in big carpels and 7.5 cells/mm?2 in small carpels, suggesting that the cell number in
small carpel is 17% bigger compared to the big carpels (Fig 5A). Image- based cell area
measurements suggested that big carpels were 24% bigger compared to the small
carpels (Fig 5B). Use of the cell number indicator revealed no significant difference in

cell number between the big and small sized carpels (Fig 5C).



1.4. Effect of cell number and cell area on berry size

The analysis described above for carpels was used to test influence of cell number and/
or cell area on the berry size. Measurements were recorded separately for hypodermis
and mesocarp. While big berries were rather uniform, variation in the anatomy was
observed in small berries between repeats, which reflected their developmental stage.
Small berries were thus classified to 4 stages (Fig. S1B1) and stage 4 berries were used
for comparison with the big berries. The other three stages resembled carpels and were

ignored (Fig. S1B1-3).

In hypodermis of big berries, 1.53 cells /mm? were recorded while in that of small
berries 2.26 cells /mm? were recorded, suggesting that the cells in small berries are
smaller (Fig 6A). Accordingly, the cell area was 25% bigger in the big berries (Fig 6C).
Similar analyses of the mesocarp revealed 0.33 cells /mm?2 in big berries and 0.63 cells
/mm2 in small berries (Fig 6B). Cell area was 51% bigger in mesocarp of big berries

(Fig 6D).

1.5. Effect of modulation of cluster uniformity on small berry size

To evaluate the effect of competition, we intentionally induced variability by GA
application two weeks before anthesis. The degree of variability in these clusters was
recorded two weeks after fruit set and revealed that 21% of the berries were big (62
berries+6 ) while the rest were small (229 beries+35) We than manipulated clusters at
three time points after fruit set (2, 4 and 6 weeks) to carry only 50 small berries (50S).
In the first time point we also manipulated clusters to carry a mixture of 25 big and 25
small berries (25S/25B). Part of the clusters which were manipulated two weeks after
fruit set were removed and analyzed one week later. It is important to note that berries
number per cluster was mostly 50, implies that no berry shatter occurred from time of

manipulation (Data not shown).

Berries were segregated to size categories using sieve and average weight, width and
length of the small berries per category is presented (Fig 7). When compared to its
weight at time of manipulation (S), it appeared that a small berry in a 50S cluster
increased significantly in size within a week (2.4 folds). However, when accompanied
by big berries in a 25S/25B cluster, the small berries did not present significant growth
(Fig 7A). Similar scenario was evident based on berry width parameter (1.5 fold; Fig

7B), while the length was less informative, yet keeping similar tendency (Fig 7C).



The rest of the 50S clusters from the first modulation point and those modulated after
4 and 6 weeks were analyzed similarly at harvest. Clusters were segregated by sieve
into B, S and VS size categories (there was no VB berries in these manipulated clusters
which originated from 50 small berries). The results suggest that the later the
manipulation, the lower percentage of the B fraction (53, 30 and 15% at 2, 4 and 6
week) and the higher percentage of S and VS berries (52, 69 and 87.5). Differentiation
between S and VS berries also allowed to see that late manipulation (6 weeks) led to
big increase in the VS fraction, which was 12-15% up to 4 weeks and 45.5% at 6 weeks
(Fig 8A). The results suggest that removal of stronger competitors (big berries) at early
stage of berry development allow about 50% of the small berries to change its fate and
become a big berries, However, if such change in competition rules is delayed the small

berry ability to overcome "growth inhibition" is reduced.

The effect of presence of big berries on the ability of small berry to recover following
early manipulation was tested by comparing clusters with equal number of berries (total
50) and yet different size combination (50S vs 25S/25B) (Fig 8B). To follow the
initially small berries development in the 25S/25B clusters we assumed that the biggest
berries in amount that is half the total number on the cluster (around 25, see Methods
for further explanation) represent the originally big berries. We than followed the
segregation of the rest of the berries, assuming that they originated from initially small
berries. According to this logic, the initially small 25 berries in 25S/25B developed into
B, S and VS in the proportion of 20, 42 and 40%, respectively. On the other hand,
small berries in 50S developed into B, S and VS in the proportion of 53, 40 and 12%,
respectively (Fig 8B). These results suggests that removal of the big berries in 50S
resulted in 2.65 fold increase in the B fraction and 3.3 fold decrease in VS fraction, if
compared with the segregation of the 25 small berries which are accompanied by 25
big berries.

We therefore assume that small berries has the potential to grow if its strong
competitors, the big berries, are removed. It is important to note that even within 50
small berries in 50S we see size segregation at harvest, suggesting that new competition

is developed, may be related to initial flower location.

1.6. Hormonal profiling of small and big berries



Hormonal profiling of small and big berries 2 weeks after fruit set showed that level
of the majority of the analyzed hormones (ABA-GE, iP, iPR, tZR, cZR, iPRMP,
tZROG, DZOG, T1AA-Asp, SA, IAA, DZR) was higher in small berries. However,
levels of ABA, DPA, PAA and DZRMP levels were higher in the big berries.

Similar profiling of small berries from 50S and 25S/25B clusters was carried out, where
the S(50S) were considered as more actively growing compared with S(25S). Thus,
pattern was compared between the pair of B vs S and the pair of S(50S) vs S(25S). The
data suggest few different profiles: (1) the level in B is higher than S and similarly
level S(50S) is higher than in S(25S), labeled as profile A; also the level of the
hormones in both S(50S) and S(25S) was higher than in S at time of modulation; (2)
the level in B is lower than S and similarly level S(50S) is lower than in S(25S), labeled
as profile B; (3) the level in B is lower than S but level S(50S) is higher than in S(25S),
labeled as profile C.

Profile B was classified to two sub profiles. In profile B1 the level of the hormone in
S(50S) was similar or higher than in S at time of modulation. In profile B2, the level of

the hormone in S(50S) was significantly lower than in S at time of modulation.

Profile A included ABA, DPA and PAA. Profile 2a included ABA-GE an iP. Profile
2b included IAA-asp, SA, iPR, tZR, iPRMP, cZR. Profile D included IAA, DZR and
DZRMP. No significant difference was detected between S(50S) and S(25S) for JA, Ja-
Ilu, 9OH-ABA, BZA, OXIAA tZRMP,cZ (data not shown).

1.7. Effect of flower load along the sholder on the development of last 3 berries

48 clusters were designed to carry 7 branches. The upper shoulder of 24 was designed
to carry 10 flowers+3 last flowers while the other 24 were designed to carry 35+ last 3
flowers. All 48 designed shoulders were treated with GA as detailed in 1.1., and
harvested at similar timing. The last 3 berries were sampled and analyzed as described
above. No significant difference was observed between last 3 berries that originated
from shoulder designed to carry additional 10 or 35 flowers (data not shown-see 1%

annual report).



1.8. Can we modulate photo assimilates supply by girdling the inflorescence rachis

and will it affect cluster uniformity

We initially learned that while full ring girdling of the rachis between the shoot and
upper shoulder of the inflorescence had no deleterious on its development, similar
treatment at fruit set led to fast degeneration of the cluster, suggesting that fruit set
induce major increase in the sink power of the cluster. We than tried to ring just half
circle in an attempt to analyze the effect of photo assimilate shortage on the dynamics
of competition. Clusters were designed to carry 75 flowers on 5 branches (assuming
that higher load will lead to shotberry formation even without manipulation of photo
assimilates supply). 20 inflorescences were girdled and 20 were used as control. All 40
were treated with GA, as described above. About a week before vereiason the clusters
were harvested and analyzed as described in 1.1. Based on the results, no difference in
berry number (which was 68-70) or berry segregation to size categories (about 40%
small) was detected. These results raise the option that such limited girdling cannot
effectively limit photo assimilate supply and is the girdling strategy will not allow to
study the effect of limited photo assimilates supply on uniformity. Future modulation

of photosynthesis by shading may be tested as alternative.

Chapter 2

Based on the understanding of the limitation to affect the initial cause for variability
within the cluster, which appears to be variation in initial carpel size, we aimed at
thinning that will ease the competition and improve the ability of the initially small
carpels to properly develope.Since GA is inducing fruit set, an assumption was raised
that ABA may have the opposite effect which will result in thinning. In the current
chapter, we tested ABA's ability to reduce berry number per cluster and improve berry
size uniformity.

In summary, our analyses suggested that ABA application: (1) induces a significant
reduction in berry number per cluster, in a concentration-dependent manner: 150 ppm
had a mild effect on berry loss and no effect on size segregation, whereas 300 ppm had
a significant effect on both; (2) improves size uniformity among berries within a cluster;

(3) has no stable effect on rachis length; (4) its thinning effect depends on blooming



status of the inflorescence, with limited or no effect on flowers pre-anthesis, an effect
on blooming flowers, and a very significant effect at full bloom and soon after anther
drop. The response to ABA application after visual completion of bloom might supply

a clear phenological marker for synchronous application.

2.1. Effect of exogenous ABA on berry total number and size uniformity

Field experiments were initially conducted in 2013 to evaluate the effect of ABA
treatments (150 and 300 ppm) applied directly on inflorescences at pre-bloom, full
bloom and fruit set in comparison to control inflorescences at full bloom. Analysis of
the treated clusters removed from the vines 4 weeks before harvest revealed that ABA
application at full bloom and fruit set leads to a significant reduction in berry number
per cluster compared to controls (Figure 1A). FB-300 and FS-300 treatments resulted
in a 53% and 32% decrease in berry number, respectively. PB-300 and FB-150
treatments had a milder effect on berry loss, showing a decrease of 12% and 14%,
respectively (Figure 1A). Segregation of berries into two size categories, B (>13 mm
in diameter) and S (<13 mm in diameter) revealed a decrease in the S fraction in ABA-
treated clusters, accompanied by a parallel increase in the B fraction relative to controls
(Figure 1B). More specifically, FB-300 and FS-300 treatments showed an appreciable
decrease of 62% and 29% in the S fraction, respectively. However, application of a
similar treatment at pre-bloom (PB-300) only slightly affected size segregation, leading
to a 12% decrease in the S fraction, while the FB-150 treatment had no effect on size
segregation (Figure 1B).

To further test the effect of ABA, similar analyses were carried at harvest, using
clusters treated with 150 and 300 ppm at full bloom. The FB-300 treatment led to a
56% decrease in berry number per cluster, while FB-150 led to a milder decrease of
20% (Figure 1C). In agreement with the analysis carried out at the earlier
developmental stage, 300 ppm ABA resulted in a 58% smaller fraction of S berries
compared to controls (Figure 1D), while the 150 ppm treatment had no significant

effect.

2.2. Effect of bloom stage on cluster response to ABA treatment
The above experiments suggested that ABA treatment decreases berry number,
increases berry size, and improves cluster uniformity. It also indicated that these effects

are concentration-dependent and may also depend on blooming status of the cluster. To



validate the influence of ABA treatment (300 ppm) and further study the potential
interaction with blooming status, additional experiments were carried out in 2014 and
2015. Clusters were assigned to treatments based on careful characterization of their
bloom status and removed for analysis 4 weeks before harvest. Based on the results
from both 2014 (Figure 2A) and 2015 (Figure 2C), all ABA treatments decreased the
number of berries per cluster. However, the degree of that effect increased as cluster
blooming progressed, and was highest at fruit set. Accordingly, in 2014 (Figure 2A),
the number of berries per cluster was 35%, 40%, 46% and 72% lower for PB, 50%B,
FB and FS treatments, respectively, compared to controls (which were treated with
surfactant only at full bloom). In 2015 (Figure 2C), the number of berries per cluster
was 28%, 38%, 41%, 55% and 68% lower in pre-bloom 1 (PB1), pre-bloom 2 (PB2),
50%B, FB and FS treatments, respectively, compared to controls. The appearance of
the treated and control clusters agreed well with these data, presented as clusters
removed from the vines 4 weeks before harvest in 2015 (Figure 3). While control
clusters were compact and carried many berries in a range of sizes (Figure 3A), clusters
treated at 50% bloom (Figure 3B), full bloom (Figure 3C) and fruit set (Figure 3D)
were smaller, and their berries more uniform in size and well spaced.

Size segregation of the berries showed a significant increase in the B fraction
and a parallel decrease in the S fraction for the 50%B, FB and FS treatments (Figure
2B,D): in 2014, the decrease in the S fraction was 58%, 28% and 73%, respectively,
relative to controls; in 2015, the respectively decreases were 39%, 49% and 63%.

A similar, albeit smaller effect of ABA on segregation in pre-bloom clusters
was also evident in 2014. In 2015, however, segregation in the PB2 treatment was
similar to that in the control, while that of the PB1 treatment (carried out 2 weeks before
full bloom — before the beginning of any blooming in the vineyard ) presented the

opposite trend, with an increase in the S fraction at the expense of the B fraction.

2.3. Effect of ABA on rachis length of a cluster

To test for potential adverse effects of ABA on rachis length, this parameter was
recorded in treated and control clusters (Figure 4). No clear or stable effect of ABA on
rachis length was noted for any of the treatments. In 2014, ABA led to a shorter rachis
in all treatments relative to controls (Figure 4B). In 2013, the rachis of PB-300- and
FB-300-treated clusters was shorter, while that of FB-150- or FS-300-treated clusters

was not affected relative to controls (Figure 4A). In 2015, none of the ABA treatments



led to a shorter rachis; on the contrary, all treatments except PB2 led to a longer one

(Figure 4C).

2.4. Effect ABA application on a semi-commercial scale

The above experiments were carried out with individually selected clusters with
identified blooming status. Toward determining the applicability of ABA, a semi-
commercial treatment was designed in which 250 ppm ABA was sprayed on all the
clusters across seven sections of four vines, spaced by similar sections that were treated
with surfactant and served as controls. Since variability in bloom status was expected
within and between sections, it was monitored for each section respectively (Figure
5B). Combined analysis of the data from all seven repeats (Figure 5, R1) revealed that
(1) 22% of the clusters had not yet bloomed, 19% were at full bloom and most (58%)
were at partial bloom; (2) ABA led to a 23% decrease in the number of berries per
cluster. However, analysing each repeat separately, compared to its neighbouring
control, revealed a more complicated situation. In repeats R1, R2 and R3, 70%, 41%
and 41% of the clusters were in full bloom, respectively, and most other clusters were
at partial bloom; ABA treatment led to a 55%, 62% and 14% decrease, respectively, in
number of berries per cluster. In R4, RS, R6 and R7, no cluster was in full bloom, and
21%, 21%, 42% and 31% of the clusters, respectively, had not begun blooming (NB).
In these repeats, the effect of ABA on decreasing berry number per cluster was limited

or absent (0, 11%, 13% and 6%, respectively).
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Chapter 1- Figure Legends

Fig. 1: Effect of GA, load and flower location on berry size and cluster uniformity.
Two weeks before anthesis the top branch (Shoulder) of a cluster was manipulated to
carry 6 groups of 5 flowers and then treated with GAs3 solution (30 ppm, 0.025% Triton-
X-100) or surfactant only (Con). Clusters (25 per treatment) were harvested 2 weeks
before veraison. Berries were removed and data were collected separately from treated
shoulder (T), untreated shoulder (UT) and the rest of the cluster. In T and UT shoulders,
berries were removed and tagged according to their location in the group closest to
central rachis (First; F), the group at the edge of shoulder (Last; L) or the groups 2-5
in between F and L. Berry number and individual berry weight were recorded in F and
L. For the rest of the shoulder and rest of the cluster, berries were segregated by sieve
to size fractions (VB, B, S, VS). Weight and number of berries per fraction was
recorded and total number of berries was calculated. Rachis and shoulder length was
recorded. (A) schematic presentation of the experiment; (B) Percentage of VS berries
in the rest of the cluster; (C) Number of berries/ cluster (Calculated by dividing total
number of berries in a cluster by shoulder lengthX2 X rachis length); (D) Percentage
of size categories out of the total number of berries per cluster. (E) Total number of
berries on T and UT shoulders; (F) Percentage of VS berries on T and UT shoulders;
(G) Ratio of average berry weight in Last/ First groups of T and UT shoulders in GA-
treated and control clusters; (H) Percentage of small (S+VS) berries in F and L groups
in T and UT shoulders in GA-treated and control clusters. Averages from 25 clusters
are presented. Bars represent +SE

Fig. 2: Effect of position across the shoulder on weight of flower and carpel at
anthesis. The top branch (Shoulder) was removed from clusters which were randomly
selected from different vines, and kept in humid cell. Flowers were tagged according to
their location in F and L groups. Weight of single flowers was recorded. Two
independent analyses were carried at 25-03-14 (A) and 02-04-14 (B). Carpel weight
was similarly recorded independently at 26&27-03-14 (C) and 30-03-15 (D). Values
represent an average of values from 15 and 18 shoulders for flower weight and 9 and
12 shoulders for carpel weight, respectively. Bars represent £SE .

Fig 3: Effect of flower position across the shoulder on berry weight. Shoulders were
removed from clusters treated with GA3 two weeks before anthesis. The weight of each
berry in the F and L groups was recorded. Analyses were repeated independently two
weeks before veraison and at harvest. Based on records of the single berry weight,
berries from each group in each cluster were classified to two final size categories (Big
and Small, see Methods section). The percentage of each category of the total number
of berries in the group was calculated. (A) Berry weight in the F and L group two
weeks before veraison (22-04-14) (B) Berry weight in the F and L group at harvest
(05-06-2014) (C) Size segregation of berries in F and L groups at harvest. For other



details see Fig. 2.The values represent the average of 10 and 18 shoulders at the 1 and
2" analysis. Bars represent =SE.

Fig 4: Effect of flower position and GA on berry weight. Experiment was carried as
detailed in Fig. 3 with several modifications. Shoulders were treated with GA3 (GA) or
surfactant only (CON). GA- treated and control shoulders were harvested and analyzed
2 weeks before harvest (02-06-2015). (A) Berry weight in the F and L group in GA-
treated and control shoulders; (B) size segregation of the berries in the before described
F and L groups. Values represent the average weight from 20 shoulders with + SE.

Fig 5: Cell number and cell area of carpels. Histological sections were prepared from
big and small carpels as detailed in Methods section. Number of cells in a defined area
(12865 um? for carpels) was counted, using magnification of 40X. Outer margins of
12-15 cells were manually drawn. The scanned image was used for estimation of cell
area using the IMAGE J software. Carpels cell counts were used to calculate cell
number using a cell number indicator formula (Houel et al., 2013) (A) Cell number in
big and small carpels (B) Cell area in big and small carpels (C) Cell number indicator
in big and small carpels. Average of 20 carpels from each size is presented. Bars
represent SE.

Fig 6: Cell number and cell area of fruitlets. Experiment was carried as detailed in

Fig. 5 with several modifications. Number of cells in a defined area (12695 pm? for
berries hypodermis; 455191 um? for berry mesocarp) was counted, using magnification
of 20X. (A) Cell number in hypodermis of big and small fruitlets (B) Cell number in
mesocarp of big and small fruitlets (C) Cell area in hypodermis of big and small
fruitlets; (D) Cell number in mesocarp of big and small fruitlets.

Fig. S1: Microscopic sections of carpels and fruitlets. (A) Representative carpel section
(20X) (B) Sections of big fruitlet (1,6X and 10X) (C) Sections of small berries (20X)
at different stages labeled 1-4 according to progress from carpel appearance to fruitlet
appearance.

Fig 7: Effect of modulation of cluster uniformity on small berry size a week from
modulation. About 2 weeks before anthesis (30-03-14), clusters were randomly
selected, trimmed to carry the six uppermost branches, and the entire cluster was treated
with GA as described above. Number of berries was manipulated 2, 4 and 6 weeks after
fruit set (Apr 22, May 4, and May 18, 2014). At the first time point, 30 clusters were
manipulated to carry only 50 small berries (50S). This treatment was repeated with 20
and 12 clusters after 4 and 6 weeks. In the first time point additional 30 clusters were
manipulated to carry a mixture of 25 big berries and 25 small berries (25S/25B). At
each point of design, degree of size uniformity before manipulation was estimated using
size fractionation by sieve. Of the clusters manipulated after 2 weeks, 12 clusters of
each treatment (50S and 25S/25B) were removed after one week and analyzed. Size of
small berries at 2 weeks before manipulation is labeled as S. Size of small berries 1
week after manipulation is labeled S(50S) or S(25S). (A) Comparison of small berry



weight before and one week after manipulation at 2 weeks after fruit set. Average of 50
berries per cluster was used. (B) and (C) Comparison of small berry width and length,
respectively, for samples described in A. Average of 20 berries per cluster was used.
Presented values are the average of 10 clusters (S) and 30 clusters for S(50S) and
S(25S). Bars represent SE.

Fig 8: Effect of timing of modulation of cluster uniformity on small berry size at
harvest. The experiment details are in Fig. 7. At harvest (25-05-14), all the clusters
from the three time points were collected. For each cluster, berries were segregated by
sieve and degree of uniformity was analyzed as described above. (A) Size segregation
of small berries in 50S clusters designed after 2, 4 and 6 weeks from fruit set (B) Size
segregation of small berries in 50S and 25S/25B clusters designed 2 weeks after fruit
set. Values represent an average of 18, 20 and 12 clusters manipulated at 2, 4 and 6
weeks from fruit set. All other details are as described in Fig. 7.

Fig 9: Hormonal profiling of small and big berries before and after modulation of
cluster uniformity. For experiment details see fig. 7. Three pools of berries were
sampled from non- modulated clusters at 2 weeks after fruit set and 1 week later from
modulated clusters. Plant hormone quantization and data processing was carried as in
Crane et al. 2011).

Chepter 2- Figure Legends

Figure 1. ABA applications reduce the number of berries and improve berry size
in cv. Early Sweet clusters. Field experiment, 2013. Treatments: pre-bloom 300 ppm
ABA (PB-300 ppm), full bloom 150 ppm ABA (FB-150), full bloom 300 ppm ABA
(FB-300), fruit set 300 ppm ABA (FS-300), Control (CON). All solutions included
Triton X-100 (0.025%) as surfactant. FB-150 and FB-300 were re-treated similarly on
2 days after first treatment. Clusters were removed for analysis about 1 month before
harvest and at harvest. All berries were removed from each cluster and segregated by
sieve into four size categories: very big, big, small, very small. Number of berries and
total weight were recorded for each size category in each cluster. The fraction of each
group out of the total number of berries per cluster was then calculated. The percent
values of very big + big and very small + small subcategories were combined for each
into big and small fractions, respectively. The representative fraction of a size
group/treatment was calculated by averaging the relevant fraction value for each cluster
subjected to the respective treatment. (A) Number of berries/cluster 4 weeks before

harvest. (B) Size segregation within a cluster 4 weeks before harvest. (C) Number of



berries/cluster at harvest. (D) Size segregation within a cluster at harvest. Values are

averages of the respective value in 15 clusters in each treatment + SE.

Figure 2. Effect of blooming status and bloom stage on cluster response to ABA.
Two weeks before anthesis, in 2014 and 2015, 20 and 25 clusters, respectively, were
assigned to treatments based on careful characterization of their bloom status and were
treated with 300 ppm ABA: prebloom (PB), 50% bloom (50%B), full bloom (FB), and
fruit set (FS) in 2014, and PB1 (2 weeks before full bloom), PB2 (1 week after PB1),
50%B, FB and FS in 2015. A treatment with 0.025% Triton-X-100 served as control
(CON). Clusters were removed for analysis about a month before harvest. Values are

averages of the respective values in 20 clusters in each treatment + SE.

Figure 3. Appearance of clusters treated with ABA at different phenological
stages. Data are presented from the experiment carried out in 2015 and shown in Figure
2. (A) Control (CON), (B) ABA applied at 50% bloom (50%B), (C) ABA applied at
full bloom (FB), (D) ABA applied at fruit set (FS).

Figure 4. Effect of ABA application on rachis length. Data are presented for rachis
measurements carried out on clusters treated at different phenological stages for 3
years: (A) 2013, (B) 2014, (C) 2015. All other details are as described in Figures 1 and
2.

Figure 5. Effect of semi-commercial application of ABA on cluster size is
significantly affected by asynchronous blooming. A small-scale semi-commercial
experiment was set up in the vineyard in 2015: 250 ppm ABA solution (ABA-250) was
sprayed to full coverage on all clusters across seven sections of four vines, spaced by
similar sections that were treated with surfactant and served as controls (CON). Bloom
status was monitored for each section. About a week before harvest, 20 clusters were
removed randomly from the two inner vines in each section and used for cluster
analysis. (A) Berries/cluster. (B) Blooming status of the treated sections (NB — no
bloom, ParB — partial bloom, FB — full bloom). R — repeat. Average of values from

each repeat is presented.
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