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Abstract
Most of the modern-day improved watermelon varieties succumb to various biotic and abiotic stres-
ses mainly because of their narrow genetic base. Insights into the genetic diversity and population
structure are crucial for broadening the genetic base and improving the adaptive value. The present
experiment was conducted to study the genetic diversity and population structure of a germplasm
panel comprising 336 Citrullus sp. accessions. Another objective was to formulate a core collection
of Indian Citrullus sp. accessions. Data from 23 highly polymorphic microsatellite markers were
used for genetic diversity and population structure analysis while both molecular and phenotypic
data from 17 traits were used to formulate the core set. The markers yielded a total of 69 alleles with
an average of three alleles per locus. Initially, the accessions clustered into two populations and an
admixture group. Intra-population analysis revealed three and two statistically distinct subpopula-
tions in Pop I and Pop II, respectively. The exotic collections were predominant in Pop I-A, Pop II-A
and Pop II-B while the Indian accessions were preponderant in Pop I-B and Pop I-C. Pop I-B re-
corded the maximum magnitude of gene diversity and the highest number of alleles. The well-
adapted Indian landraces could be deployed in future watermelon improvement programmes.
The formulated core collection (n = 46; 23.71% of the entire collection studied) would ease in main-
tenance of the diversity present among indigenous Citrullus sp. accessions; would ease trait search
while exploring Indian diversity and can be pooled with other collection(s) to form a global core of
watermelon.
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Introduction

Watermelon (Citrullus lanatus (Thunb.) Matsum. & Nakai)
is a speciality vegetable valued mainly for its fruits and
seeds. The genus Citrullus consists of cultivated water-
melon and six other distinct species viz., C. amarus,

C. mucospermus, C. colocynthis, C. ecirrhosus, C. rehmii
and C. naudinianus (Chomicki and Renner, 2015). The
crop is native to Africa (Renner et al., 2017). However,
considerable diversity exists in India and the species
C. colocynthis is found to grow in the wild in the country
(Dane et al., 2007). Over 4000 years ago, domestication
of C. lanatus started in North-eastern Africa, Egypt and
Sudan from which, few elite selections were introduced
into India during the 8th Century (Paris et al., 2013). Since*Corresponding author. E-mail: esrao1973@gmail.com
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then, it is under cultivation in irrigated as well as conserved
moisture conditions andmainly for seed purpose in the arid
and semi-arid regions of Rajasthan. As a result of gene flow
between C. lanatus and C. colocynthis, several well-
adapted landraces with novel characters have evolved in
India (Mahla et al., 2014). During the 11th Century, the
crop was introduced into China (Zhao, 2015), where few
local dessert varieties and an edible-seeded variety were
developed and are still prevalent (Levi et al., 2017).
Owing to the presence of ample genetic diversity, the
area adjoining India and China is considered as the second-
ary centre of origin of the genus Citrullus (Wehner, 2008).
The crop was introduced into the Americas after 1493
(Zoltán et al., 2007) and several important cultivars have
been developed over the last 250 years (Levi et al., 2017).
Some of these US cultivars like Mickey Lee and Bush Sugar
Baby share genetic relatedness to the Asian gene pool
(Hwang et al., 2011).

There exists ample variability for different horticultural
traits, but several studies indicated narrow genetic diversity
among the cultivated varieties (Kwon et al., 2010; Minsart
et al., 2011; Levi et al., 2013). The narrow genetic base of
thecultivated speciesmightbe the result of ‘foundereffect’ori-
ginating from the introduction of few superior genotypes and
their use in genetic improvement and directional selection for
few consumer appealing traits (Dane and Liu, 2007). Further,
the narrow genetic base poses a challenge for breeders, espe-
cially for resistance breeding. A large germplasm panel with-
out the information of trait diversity hinders their successful
utilization (Zhang et al., 2016). This necessitates a thorough
understanding of genetic diversity in the available germplasm
for broadening the genetic base using wild accessions.

A core set (Frankel and Brown, 1984) represents max-
imum diversity with minimum repetitiveness, thus helps
in efficient management, conservation and utilization of
germplasm. To date, a core watermelon collection has
been established by Zhang et al. (2016) from a germplasm
panel including only 51 Indian accessions, which might not
represent the extent of diversity present in Indian germ-
plasm. Keeping the above facts in mind, we attempted to
study the genetic diversity and population structure of
Indian Citrullus sp. accessions in comparison with exotic
collections and to formulate a core set of Indian accessions
of watermelon.

Materials and methods

Plant materials

The experimental material comprised of 336 genotypes
(online Supplementary Table S1) collected from 15 differ-
ent countries (194 inbreds and 19 hybrids and their deriva-
tives from India, 77 from the USA, 15 from Nigeria, eight

from Thailand, five from Senegal, three each from China
and Zimbabwe, two each from Japan, South Africa, Mali
and Botswana and one each from Ghana, Moldova,
Taiwan and Zambia). The germplasm panel consisted gen-
otypes of the cultivated species (C. lanatus; n = 241) along
with three other related-wild species viz., C. mucospermus
(n = 49), C. colocynthis (n = 44) and C. amarus (n = 2)
were used for the current study (online Supplementary
Table S2). The genotypes were collected from the respect-
ive countries through germplasm explorations while the
genotypes mentioned under the USA were collected from
Germplasm Resource Information Network by ICAR-
NBPGR (online Supplementary Table S3). All these geno-
types are actively being maintained at ICAR-IIHR.

Experimental site and morphological evaluation

The genotypes were evaluated phenotypically during the
rabi season of 2015–2016 in Randomized Complete Block
Design with three replications comprising 10 plants in each
replication. The site is located at 890m above mean sea
level at 13°08′26.6″N latitude and 77°30′2.2″E longitude.
The soil in the experimental plot has loamy-sand texture,
neutral pH (6.7) and belongs to Alfisol order. The total nitro-
gen, phosphorus and potassium content in the soil are 188.2,
89.6 and 350 kg/ha; estimated following the standard alka-
line permanganate (Subbiah and Asija, 1956); sodium bicar-
bonate (Olsen et al., 1954) and flame-photometric (Black,
1965) methods, respectively. Fourteen-day old seedlings
were transplanted in the experimental plot at a spacingof 180
cm × 45 cm. Standard cultural practices were followed to
raise a healthy crop stand except for fungicidal sprays (in-
cluding tebuconazole, pyraclostrobin and trifloxystrobin)
which are generally used for managing gummy stem blight
in watermelon. Observations were recorded for 12 qualita-
tive characters viz., early plant vigour, plant growthhabit, de-
gree of lobing of the leaf blade, sex expression, fruit shape,
primary and secondary rind colour, rind stripe colour, flesh
colour, distribution of grooves on the fruit skin, flesh bitter-
ness, seed-coat colour, stripe colour and five quantitative
traits viz., fruit weight, vine length, number of primary
branches per plant, number of fruits per plant and Total
Soluble Solids as per the minimal descriptor for watermelon
of ICAR-National Bureau of Plant Genetic Resources, New
Delhi, India (online Supplementary Table S3). For the vege-
tative and fruit characters, observations were recorded on
seven random plants per replication for each accession.

Simple sequence repeat genotyping for molecular
analysis

Three weeks after transplanting, bulked leaf samples were
collected from 10 random plants from each accession for
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molecular analysis. Genomic DNA was isolated from these
samples by following a modified CTABmethod (Doyle and
Doyle, 1987) with minor modifications. Air-dried DNA pellets
were re-suspended in 1X TE Buffer (pH = 8.0) and were
quantified by using UV-Spectrophotometer (GeneQuantPro,
GE Healthcare, USA). The dilution was made accordingly in
milli-Q water to obtain the final working concentration of 10
ng DNA/μl.
Zhang et al. (2012) identified 23 simple sequence repeat

(SSR) markers which possessed high polymorphism infor-
mation content (PIC) and could consistently group water-
melon accessions similar to the grouping pattern made
using SNP data obtained from whole-genome sequencing
as well as using data on morphological traits. Thus, these
markers were considered to be a core set for diversity ana-
lysis. Among them, 21markers were included in the current
study. The remaining two markers viz., BVWS00734 and
BVWS00333 were yielding faint inconclusive bands.
Therefore, we replaced these markers with BVWS01708
and BVWS00539 which fall in the same bins respectively,
on the linkage map of Ren et al. (2012). The SSR primers
were synthesized at Bioserve India Pvt. Ltd., Hyderabad.
All the 336 accessions were genotyped using these 23 mar-
kers in a thermal cycler (Eppendorf, USA) with the follow-
ing conditions: initial denaturation at 94°C for 5 min;
denaturation 94°C for 30 s, annealing at 55°C for 30 s, ex-
tension at 72°C for 90 s for 35 cycles followed by a final ex-
tension at 72°C for 8 min. Each reaction (volume 16 μl)
consisted of 4 μl nuclease-free water, 3 μl of genomic
DNA (diluted to 10 ng/μl), 2 μl of each of dNTPs (1 mM),
forward and reverse primers (10 pM), 2.5 μl of 10X poly-
merase chain reaction (PCR) buffer with MgCl2 and 0.5 μl
Taq DNA polymerase (Genei, Bangalore, India). The PCR
amplicons were run in 4%molecular biology grade agarose
gel stained with 0.5 μg/ml of ethidium bromide (Genei,
Bangalore, India) and was visualized in the gel documen-
tation system (UVI-TEC, Cambridge). For each marker, the
amplicons with the smallest size were scored as 1 and sub-
sequently, incremental values were assigned with the in-
crease in size. The missing values were scored as −9.

Statistical analysis

Major allele frequency, the average number of alleles, ob-
served and expected heterozygosity (Ho and He) and PIC
for each SSR marker were computed using PowerMarker
v. 3.25 (Liu and Muse, 2005).

The genotypic data of the SSR markers were used for
population structure analysis employing admixture model-
based approach implemented in STRUCTURE software
v.2.3.4 (Pritchard et al., 2000). The data were tested from
K = 1–10 populations (K = putative number of populations)
with three replications and burn-in of 30,000 followed by

1,00,000 MCMC repeats for each run. Later, the three repli-
cates of the analysis were integrated using CLUMPP
software (Jakobsson and Rosenberg, 2007). To avoid
overestimation of the number of populations estimated
from log-probability [LnP(D)] data, the number of
subpopulations was estimated based on ΔK, by using ad-
hoc web-based programme STRUCTURE HARVESTER
(http://taylor0.biology.ucla.edu/structureHarvester/) (Evanno
et al., 2005). A membership probability of ≥0.75 was consid-
ered for assigning a genotype into a population and the
genotypes with membership probability less than this value
were assigned to an admixture group as per Rao et al.
(2012). The genotypic data of individuals in each population
were further subjected to intra-population analysis following
the same protocol (Pritchard et al., 2000). Unweighted
neighbour-joining tree for the Citrullus sp. accessions was
also constructed with the genotypic data using DARwin
v. 6.0.21 (Perrier and Jacquemoud-Collet, 2006).

The core collection was developed employing
PowerCore v. 1.0 software which is based on a modified
heuristic algorithm (Kim et al., 2007). For this purpose,
the data from 17 phenotypic traits and 23 microsatellite
markers were utilized. To assess the homogeneity of the
core with the original collection, ShannonWeaver diversity
index (Shannon and Weaver, 1963) and Nei diversity
index (Nei, 1973) were estimated for both the phenotypic
traits and the SSR markers in both collections. Coverage of
the phenotypic traits of the original collection was also
estimated in the core as suggested by Kim et al. (2007).

Results

Phenotypic and molecular evaluation of the panel

Wide genetic variation was observed across the genotypes
for 12 qualitative and five quantitative traits (online
Supplementary Table S1). All the genotypes, except
IIHR-86 and IIHR-184, had moderate to good early plant
vigour. Two Indian inbreds viz., IIHR-15 and IIHR-86 had
bushy plant habit. Further, 72 accessions had andromonoe-
cious sex form and 17 accessions had nonlobed leaves. The
maximum number of primary branches per plant was
noted in IIHR-515 (C. mucospermus), while it was min-
imum in IIHR-277 (C. lanatus). IIHR-259 was most vigor-
ous in terms of length of the vines, while IIHR-86 had the
shortest vine. The fruit shape varied from round to oblong
while the primary fruit skin colour varied from light green
to yellow, the former states being predominant for both the
traits. Most of the genotypes possessed medium to dark
green striped fruits with few exceptions. The flesh colour
in different C. lanatus genotypes varied as red, pink,
canary yellow and salmon yellow. However, all the
genotypes belonging to C. colocynthis, C. amarus and
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C. mucospermus had white-fleshed fruits. The average fruit
weight varied from 0.1 kg in IIHR-573 (C. colocynthis) to
4.54 kg in IIHR-609 (C. lanatus) while the average number
of fruits varied from 0.20 in 23 different accessions to 3.75
in IIHR-197 (C. colocynthis). Most of the genotypes of
C. lanatus and C. colocynthis were dark-brown to tan
seeded while all the C. mucospermus accessions were
white seeded. The total soluble solid content varied from
1.0oBrix in IIHR-582 (C. colocynthis) to 11.33oBrix in
IIHR-608. In addition to the C. lanatus, six C. colocynthis
viz., IIHR-158, IIHR-202, IIHR-272, IIHR-286, IIHR-299
and IIHR-568 and 11 C. mucospermus viz., IIHR-310,
IIHR-517, IIHR-530, IIHR-532, IIHR-533, IIHR-533,
IIHR-534, IIHR-536, IIHR-537, IIHR-556, IIHR-587 and
IIHR-605 accessions produced non-bitter fruits.

The 23 SSRmarkers yielded a total of 69 alleles across the
germplasm panel. The range for the number of alleles var-
ied from 2 (BVWS00948, BVWS00297, BVWS00314,
BVWS00658, BVWS00826, BVWS00539 and BVWS00843)
to 5 (BVWS00228) with an average of 3 alleles per locus.
Average gene diversity and PIC were 0.4767 and 0.3946

respectively, recording mean heterozygosity of 14.26%
over the whole panel under study (Table 1).

Population structure analysis

The model-based analysis implemented in STRUCTURE re-
sulted in 30 data sets (three replications for each K from 1 to
10), which were then permuted for each K value by using
CLUMPP software. The actual number of populations could
not be inferred from the [LnP(D)] value as it increased con-
tinuously for each K from 1 to 10 (online Supplementary
Figure S1A). Hence, second-order statistics (Evanno et al.,
2005) was applied and a sharp peak of ΔK was obtained at
K = 2, suggesting the presence of two major populations
(online Supplementary Figure S1B). The Population I
(hereafter referred as Pop I) consisted of 271 accessions,
majority of which were from India (72.69%, n = 197/271),
followed by genotypes from the USA (55), Thailand (7),
China (3), Nigeria (3), Japan (2) and one genotype each
from Taiwan, Senegal, Botswana and Moldova. The

Table 1. General statistics of the SSR markers computed using PowerMarker v. 3.25

Marker Major Allele frequency Number of alleles Gene diversity Heterozygosity PIC

BVWS00948 0.5092 2 0.4998 0.8646 0.3749
BVWS00155 0.8763 3 0.2208 0.0108 0.2036
BVWS00297 0.5912 2 0.4834 0.0943 0.3665
BVWS00314 0.7759 2 0.3478 0.0658 0.2873
BVWS00048 0.6689 3 0.4926 0.0131 0.4377
BVWS00208 0.5901 4 0.5252 0.2453 0.4364
BVWS01708 0.5655 3 0.4929 0.2655 0.3731
BVWS00441 0.7417 3 0.3848 0.1457 0.3133
BVWS00658 0.5209 2 0.4991 0.0941 0.3746
BVWS00106 0.5926 4 0.5886 0.1235 0.5444
BVWS00233 0.6315 3 0.4688 0.0031 0.3631
BVWS00897 0.6214 3 0.5403 0.1197 0.4811
BVWS00433 0.4643 3 0.6408 0.0750 0.5686
BVWS00170 0.7169 3 0.4402 0.1490 0.3925
BVWS00369 0.6810 4 0.4880 0.2055 0.4427
BVWS00826 0.5922 2 0.4830 0.0863 0.3664
BVWS00209 0.5227 4 0.6252 0.2447 0.5658
BVWS00539 0.9207 2 0.1460 0.0032 0.1353
BVWS00843 0.5625 2 0.4922 0.1453 0.3711
BVWS02048 0.5232 3 0.5146 0.1207 0.3986
BVWS00236 0.5505 3 0.5030 0.0917 0.3854
BVWS00228 0.5128 5 0.5691 0.1090 0.4801
BVWS00839 0.5681 4 0.5170 0.0036 0.4134
Mean 0.6217 3 0.4767 0.1426 0.3946
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population II (hereafter referred as Pop II) contained 46 ac-
cessions from the USA (18), Nigeria (10), India (7),
Zimbabwe (3), two each from South Africa and Mali, and
one each from Thailand, Senegal, Ghana and Botswana
(Fig. 1, online Supplementary Table S3). The remaining
19 genotypes (nine from India, four from the USA, three
from Senegal, two from Nigeria and one from Zambia)
had membership probabilities less than 0.75 for any of
the populations, hence were classified into an admixture
group. The unweighted neighbour-joining tree was also
constructed for the accessions (Fig. 2) and the clades
were highlighted based on their area of the collection (A)
and species (B).

The two main populations could further be subdivided
into five subgroups based on the ΔK values 3 and 2, for
Pop I and Pop II, respectively. Population I, predominated
by C. lanatus accessions (83.76%), consisted of three sub-
groups viz., Pop I-A with 31 accessions (26 from the USA,
three from India and one each from China and Nigeria);
Pop I-B with 55 accessions (50 from India, three from
USA and one each from Thailand and Botswana) and
Pop I-C with 54 accessions (46 from India, five from USA
and one each from Nigeria, Thailand and Taiwan) and an
admixture group with 131 genotypes, predominantly from
India (74.81%, n = 98/131) (online Supplementary
Table S3). Population II was subdivided into two sub-
groups viz., Pop II-A and Pop II-B, consisting of 21 and
17 genotypes respectively, and an admixture group with
eight accessions. Both these sub-populations were predo-
minated by the C. mucospermus accessions (90.47% and
94.12%; respectively; Fig. 1 and online Supplementary
Table S2).

Analysis of Molecular Variance depicted significant dif-
ferences among the five sub-populations, with a maximum
genetic diversity of 33.5%. The genetic diversity within Pop
I-B was 22.04% followed by Pop I-C (14.75%), Pop I-A

(5.94%), Pop II-A (5.65%) and Pop II-B (4.25%). Pop I-B
had maximum genetic diversity in terms of maximum va-
lues of both PIC value (0.6396) and the number of alleles
per locus (2.5652) with a moderate frequency of major al-
leles (0.6704) while the minimum PIC (0.1843) and the
maximum frequency of major allele (0.8455) was recorded
in Pop I-A. Pop II-B exhibited the minimum number of al-
leles per locus (2.0435). Both expected and observed het-
erozygosity weremaximum in Pop II-A (0.3286 and 0.1689,
respectively) whereas the values were minimum in Pop I-A
(0.2167 and 0.0981 respectively; Table 2). The genetic dis-
tance between these subpopulations, revealed by the pair-
wise Fst values (Table 3), indicated Pop I-A and Pop II-B to
be the most diverse (Fst = 0.6021) followed by Pop I-C and
Pop II-B (Fst = 0.5558). The genetic distance (Fst = 0.2312)
was found to be the minimum between Pop I-B and Pop
II-A (Tables 2 and 3).

Formulation of the core set

A total of 194 indigenous Citrullus inbreds (19 hybrids and
their derivatives were excluded from a total of 213; here-
after referred as the entire collection), belonging to five dif-
ferent species were subjected to core set analysis. The
heuristic search in PowerCore identified 46 accessions as
the core collection (online Supplementary Table S1). The
values of MD, VD, CR and VR for the core set were 3.35,
29.89, 95.13 and 116.84%, respectively, as compared with
the entire collection of Indian inbreds. As the VR was
more than 100%, the resultant core collection is a good rep-
resentative of the entire collection. The CR was also more
than the 80% threshold suggested by Kim et al. (2007). This
indicated a homogeneous distribution of the genotypes in
the core collection. The distribution of Nei gene indices and
Shannon Weaver diversity indices were similar in core and

Fig. 1. Model-based clustering of 336 accessions in two main populations and five subpopulations.
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the original collection (Fig. 3). The value for Nei diversity
index varied from 0.078 (growth habit) to 0.779
(BVWS00106) with an average of 0.547 in the entire popu-
lation, while it varied from 0.126 (growth habit) to 0.808
(flesh colour) with an average of 0.587 in the core collec-
tion. Similarly, in the base collection, Shannon Weaver di-
versity index varied from 0.078 (growth habit) to 1.752
(BVWS00106) with an average of 1.016 in the entire collec-
tion, whereas in the core collection, it varied from 0.146
(growth habit) to 1.755 (BVWS00106) with an average of
1.120. A total of 16 markers (69.56% of 23 SSRs) had Nei di-
versity index of more than 60%, which implied the pres-
ence of greater genetic diversity in the accessions across
the markers (Fig. 3).

Discussion

Phenotypic and molecular evaluation of the panel

Watermelon is a speciality vegetable crop which is now-
adays bred keeping in view the specific traits preferred
by the growers, traders and consumers. In general, a variety
with a greater number of fruits per plant and bigger size of
the fruits are widely accepted by the growers; crispy sweet
flesh with fewer seeds by consumers and good shipping of
varieties by traders. Bushiness of the vine is the most desir-
able target trait when watermelon is bred for container or
rooftop garden or for planting in high density. The non-
lobed leaf trait can be used as a morphological marker
for maintenance of parental lines of hybrids as the charac-
ter is recessive to normal lobed leaf. This is governed by a
single dominant gene (ClLL1) situated on chromosome 4
(Wei et al., 2017). Though sweetness and flesh colour are
the two most important traits that strongly influence con-
sumer preference (Kyriacou et al., 2017); fruit shape, stripe
pattern and as well as seed colour also stands as one of the
key acceptance determining traits.

Microsatellite loci are prone to replication errors leading
to multiple alleles. Therefore, their use in the characteriza-
tion of genetic diversity provides better insights as com-
pared to SNPs which are generally biallelic (Reddy et al.,
2015). The average PIC value (0.3946) of all the SSR mar-
kers across the studied germplasm was less in magnitude
than that reported by Mujaju et al. (2011) (PIC = 0.92 for
22 Southern African accessions), Kwon et al. (2010)
(PIC = 0.50 for 49 commercial watermelon cultivars) and
Zhang et al. (2016) (PIC = 0.49 for 1197 accessions belong-
ing to seven Citrullus species), Singh et al. (2017)
(PIC = 0.46 for 88 accessions belonging to three Citrullus
species). However, our results corroborate with the PIC
value observed by Nantoume et al. (2013) (PIC = 0.35 for
134 landraces from Mali) and Munisse et al. (2013)
(PIC = 0.34 for 96 genotypes from Mozambique). Among

Fig. 2. Genetic relationship among 336 Citrullus sp.
accessions. Unweighted neighbour-joining tree constructed
using the genotypic data obtained from 23 SSR markers
across the accessions. Clades are highlighted based on their
area of collection (A) and species (B).
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various factors, the number and source of genotypes under
study and the level of polymorphism of the microsatellite
markers, have the greatest impact on the magnitude of
PIC. Though there are several studies on genetic diversity
of watermelon, the current study includes the largest
panel size only after Zhang et al. (2016) and the largest
panel of Indian accessions ever studied.

Population structure analysis

Insights into the genetic diversity and structure of germ-
plasm panel are crucial for the successful deployment
and efficient management of the genetic stocks (Li et al.,
2010). The predominance of the exotic and Indian acces-
sions into statistically distinct subpopulations (online
Supplementary Table S3) indicated that the evolution of
the exotic and Indian landraces is parallel and largely unre-
lated to each other. However, among the Indian inbreds,
the preponderance of C. lanatus and C. mucospermus
into different subpopulations indicated a clear distinction
between these two species, though they were reported to
be taxonomically close to each other (Guo et al., 2013;
Renner et al., 2017). Both Pop II-A and Pop II-B predomin-
antly included C. mucospermus genotypes (online
Supplementary Table S2), however, these populations

were statistically distinct (Table 3), indicating a genetic dis-
tinction among the accessions within the same species.

Across subpopulations, the magnitude of observed het-
erozygosity was less than the corresponding expected het-
erozygosity/gene diversity. This implies that inbreeding
has happened among the individuals during the process
of their evolution and/or domestication. Among the five
sub-populations, Pop I-B (with 90.90% Indian accessions);
comprised of C. lanatus (58.18%), C. colocynthis (40%)
and C. mucospermous (1.82%) accessions; recorded max-
imum value for the average number of alleles (2.5652),
maximum gene diversity (0.4184) and maximum PIC
(0.6396), implying presence of greater genetic diversity
among the genotypes (Table 2). However, Zhang et al.
(2016) reported low values for gene diversity (0.30), het-
erozygosity (0.03) and PIC (0.26) for the East-Asian geno-
types including 51 Indian accessions and found those
parameters to be highest in the subpopulation dominated
by the American ecotypes. Nimmakayala et al. (2014)
grouped both East-Asian and American ecotypes into a sin-
gle group while studying 130 accessions of cultivated
watermelon. These minor quantitative discrepancies ob-
served in various studies might be because of the sampling
size and source of genotypes used. Overall, the current
study employing a larger sample size of 213 accessions is
more representative of the available variability of the region
and hence recording higher diversity and PIC values in po-
pulations (Pop I-B and Pop I-C) predominated by the
Indian accessions when compared to earlier studies. In
the present study, the grouping of the genotypes belonging
to C. lanatus (32) and C. colocynthis (22) in Pop I-B con-
firms their genetic closeness to each other. Earlier, Mahla
et al. (2014) reported free gene flow between these two
species resulted in the development of several intermediate
forms in India. We found 19 accessions from overall, 131
from Pop I and eight from Pop II belonging to the admix-
ture groupwith partial ancestry frommore than one genetic
background which might have resulted from the complex

Table 2. Genetic diversity in the five sub-populations based on 23 SSR markers

Population
Major allele
frequency

Genotype
number

Sample
size

Average Allele
number

Gene
diversity Heterozygosity PIC

Overall 0.6217 5.2174 336 3.0000 0.4767 0.1426 0.3946
Pop I overall 0.6551 4.5652 271 2.8696 0.4402 0.1362 0.3623
Pop I-A 0.8455 2.4348 31 2.0870 0.2167 0.0981 0.1843
Pop I-B 0.6704 3.913 55 2.5652 0.4184 0.1533 0.6396
Pop I-C 0.7828 3.1739 54 2.3913 0.3046 0.1194 0.2580
Pop II
overall

0.7225 3.5217 46 2.4783 0.3553 0.1631 0.3010

Pop II-A 0.7551 2.9565 21 2.3478 0.3286 0.1689 0.2789
Pop II-B 0.7942 2.5652 17 2.0435 0.2750 0.1222 0.2324

Table 3. Pair-wise Fst estimates among the five subpopula-
tions identified

Population Pop I-A Pop I-B Pop I-C Pop II-A Pop II-B

Pop I-A 0.0000 0.3661 0.4443 0.4716 0.6021
Pop I-B 0.0000 0.2534 0.2312 0.3877
Pop I-C 0.0000 0.4333 0.5558
Pop II-A 0.0000 0.2383
Pop II-B 0.0000
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evolutionary process involving intercrossing and gene flow
between different taxa. The results indicate a probable ad-
vantage in the deployment of these adapted Indian land-
races in the watermelon breeding programmes to
increase the fitness value. One such example is a mega var-
iety, Arka Manik, developed at ICAR-IIHR, Bangalore dur-
ing the 1980s. It was derived from a cross between IIHR-21,
which is a local collection from Jahajpur, Rajasthan, India
and an American cultivar Crimson Sweet. This variety is re-
corded to possess resistance against downy mildew, pow-
dery mildew and anthracnose, giving it a wide range of
adaptability and is still being commercially cultivated
after three decades of its release.

Formulation of the core set

The formulated Indian core collection is comprised of 46 ac-
cessions belonging to three different species viz., C. lanatus
(29), C. colocynthis (14) and C. mucospermus (3). The size
of the core set (n = 46/194), i.e. 23.71% of the entire Indian
inbred-collection used, which is slightly higher than the gen-
eral size of core collections (10%) of the crop plants (Agrama
et al., 2009). This may be because of the collection of the ac-
cessions from the wild without much human intervention or
due to a small base panel. Zhao et al. (2010) also concluded
that accessions of wild species or landraces are richer in
terms of allele frequency as compared to commercially
bred varieties. Therefore, accessions belonging to different
species included in our study might have widened the size
of the core collection to ensure 100% allelic coverage.

Watermelon is not native to India. However, consider-
able diversity exists in various pockets of the country to
be treated as a secondary centre of diversity. Our study sig-
nifies the importance of this diversity in the well-adapted
landraces which can be used for broadening the genetic
base to improve the adaptive value of the modern-day

improved varieties that otherwise have a narrow genetic
base. The developed core collection would ease in main-
tenance of the diversity present among indigenous
Citrullus sp. accessions; would ease trait search while ex-
ploring Indian diversity and can also be used as a base
panel for associationmapping. Core collections from differ-
ent countries of diversity for this crop can be pooled to
form a global core. Such a global core would help in under-
standing trait diversity in entirety aiding in successful de-
ployment in breeding programmes.

Supplementary material
The supplementary material for this article can be found at https://
doi.org/10.1017/S1479262120000386.
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respective positions in watermelon genome.

S. Pal et al.366

https://doi.org/10.1017/S1479262120000386
https://doi.org/10.1017/S1479262120000386
https://doi.org/10.1017/S1479262120000386


References

Agrama HA, Yan WG, Lee F, Fjellstrom R, Chen MH, Jia M and
McClung A (2009) Genetic assessment of a mini-core subset
developed from the USDA Rice Gene bank. Crop Science 49:
1336–1346.

Black CA (1965) Methods of Soil Analysis: Part I- Physical and
Mineralogical Properties. American Society of Agronomy.
Madison, Wisconsin, USA. 1572 p.

Chomicki G and Renner SS (2015) Watermelon origin solved with
molecular phylogenetics including linnaean material: an-
other example of museomics. New Phytologist 205: 526–532.

Dane F and Liu J (2007) Diversity and origin of cultivated and
citron type watermelon (Citrullus lanatus). Genetic
Resources and Crop Evolution 54: 1255–1265.

Dane F, Liu J and Zhang C (2007) Phylogeography of the bitter
apple Citrullus colocynthis. Genetic Resources and Crop
Evolution 54: 327–336.

Doyle JJ and Doyle JJ (1987) A rapid isolation procedure for small
quantities of fresh leaf tissue.Phytochemical Bulletin 19: 11–15.

EvannoG, Regnaut S andGoudet J (2005) Detecting the number of
clusters of individuals using the software STRUCTURE: a
simulation study. Molecular Ecology 14: 2611–2620.

Frankel OH and Brown AHD (1984) Plant genetic resources today:
a critical appraisal. In: Holden JHW and Williams JT (eds.)
Crop Genetic Resources: Conservation and Evaluation.
London: Allen and Unwin Ltd. pp. 249–257.

Guo S, Zhang J, Sun H, Salse J, Lucas WJ, Zhang H, Zheng Y, Mao
L, Ren Y, Wang Z, Min J, Guo X, Murat F, Ham BK, Zhang Z,
Gao S, Huang M, Xu Y, Zhong S, Bombarely A, Mueller LA,
ZhaoH, HeH, Zhang Y, Zhang Z, Huang S, Tan T, Pang E, Lin
K, HuQ, KuangH, Ni P,Wang B, Liu J, KouQ, HouW, Zou X,
Jiang J, Gong G, Klee K, Schoof H, Huang Y, Hu X, Dong S,
Liang D, Wang J, Wu K, Xia Y, Zhao X, Zheng Z, Xing M,
Liang X, Huang B, Lv T, Wang J, Yin Y, Yi H, Li R, Wu M, Levi
A, Zhang X, Giovannoni JJ, Wang J, Li Y, Fei Z and Xu Y
(2013) The draft genome of watermelon (Citrullus lanatus)
and resequencing of 20 diverse accessions. Nature Genetics
45: 51–58.

Hwang J, Kang J, Son B, Kim K and Park Y (2011) Genetic diversity
inwatermelon cultivars and related species based on AFLP and
EST-ISSRs. Notulae Botanicae Horti Agrobotanici 39: 285–292.

JakobssonM and Rosenberg NA (2007) CLUMPP: a cluster matching
and permutation program for dealing with label switching
and multimodality in analysis of population structure.
Bioinformatics (Oxford, England) 23: 1801–1806.

Kim KW, Chung HK, Cho GT, Ma KH, Chandrabalan D, Gwag JG,
Kim TS, Cho EG and Park YJ (2007) Powercore: a program
applying the advanced M strategy with a heuristic search for
establishing allele mining sets. Bioinformatics (Oxford,
England) 23: 2155–2162.

Kwon YS, Oh YH, Yi SI, Kim HY, An JM, Yang SG, Ok SH and Shin
JS (2010) Informative SSR markers for commercial variety
discrimination in watermelon (Citrullus lanatus). Genes and
Genomics 32: 115–122.

Kyriacou MC, Rouphael Y, Colla G, Zrenner R and Schwarz D
(2017) Vegetable grafting: the implications of a growing
agronomic imperative for vegetable fruit quality and nutritive
value. Frontiers in Plant Science 8: 741. https://www.fron-
tiersin.org/article/10.3389/fpls.2017.00741.

Levi A, Thies JA, Wechter WP, Harrison HF, Simmons AM, Reddy
UK, Nimmakayala P and Fei Z (2013) High frequency oli-
gonucleotides: targeting active gene (HFO-TAG) markers
revealed wide genetic diversity among Citrullus Spp.

accessions useful for enhancing disease or pest resistance in
watermelon cultivars. Genet Resources and Crop Evolution
60: 427–440.

Levi A, Jarret R, Kousik S, Wechter WP, Nimmakayala P, Reddy U
(2017) Genetic resources of watermelon. In: Grumet R, Katzir
N and Garcia-Mas J (eds.) Genetics and Genomics of
Cucurbitaceae, Plant Genetics and Genomics: Crops and
Models. Cham, Switzerland: Springer International Publishing
AG, pp. 87–110.

Li J, Schulz B and Stich B (2010) Population structure and genetic
diversity in elite sugar beet germplasm investigated with SSR
markers. Euphytica 175: 35–42.

Liu KJ and Muse SV (2005) Powermarker: an integrated analysis
environment for genetic marker analysis. Bioinformatics
(Oxford, England) 21: 2128–2129.

Mahla HR, Singh JP and Roy MM (2014) Seed Purpose Watermelon
in Arid Zone. Jodhpur, Rajasthan, India: Central Arid Zone
Research Institute, pp. 1–39.

Minsart LA, Zoro IA, Dje Y, Baudoin JP, Jacquemart AL and Bertin
P (2011) Set up of simple sequence repeat markers and first
investigation of the genetic diversity of West African water-
melon (Citrullus lanatus ssp. vulgaris Oleaginous type).
Genetic Resources and Crop Evolution 58: 805–814.

Mujaju C, Zborowska A, Werlemark G, Garkava-Gustavsson L,
Andersen SB and Nybom H (2011) Genetic diversity among
and within watermelon (Citrullus lanatus) landraces in
Southern Africa. Journal of Horticultural Science and
Biotechnology 86: 353–358.

Munisse P, Jensen BD and Andersen SB (2013) Genetic differen-
tiation of watermelon landraces in Mozambique using
microsatellite markers. African Journal of Biotechnology 12:
5513–5521.

Nantoume AD, Andersen SB and Jensen BD (2013) Genetic dif-
ferentiation of watermelon landrace types in Mali revealed by
microsatellite (SSR) markers. Genetic Resources and Crop
Evolution 60: 2129–2141.

Nei M (1973) Analysis of gene diversity in subdivided populations.
Proceedings of the National Academy of Sciences of the
United States of America 70: 3321–3323.

Nimmakayala P, Abburi VL, Bhandary A, Abburi L, Vajja VG,
Reddy R, Malkaram S, Venkatramana P, Wijeratne A,
Tomason YR, Levi A, Wehner TC and Reddy UK (2014) Use
of VeraCode 384-plex assays for watermelon diversity ana-
lysis and integrated genetic map of watermelon with single
nucleotide polymorphisms and simple sequence repeats.
Molecular Breeding 34: 537–548.

Olsen SR, Cole CV,Watanabe FS andDean LA (1954) Estimation of
Available Phosphorus in Soils by Extraction with Sodium
Bicarbonate. Washington: Circular of US Department of
Agriculture. 939, 19.

Paris HS, DaunayMC and Janick J (2013) Medieval iconography of
watermelons in Mediterranean Europe. Annals of Botany
112: 867–879.

Perrier X and Jacquemoud-Collet JP (2006) DARwin software.
Available at: http://darwin.cirad.fr/.

Pritchard JK, Stephens M and Donnelly P (2000) Inference of
population structure from multilocus genotype data.
Genetics 155: 945–959.

Rao ES, Kadirvel P, Symonds RC, Geethanjali S and Ebert AW (2012)
Using SSR markers to map genetic diversity and population
structure of Solanum pimpinellifolium for development of a
core collection. Plant Genet Resources 10: 38–48.

Reddy UK, Abburi L, Abburi VL, Saminathan T, Cantrell R, Vajja VG,
Reddy R, Tomason YR, Levi A, Wehner TC and Nimmakayala

Genetic diversity, population structure and development of a core collection of Indian accessions of watermelon 367

https://www.frontiersin.org/article/10.3389/fpls.2017.00741
https://www.frontiersin.org/article/10.3389/fpls.2017.00741
https://www.frontiersin.org/article/10.3389/fpls.2017.00741
http://darwin.cirad.fr/
http://darwin.cirad.fr/


P (2015) A genome-wide scan of selective sweeps and asso-
ciation mapping of fruit traits using microsatellite markers in
watermelon. Journal of Heredity 106: 166–176.

Ren Y, Zhao H, Kou Q, Jiang J, Guo S, Zhang H, Hou W, Zou X,
Sun H, Gong G, Levi A and Xu Y (2012) A high resolution
genetic map anchoring scaffolds of the sequenced water-
melon genome. PLoS One 7: e29453.

Renner SS, Sousa A and Chomicki G (2017) Chromosome num-
bers, Sudanese wild forms, and classification of the water-
melon genus Citrullus, with 50 names allocated to seven
biological species. Taxonomy 66: 1393–1405.

Shannon CE and Weaver W (1963) The Mathematical Theory of
Communication. Urbana: University of Illinois Press. (First
published in 1949).

Singh D, Singh R, Sandhu JS and Chunneja P (2017) Morphological
and genetic diversity analysis Citrullus Landraces from India
and their genetic interrelationship with continental water-
melons. Scientia Horticulturae 218: 240–248.

SubbiahBV andAsija GL (1956)A rapid procedure for the estimation
of available nitrogen in soils. Current Science 25: 259–260.

Wehner TC (2008) Watermelon. In: Prohens J and Nuez F (eds.).
Handbook of Plant Breeding; Vegetables I: Asteraceae,
Brassicaceae, Chenopodiaceae, and Cucurbitaceae.
New York: Springer Science Business LLC, pp. 381–418.

Wei C, Chen X, Wang Z, Liu Q, Li H, Zhang Y, Ma J, Yang J and
Zhang X (2017) Genetic mapping of the Lobed Leaf 1 (ClLL1)
gene to a 127.6-kb region in watermelon (Citrullus lanatus
L.). PLoS One 12: e0180741.

Zhang H, Wang H, Guo S, Ren Y, Gong G, Weng Y and Xu Y
(2012) Identification and validation of a core set of micro-
satellite markers for genetic diversity analysis in watermelon,
Citrullus lanatus thumb. Matsum. Nakai. Euphytica 186:
329–342.

Zhang H, Fan J, Guo S, Ren Y, Gong G, Zhang J, Weng Y, Davis A
and Xu Y (2016) Genetic diversity, population structure and
formation of core collection of 1197 Citrullus Accessions.
HortScience 51: 23–29.

Zhao R (2015) A History of Food Culture in China. New York:
SCPG Publishing Co.

Zhao W, Cho GT, Ma KH, Chung JW, Gwag JG and Park YJ
(2010) Development of an allele mining set in rice using a
heuristic algorithm and SSR genotype data with least
redundancy for the post-genomic era. Molecular Breeding
26: 639–651.

Zoltán T, Gyulai G, Szabó Z, Horváth L and Heszky L (2007)
Watermelon (Citrullus lanatus) production in Hungary from
the Middle Ages (13th century). Hungarian Agricultural
Research 4: 14–19.

S. Pal et al.368



Reproduced with permission of copyright owner. Further reproduction
prohibited without permission.


	Understanding genetic diversity, population structure and development of a core collection of Indian accessions of watermelon (Citrullus lanatus (Thunb.) Matsum. and Nakai)
	Abstract
	Introduction
	Materials and methods
	Plant materials
	Experimental site and morphological evaluation
	Simple sequence repeat genotyping for molecular analysis
	Statistical analysis

	Results
	Phenotypic and molecular evaluation of the panel
	Population structure analysis
	Formulation of the core set

	Discussion
	Phenotypic and molecular evaluation of the panel
	Population structure analysis
	Formulation of the core set

	Acknowledgements
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


