J. AMER. Soc. HorrT. Sci1. 139(6):657-668. 2014.
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ABsTrRACT. Amplified fragment length polymorphism (AFLP) was used to assess genetic relatedness among 23 popular
commercial cultivars of lychee (Litchi chinensis) and identify the markers associated with small-seeded cultivars. A
combination of three primer pairs with high discriminatory ability was selected for resolving the identity of lychee
cultivars. The marker system resolved the instances of synonymies and homonymies. The two cultivars, Dehrarose
and Dehradun, whose names are often used interchangeably, could be discriminated by AFLP. A cultivar, Calcuttia
(H), grown in the Punjab region was found genetically very similar to China (M) of Bihar region in India, suggesting
that both could be the same clone. A number of cultivars with contrasting seed size were included in the study. The
cultivars Bedana, Seedless Late, and China were positioned in one group, unlike the grouping previously reported
based on morphological traits. The AFLP fingerprinting revealed five marker fragments exclusive to the genotypes,

which bear fruit with small seed and large pulp.

Lychee is a subtropical evergreen fruit tree of family
Sapindaceae (soapberry) and subfamily Nepheleae. The edible
portion (aril) of the non-climacteric lychee fruit has a sweet and
acidic taste, which makes it delicious and popular. The com-
mercial lychee (Litchi chinensis ssp. chinensis) is native of
southern China and northern Vietnam (Huang et al., 2005).
China, India, Vietnam, Taiwan, Thailand, Madagascar, Nepal,
Bangladesh, South Africa, Australia, Indonesia, Israel, Philip-
pines, and the United States are the major centers for production
(Diczbalis, 2011; Singh et al., 2012b). India ranks second, after
China, in the production of lychee fruit, with ~84,000 ha area
under lychee cultivation (Huang et al., 2005; National Horti-
culture Board, 2013).

China has the oldest history of lychee cultivation; the first
reference dates back to 200 BCE in Hainain, Guangdong, and
Guangxi (Huang et al., 2005). More than 200 cultivars or lines
have been identified in China, although only 15 are widely
cultivated commercially (Viruel and Hormaza, 2004). Lychee
was introduced to India in the 18th century through Burma
(Singh and Babita, 2002). Nearly 40 cultivars of lychee are
grown, although only eight are commercially significant (Singh
et al., 2012b). Fruit shape, skin protuberance, seed shape, leaf
shape, flushing pattern, flush color, and flowering time are used
to distinguish lychee cultivars. Based on the morphological
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traits, the Indian cultivars have been categorized in five groups
(Table 1) (Dwivedi and Mitra, 1996; Singh and Babita, 2002).
Some of the cultivars bear distinctly small to rudimentary seed
and larger flesh. The morphological features are affected by
climate and soil conditions, and this sometimes causes confu-
sion in naming the cultivars (Degani et al., 2003; Huang et al.,
2005). Seedlings of certain cultivars are morphologically
similar and thus are often misidentified. The dissemination of
lychee cultivars in neighboring states further adds to such
confusion (Degani et al., 2003). It is, therefore, important to
know genetic diversity in lychee and standardize identification
of the cultivars. This is required for germplasm management
and accelerated breeding programs. Attempts have been made
to fingerprint and classify lychee cultivars using isozymes
(Aradhya et al., 1995; Degani et al., 1995) and DNA poly-
morphism using random amplified polymorphic DNA [RAPD
(Anuntalabhochai et al., 2002; Chundet et al., 2007; Kumar
et al., 2010; Tongpamnak et al., 2002)], simple sequence repeat
[SSR (Madhou et al., 2013; Mingfang et al., 2006; Sima et al.,
2005; Viruel and Hormaza, 2004)], intersimple sequence repeat
[ISSR (Degani et al., 2003)], and AFLP (Ganjun et al., 2003;
Tongpamnak et al., 2002). Three studies have included Indian
lychee cultivars in the molecular analysis, using ISSR (Degani
et al., 2003), SSR (Madhou et al., 2013), and RAPD (Kumar
et al., 2010) markers. Unlike many other genotyping tech-
niques, AFLP offers genome-wide and easily reproducible
screening of genetic diversity without the knowledge of
genome sequence (Blignaut et al., 2013; Jones et al., 1997;
Vuylsteke et al., 2007). An AFLP-dominant marker system has
been established as a promising alternative to codominant
markers such as SSRs and single nucleotide polymorphisms
(Belaj et al., 2003; Campbell et al., 2003; Gerber et al., 2000;
Jones et al., 1997; Meudt and Clarke, 2007; Schlotterer, 2004;
Sunnucks 2000). The multiallelic microsatellite loci are highly
informative with high discriminating capacity, whereas the
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genome-wide di-allelic AFLP loci derive their statistical power
from their sheer number (Belaj et al., 2003; Mariette et al.,
2002; Sunnucks, 2000). In some of the studies that examined
relative use of microsatellites and AFLPs in plants, congruent
results were obtained with the two techniques (Woodhead et al.,
2005). In few of the studies, AFLP was found to outperform
microsatellites for genetic differentiation and thus can sometimes
be more informative (Barbosa et al., 2003; Campbell et al., 2003;
Jones et al., 1997; Kremer et al., 2005; Mariette et al., 2002;
Perseguini et al., 2011; Woodhead et al., 2005). In addition, AFLP
has been suggested as a preferred technique for detecting relation-
ships among closely related cultivars (Guo et al., 2005).

The aim of the present study was to elucidate molecular
diversity among the elite lychee cultivars grown in India. We
used three primer combinations (EcoRI-AAC/Msel-CTG,
EcoRI-ACC/Msel-CAT, and EcoRI-AGC/Msel-CAT) for the
characterization of 23 Indian lychee cultivars. In a previous
study, the primers had been identified as polymorphic for the
analysis of genetic diversity among Chinese lychee cultivars
(Ganjun et al., 2003). The genotyping data, presented in our
study, evaluate suitability of the AFLP marker system in
establishing genetic relationships among lychee cultivars and
identified unique fragments associated with the cultivars with
small seed size and more pulp in fruit.

Materials and Methods

PLANT MATERIALS. Leaf material was collected from 23
lychee cultivars (Table 1), morphologically characterized,
and documented at the national litchi germplasm repository,
National Research Center for Litchi (NRCL), Indian Council of
Agriculture Research, Muzaffarpur, India. These cultivars are
commercially grown in different parts of India. Leaf material
was collected from different cultivars grown in the research
field of NRCL (denoted as “M”), Fruit Research Station,
Punjab Agriculture University, Hoshiarpur, Punjab (denoted
as “H”), and Yadvendra Garden, Department of Horticulture,
Pinjore, Haryana (denoted as “P”’). The details of the cultivars
are reported in Table 1.

DNA exTrACTION. Genomic DNA was extracted from 100
mg of apical young leaves with DNeasy Plant Mini kit (Qiagen,
Valencia, CA) following the manufacturer’s protocol. The
yield and quality of genomic DNA were determined using
a spectrophotometer (Infinite® M200 PRO NanoQuant; Tecan,
Mainnedorf, Switzerland). The DNA samples were visualized
on ethidium bromide-stained 0.8% agarose gels.

AFLP anaLysis. AFLP was performed using the Selective
Amplification Start up Kit for Regular Plant Genomes (500 to
6000 Mb; Applied Biosystems, Foster City, CA) following the
manufacturer’s protocol. For each sample, 500 ng genomic
DNA was used for restriction ligation reaction. All adaptors and
polymerase chain reaction primers were provided as the kit
components. The AFLP reactions were performed by using three
primer combinations, EcoRI-AAC/Msel-CTG, EcoRI-ACC/
Msel-CAT, and EcoRI-AGC/Msel-CAT, which had been iden-
tified as polymorphic in a previous study (Ganjun et al., 2003).

STATISTICAL ANALYSIS. Genemapper (Version 4.1; Applied
Biosystems) was used for automated fragment size calling and
scoring with the manufacturer’s default settings. The distinct and
well-resolved fragments in the size range 50 to 500 bp were
scored. The presence or absence of all fragments was confirmed
manually to avoid ambiguities arising as a result of intensity
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differences between samples. Binary data tables showing alleles
were generated and imported into tab-delimited text files.

The following statistical analyses were performed to exam-
ine the discriminatory power of the AFLP marker system: gene
diversity, marker index, resolving power, and probability of
identical match by chance.

Gene diversity of each allele was calculated as previously
proposed (Roldan-Ruiz et al., 2000): GD; = 2f; (1-fi), where
GD; = gene diversity i, f; = frequency of the marker bands
present, and 1-fi = frequency of marker bands absent. Marker
index (MI) was calculated for each primer combination
(Milbourne et al., 1997; Powell et al, 1996): MI = GD x
EMR, where EMR is the product of the fraction of polymorphic
loci and the number of polymorphic loci. Resolving power (Rp)
of each primer set was calculated as proposed by Prevost and
Wilkinson (1999): Rp = X Ib, where Ib (band informativeness)
takes the value of 1 —[2 x |0.5—p|] where, p = proportion of the
genotypes containing the band.

Probability of identical match by chance (Pi) of each primer
combination was calculated according to Wetton et al. (1987):
Pi = X™ where X (similarity index between two genotypes) =
2Nap/(Na+Np), n = average number of bands in two genotypes,
Nap = number of bands present in two genotypes, A and B,
Na =number of bands in genotype A, and N = total number of
bands in genotype B. Pi was calculated for each possible
comparison between pairs of cultivars and for each primer
combination and cumulative data (Ramakrishna et al., 1994).
The minimum and maximum probability of identical match by
chance was also determined.

The unweighted neighbor joining algorithm cluster analysis
was performed to produce dendrogram of genetic relationships
among cultivars using DARwin software [Version 5.0.158
(Perrier and Jacquemoud-Collet, 2006)]. Bootstrapping analy-
sis was carried out for the assessment of the robustness of the
dendrogram topology based on coefficients of Jaccard (J).
Genetic distance among the cultivars was measured based on
Nei-72 distance matrix using the NTSYSpc 2.21r software
package (Rohlf, 2008). Principal coordinate analysis (PCoA)
was done to establish the location of the 23 individuals in two
dimensions using the NTSY Spc software.

Reproducibility of the AFLP fingerprinting was examined
by repeating all the experimental steps on 17% individuals with
biological replicates, as suggested previously (Bonin et al.,
2004). The error rate was calculated for the biological replicates
as the percentage of loci that were mismatched between the
replicate pairs (Pompanon et al., 2005).

Results and Discussion

Because lychee has a narrow genetic base, assessing genetic
variability and broadening genetic diversity are desirable for
cultivar improvement (Huang et al., 2005; Singh et al., 2012b;
Singh and Babita, 2002). Most of the Indian lychee cultivars
have been introduced in India from China, as seedlings or
clones, and renamed (Singh et al., 2012b). The 23 cultivars used
in the present study are classified into five groups based on
morphological traits (Table 1). The AFLP fingerprinting of
these cultivars gave a total of 311 scorable bands. The number
of fragments ranged from 78 (EcoRI-AAC + Msel-CTG) to 129
(EcoRI-ACC + Msel-CAT) with a mean of 97.9% polymor-
phism (Table 2). Bands were scored by hand with reiterative
approach, as described by Triplett et al. (2010), to minimize
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Table 2. Degree of polymorphism and information content for three amplified fragment length polymorphism primer combinations applied to 23

Indian lychee cultivars.

Polymorphic Exclusive
Primer combination Total bands (no.) bands (%) bands (no.) Genetic diversity Marker index Resolving power
EcoRI-AAC + Msel-CTG 78 94.87 16 0.27 £0.15 19.22 30.43
EcoRI-ACC + Msel-CAT 129 100 31 0.24 £0.12 31.00 40.08
EcoRI-AGC + Msel-CAT 104 99.04 25 0.26 £0.14 26.64 37.21
Average 103.67 97.97 24 0.25+0.13 25.62 £5.95 35.90 +4.95

homoplasy effect in the data. Monomorphic and low-intensity
bands were not considered in the analysis. Bands identified by
the primer combinations used in this study were substantially
polymorphic (97.9%) and efficiently discriminated the Indian
commercial lychee cultivars. This is in agreement with the earlier
report (Ganjun et al., 2003), in which the same set of primers was
used to classify 39 Chinese lychee cultivars. The AFLP
fingerprinting resolved the 39 Chinese cultivars differently from
the traditional classification based on the morphological traits.

In our study, AFLP fingerprints were able to discriminate the
23 Indian lychee cultivars. The GD for the markers ranged from
0.083 to 0.499 with a mean of 0.25 + 0.13 per assay units. The
MI of the primer sets ranged from 19 to 31 with an average of
25.62 = 5.95. All the primer combinations were attributed with
resolving power (Rp) ranging from 30 to 40 (average 35.90 +
4.95). The high values of GD, M1, and Rp are in agreement with
the fairly good discriminatory potential of efficient AFLP
markers (Behera et al., 2008; Blignaut et al., 2013; Kesari
et al., 2010; Laurentin, 2009; Sathyanarayana et al., 2011). A
significant positive correlation was noticed among MI, Rp, and
GD with coefficients of determination (R?) = 0.991 (MI and
Rp), 0.924 (GD and MlI), and 0.868 (GD and Rp). The positive
correlation among GD, MI, and Rp suggests that any of the
three parameters can be used to select the informative primer
combination (Tatikonda et al., 2009).

The minimum, maximum, and average probability of
identical match by chance per primer is given in Table 3.
Maximum value for Pi was obtained for the primer combination
EcoRI-ACC + Msel-CAT (0.3579) between cultivars Green
(M) and Sarguja (M) followed by between ‘Rose Scented’ (M)
and ‘Ajhauli’ (M) (0.213) with primer combination EcoRI-
AGC + Msel-CAT. The average Pi for each primer was
considerably less (= 0.0064) and the total Pi for all the three
primer combinations was even less at 2.701 x 10°°. Pi expresses
the probability of a band present in one genotype for being
present in the other genotype also (Ramakrishna et al., 1994).
Significantly, low average Pi for the marker system (2.701 x
107%) suggests the capability of the marker system to distinguish
identity and purity of lychee cultivars.

The Jaccard’s coefficients of similarity (J), which considers
matches between bands that are present (Bonin et al., 2007), is

recommended for dominant markers such as AFLP (Laurentin
and Karlovsky, 2007; Link et al., 1995). The dendrogram of the
genetic relationship was produced by clustering the data based
on J. Two distinct groups of cultivars were observed with high
bootstrapping values (more than 95%), Cluster II [Purbi (M),
Calcuttia (M), and Calcuttia Late (M)], and Cluster IV [China
(M), Calcuttia (H), Seedless Late (P), Seedless Late (H), and
Bedana (M)] (Fig. 1). Unlike the morphological classification,
cultivar China (M) was placed along with the subcluster of
Bedana (M) and Seedless Late (H, P) with 100% confidence of
bootstrapping (Fig. 1). The positioning of the subcluster
comprising cultivars China (M) and Bedana (M)/Seedless Late
(H/P) is supported by the genetic distance of less than 0.5
(Table 4), less Pi (Pi = 1.77 x 1072*) and similar physicochem-
ical characteristics such as cracking, acidity, and total sugar
percentage among cultivars Bedana (M)/Seedless Late (H, P)
and China (M) (Singh et al., 2012b). Three cultivars [Mandraji
(M), Surguja, and CHES2 (M)] were grouped in cluster I with
the bootstrapping of 65%. ‘Dehradun’ (M) and ‘Bombai’ (M)
were close to Clusters I and II, respectively, with a confidence
of 24% and 38% bootstrapping, respectively (Fig. 1). The
positioning of ‘Mandraji’ (M) and ‘CHES2’(M) in Cluster I and
‘Purbi’ (M) and ‘Calcuttia’ (M) in Cluster II favors the
classification based on the morphological traits, which placed
these cultivars together in the same Group II (Table 1).
Cluster IIT was compromised of four cultivars [Shahi (M),
Green (M), Dehra Rose (M), Yogda (M)] with a bootstrapping
support of 43% (Fig. 1). Two cultivars, Ajhauli (M) and Rose
Scented (M), were separated from cluster III with a bootstrap-
ping confidence of 34% (Fig. 1). Grouping of ‘Shahi’ (M),
‘Green’ (M), ‘Dehra Rose’ (M), ‘Ajhauli’ (M), and ‘Rose
Scented’ (M) together agrees with the morphology-based clas-
sification (Group I, Table 1). The close genetic relation between
‘Ajhauli’ (M) and ‘Rose Scented’ (M) (genetic distance 0.116) is
supported by similar physicochemical characteristics such as
cracking, total soluble sugars, acidity, and total sugars (Singh
et al., 2012b). The cultivars Swarn roopa (M), Longia (M),
Trikolia (M), and Kasba (M) failed to group in any cluster.
The biplot from PCoA analysis of the AFLP markers supported
the clustering pattern among the cultivars (Fig. 2). The AFLP
analysis resolved similar clustering patterns when a representative

Table 3. Minimum, maximum and average probability of identical match by chance for three amplified fragment length polymorphism primer

combinations applied to 23 Indian lychee cultivars.

Probability of identical match by chance between cultivars

Primer combination Minimum Maximum Average
EcoRI-AAC + Msel-CTG 5.835 x 1071° 0.0744, Seedless Late (H) and Bedana (P) 0.00243
EcoRI-ACC + Msel-CAT 9.266 x 10°%¢ 0.3579, Green (M) and Sarguja (M) 0.00626
EcoRI-AGC + Msel-CAT 1.35%x 10738 0.213, Rose Scented (M) and Ajhauli (M) 0.00232
Total 1.74 x 107 0.0006, Rose Scented (M) and Ajhauli (M) 2.701 x 10°¢
J. AMEer. Soc. Hort. Sci. 139(6):657-668. 2014. 661
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Fig. 1. Unweighted neighbor-joining tree of Indian lychee cultivars based on Jaccard’s coefficient using 306 polymorphic amplified fragment length polymorphism
(AFLP) markers. Bootstrapping values, involving 1000 repetitions, was carried out to determine the robustness of the dendrogram. Bootstrapping values are
indicated for clusters with values equal or higher than 40%. The scale represents Jaccard’s similarity coefficient [DARwin Version 5.0.158 (Perrier and
Jacquemoud-Collet, 2006)]; M = National Research Center for Litchi (NRCL), Muzaffarpur, Bihar, India; H = Fruit Research Station (FRS), Hoshiarpur, Punjab,
India; P = horticulture plot, Yadvendra Garden (YG), Pinjore, Haryana, India.

data comprising biological replicates of 17% cultivars was loci (Madhou et al., 2013). Although the SSR markers showed
analyzed (Fig. 3). The AFLP profiling revealed 2% to 5% dif- considerably high power of resolution, of eight Indian cultivars,
ferences between the biological replicate pairs (data not shown).  six were undistinguishable (‘Bengal 2m’, ‘Calcuttia Late Sm’,

In a recent study, molecular polymorphism was character- ‘Calcutta 10r’, ‘Bengali 12r’, ‘Saharanpur 15r°, ‘Bengal 22r°,
ized among Lychee accessions by using 11 microsatellite (SSR)  ‘Rose Scented 32r’, ‘Mujjafarpur 35r°, and ‘Bengal 3s’).

662 J. AMEer. Soc. Hort. Scr. 139(6):657-668. 2014.
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Fig. 2. Two-dimensional graph from the principal coordination analysis of 306 amplified fragment length polymorphism (AFLP) markers of lychee cultivars
[DARwin Version 5.0.158 (Perrier and Jacquemoud-Collet, 2006)]; M = National Research Center for Litchi (NRCL), Muzaffarpur, Bihar, India; H = Fruit
Research Station (FRS), Hoshiarpur, Punjab, India; P = horticulture plot, Yadvendra Garden (YG), Pinjore, Haryana, India.

Among the six unresolved cultivars, three (Calcuttia Late,
Calcutta, and Rose Scented) were common with our study. Our
AFLP marker analysis was able to differentiate ‘Rose Scented’
from ‘Calcuttia’ and ‘Calcuttia Late’ by a genetic distance of
0.521 and 0.444, respectively, unlike being unresolved by SSR
fingerprinting. This could be suggestive of higher resolving
power of the AFLP markers. In ISSR marker analysis, ‘Bedana’
was placed far removed from ‘Late Seedless’ and ‘Seedless’
(Degani et al., 2003). In the present study, AFLP fingerprinting
identified close genetic similarity between the small-seeded
cultivars, Bedana and Seedless Late, which agrees with
morphological resemblance between them.

The AFLP marker system discriminated ‘Dehra Rose’ (M)
from ‘Dehradun’ (M), which are often mistaken for each other
(Singh et al., 2012b). This result coincides with the findings of
ISSR marker analysis (Degani et al., 2003). This suggests that the
morphological characterization can be corrected by molecular
studies for identifying the two cultivars in different parts of India.

The cluster analysis revealed considerable genetic similarity
between ‘Ajhauli’ (M) and ‘Rose Scented’” (M) and ‘Purbi’ (M)
and ‘Calcuttia’ (M) (Fig. 1) with the Nei-72 genetic distance of
0.116 and 0.157, respectively (Table 4). The cultivar known as
Calcuttia (H) grown in the Fruit Research Station (FRS),
Hosiarpur, Punjab, was genetically very similar to China (M)
grown in NRCL, Muzaffarpur (Fig. 1; Table 4), suggesting that
‘Calcuttia’ (H) growing in FRS could be the same clone as

664

China (M). The genetic distance between ‘Bedana’ (M)/‘Seed-
less Late’ (P, H) and ‘Calcuttia’ (H) being similar as that of
‘Bedana’ (M)/‘Seedless Late’ (P, H) and ‘China’ (M) further
supports the speculation (Table 4). Thus, the genotypic finger-
printing with the primer combinations used in the study could
detect and resolve the instances of “same cultivar with different
names” in the case of lychee.

Substantial genetic similarity was observed between ‘Cal-
cuttia Late’ (M) and ‘Calcuttia’ (M) (Fig. 1). A similar result
was obtained in the microsatellite markers-based study
(Madhou et al., 2013). The ‘Seedless Late’ (H, P) plants growing
in the Punjab and Haryana region were grouped with ‘Bedana’
(M) of the Bihar region (Fig. 1; Table 4). The cultivars, Longia
(M), Swarnroopa (M), and China (M), were most distantly
related (Nei-72 genetic distance was more than 1.5) with one
another (Fig. 1; Table 4). The AFLP characterization agrees
with the placement of ‘Kasba’ (M) and ‘Longia’ (M) in
distinctly separate groups on the basis of morphological traits
(Table 1; Fig. 1). In morphological classification, ‘Swarnroopa’
was placed with ‘Bedana’, whereas in the AFLP clustering
pattern, it was separated from the ‘Bedana’ group by a confi-
dence level of 78% bootstrapping (Fig. 1).

The number of bands per genotype ranged from 56 for
‘Surguja’ (M) to 119 for ‘Calcuttia’ (H). Seventy-two unique
bands were observed in the 23 cultivars. The cultivar Swarn-
roopa (M) had a maximum number of exclusive bands (14)

J. AMER. Soc. HorT. Sc1. 139(6):657-668. 2014.
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Fig. 3. Unweighted neighbor-joining tree of 23 Indian litchi cultivars, with replicates of four cultivars, based on Jaccard’s coefficient using 350 polymorphic
amplified fragment length polymorphism (AFLP) markers. The replicates are: ‘Seedless Late’ (A-B), ‘Bedana’ (A-B), ‘China’ (A-B), and ‘Calcuttia’ (A-B).
Bootstrapping values, involving 1000 repetitions, was carried out to determine the robustness of the dendrogram. Bootstrapping values are indicated for clusters
with values equal or higher than 40%. The scale represents Jaccard’s similarity coefficient [DARwin Version 5.0.158 (Perrier and Jacquemoud-Collet, 2006)];
M = National Research Center for Litchi (NRCL), Muzaffarpur, Bihar, India; H = Fruit Research Station (FRS), Hoshiarpur, Punjab, India; P = horticulture plot,
Yadvendra Garden (YG), Pinjore, Haryana, India.
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Fig. 4. (A) Fruit of small- and bold-seeded Indian Lychee cultivars. The small-seeded cultivar (Bedana) contains more pulp and small seed in fruit as compared with
the bold-seeded cultivar (China). (B) Comparison of average fruit weight, pulp weight, and seed weight of small- and bold-seeded cultivars. The error bars indicate
the sk in 75 fruit harvested from three different plants (25 fruit from each plant) of each genotype.

Table 5. Unique bands identified exclusively in small-seeded lychee cultivars: the size of unique bands, genetic diversity and band
informativeness of the amplified fragment length polymorphism primer combinations.

Band in small-seeded

Band in bold-seeded

Primer Band size (bp) genotypes genotypes Genetic diversity Band informativeness
EcoR1 AAC/Msel CTG 126 Present Absent 0.30178 0.3964

EcoR1 ACC/Msel CAT 106 Present Absent

EcoRl1 ACC/Msel CAT 162 Present Absent

EcoR1 ACC/Msel CAT 202 Present Absent

EcoRl1 ACC/Msel CAT 210 Present Absent

followed by ‘Longia’ (M) (12) and ‘Bedana’ (M) (six), whereas
“Yogda’ (M) and ‘Calcuttia’ (M) did not show unique bands.

Exclusive fingerprints were identified in the cultivars having
small seed and large pulp in the fruit in comparison with the
bold-seeded cultivars (Fig. 4). Five AFLP fragments unique to
the small-seeded cultivars were noticed in case of ‘Bedana’
(M), ‘Seedless Late’ (H), and ‘Seedless Late’ (P) (Table 5). Of
these, one unique fragment was obtained by using EcoRI AAC/
Msel CTG and the other four by EcoRI ACC/Msel CAT primer
pairs. The three cultivars were not genotypically identical. The
AFLP profile showed 76% similarity between cultivars Seed-
less Late (P, H) and Bedana (M) (Supplemental Table 1). The
genotypic difference of 24% is significant because the repli-
cates, for example the duplicate samples of ‘Bedana’ (M) and
‘Seedless Late’ (H), showed 97% and 95% similarity, re-
spectively (data not shown). The results suggest the possibility
of association of the five unique bands with the cultivars
bearing small-seeded fruit.

The unique bands (an average of 24 per primer combination)
may be of further use in the development of sequence tagged
site markers (Laurentin and Karlovsky, 2007). Exclusive bands
detected in small-seeded cultivars by the two primer combina-
tions could be potential markers for the genotypes bearing fruit
with small seed size and more pulp.

The instances of synonymies and homonymies are major
limitations in breeding and germplasm management in lychee
(Madhou et al., 2013). Our study validates informativeness of
the AFLP markers in cultivar identification and genetic studies.
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The AFLP fingerprinting and genetic relatedness presented in
the study are useful for unequivocal identification of lychee
cultivars, selecting appropriate accessions for cultivar improve-
ment, germplasm management, and deciding suitable conser-
vation strategies.
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