Theor Appl Genet (2002) 104:1017-1034
DOI 10.1007/s00122-002-0864-x

C. Périn - L.S. Hagen - V. De Conto - N. Katzir
Y. Danin-Poleg - V. Portnoy - S. Baudracco-Arnas
J. Chadoeuf - C. Dogimont - M. Pitrat

A reference map of Cucumis melo based on two recombinant

inbred line populations

Received: 2 February 2001 / Accepted: 25 October 2001 / Published online: 27 March 2002

© Springer-Verlag 2002

Abstract A composite genetic melon map was generat-
ed based on two recombinant inbred line (RI) popula-
tions. By analyzing the segregation of 346 AFLPs, 113
IMAs and phenotypic characters on a Rl population of
163 individuals derived from the cross Védrantais x Pl
161375, a first map was constructed. About 20% of the
molecular markers were skewed, and the residual hetero-
zygosity was estimated at 4.43% which was not signifi-
cantly different from the theoretical value of 4.2%. The
genome distribution of molecular markers among the 12
linkage groups was not different from a random distribu-
tion with the exception of linkage group XI1 which was
found significantly less populated. The genome distribu-
tions of IMAs and AFLPs were complementary. AFLPs
were found mainly in the middle of each linkage group
and sometimes clustered, whereas IMAs were found
mainly at the end. A total of 318 molecular markers,
mainly AFLP and IMA markers, were mapped on 63 RIs
of the second population, Védrantais x Pl 414723. Com-
parison of the maps enables one to conclude that AFLPs
and IMAs of like molecular size, amplified with the
same primer combination, correspond to the same genet-
ic locus. Both maps were joined through 116 common
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markers comprising 106 comigrating AFLPS/IMAS, plus
five SSRs and five phenotypic markers. The integrated
melon map contained 668 loci issuing from the segrega-
tion of 1,093 molecular markers in the two Rl popula
tions. The composite map spanned 1,654 cM on 12 link-
age groups which is the haploid number of chromosomes
in melon. Thirty two known-function probes, i.e. known-
function genes (9) and morphological traits (23), were
included in this map. In addition, the composite map was
anchored to previously published maps through SSRs,
RFL Ps and phenotypic characters.

Keywords Melon - Cucumis melo - AFLP - IMA -
Genetic mapping - RIL

Introduction

Cucumis melo L. is a diploid species (2n = 2x = 24) of
African origin with a high phenotypic variation probably
due to a large diversification center from the Mediterra-
nean seato Eastern Asia and several independent domes-
tication events. Selection for different types of fruit,
sweet or not sweet for instance (Stepansky et a. 1999),
could also explain the high range of variation observed
earlier by Naudin (1859). Melon has a small-sized ge-
nome (0.45 pg) (Arumanagathan and Earle 1991), and
can be used for genetic and molecular studies due to its
short generation time, high polymorphism, and possible
genetic transformation through Agrobacterium tumefaci-
ens (Guis et al. 1998). More than 109 genes have been
described in the current gene list for C. melo (Pitrat
1998), and classical genetic linkage maps with a few
morphological and disease-resistance genes (Pitrat
1991), or isozyme markers (Staub et al. 1998) exist. In
addition, several partial maps with molecular markers
have been published: on 244 F, individuals with 110
RFLP (restriction fragment length polymorphism) and
RAPD (random amplified polymorphic DNA) markers
(Baudracco-Arnas and Pitrat 1996), on 66 BC, individu-
als with 196 AFLP (amplified fragment length polymor-
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phism) markers (Wang et al. 1997), on 77 F, plants with
125 RAPD markers (Liou et a. 1998), on 64 F, individ-
uals with 107 markers (RAPDs, RFLPs, Inter Microsat-
ellite Amplification = IMA and Simple Sequence Re-
peats = SSRs) (Brotman et a. 2000), on 93 F, individu-
alswith 411 markers (RFLPs, AFLPs, RAPDs, SSRs and
isozymes) (Oliver et al. 2001).

Immortalized populations like RI provide an easy way
to exchange genetic material (i.e. seeds or DNA) be-
tween several laboratories and to add an infinite number
of molecular markers. An immortalized population can
be scored for many characters such as resistance to sev-
eral diseases. A replicated progeny is also a powerful
tool to study complex physiological processes or to map
quantitative trait loci (QTLS) (Causse et al. 1995; Gold-
man et a. 1995; Nandi et a. 1997). Furthermore, in a Rl
population, both dominant and codominant markers can
be mapped with the same precision (for a review see
Burr and Burr 1991). The probahility to separate tightly
linked genes is higher in an RI population than in dou-
bled-haploid lines (Burr and Burr 1991).

Combining the use of several RI populations through
the development of a composite map presents some ad-
vantages in comparison with a one-population mapping
strategy (Burr and Burr 1991; Causse et al. 1996; Sewell
et a. 1999). Monomorphic molecular markers in one
cross could be polymorphic in a second one and alow a
better genome coverage (Causse et al. 1996). Hence, ro-
bustness and genome coverage would be better in a
multi-popul ation mapping strategy and give a more rep-
resentative map of the species. According to Beavis and
Grant (1991), Burr and Burr (1991) or Helentjaris et al.
(1986), such a map should be derived from several cross-
es, especially to compare QTL and major genes identi-
fied in several genetic backgrounds.

Species of secondary economic importance like C.
melo require alternative molecular marker technologies
than RFLPs, mostly used in high-density map construc-
tion of economically important species like rice, maize,
tomato, or wheat. PCR-based markers, such as RAPD
(Williams et a. 1990), AFLP (Vos et a. 1995) and IMA
(Zietkiewicz et a. 1994), are easy to handle and can gen-
erate more than a thousand markers in a few months.
RAPDs and AFLPs were successfully used for the quick
development of genetic maps in several species like
Arabidopsis with RAPD markers (Reiter et al. 1992),
barley (Qi et a. 1998), and rice (Maheswaran et al.
1997; Nandi et al. 1997), loblolly pine (Remington et al.
1999), potato (Rouppe van der Voort et a. 1998b), euca-
lyptus (Marques et al. 1998) and melon (Wang et al.
1997) with AFLP markers. IMA enables amplification
of genomic DNA between adjacent inversely oriented
simple-sequence repeats as revealed on an agarose or
acrylamide gel (Zietkiewicz et a. 1994). The use of this
technique on plants has been only scarcely reported.
However, it was used for studying diversity inrice (Blair
et a. 1999), maize (Kantety et al. 1995) and melon
(Stepansky et al. 1999), mapping disease resistance
genes in chickpea (Ratnaparkhe et al. 1998a, b) and

mapping a fertility restorer gene in rice (Akagi et al.
1996). The usefulness of IMA in the construction of
dense maps was never really demonstrated, even if some
of them were successfully mapped in Douglas-fir
(Tsumura et a. 1996). IMA allows one to test the poly-
morphism and the distribution of microsatellite sequences
and does not require cloning, sequencing and primer de-
signing. Hence, the number of bands produced by a prim-
er combination is a function of microsatellite abundance
in the genome. Moreover, IMA could help to select mo-
tifs for the future development of microsatellite markers.
Whether a map constructed with PCR high-volume
marker technologies can be used to relate severa inde-
pendent maps remains unclear, even if recent results tend
to be optimistic for AFLP markers, for instance in rice
(Nandi et al. 1997), potato (Rouppe van der Voort et al.
1998b), barley (Qi et al. 1998) and tomato (Haanstra et
al. 1999). In this paper, we present the development,
based on two RI populations, of a dense genetic map
which could be used as a reference map for C. melo.

Materials and methods

Plant material

Two RI populations were developed between three melon lines:
Védrantals, a French line with the Charentais type (Vilmorin re-
lease) as a common parent, Pl 161375, a Korean line, and Pl
414723, an Indian line. The population (Védrantais x Pl 161375)
(named Ved161 in this paper) with 163 F¢/F,/Fg RI lines and the
population (Védrantais x Pl 414723) (named Ved414 in this pa-
per) with 63 F¢/F,/Fg were derived by single-seed-descent from in-
dividual plants of the F, progeny after five to seven selfings with
no conscious selection in any generation. In the Ved161 popula-
tion, the following number of RI lines were used: 163 for AFLPs,
120 for SSRs and RFLPs, 93 for IMAs and RAPDs, between 120
and 163 for phenotypic traits. In the Ved414 population, all 63 RI
lines were tested for AFLPs, SSRs, RFLPs, IMAs, and phenotypic
traits.

DNA extraction

DNA was extracted from fresh young leaf tissue following the
CTAB procedure described in Lefebvre et al. (1993).

AFLP analysis

The AFLP analysis was performed as described by Vos et al.
(1995) with minor modifications. All chemical reagents were pur-
chased from Life Technology. Adapters and primers were obtained
from Keygene (Netherlands). The adapter and primer segquences
are summarized in Table 1. A pre-amplification was performed
with one selective nucleotide for each primer; this nucleotide was
aA for EcoRI and Hindll1, and could be a A (abbr. Msel-A) or aC
(abbr. Msel-C) for Msel. The second PCR amplification was per-
formed with primers having three selective nucleotides (Table 1).
The EcoRI or Hindlll specific amplification primer was end-
labeled with 33P-yATP using T4 polynucleotide kinase (Pharma-
cia). AFLP products were denatured for 3 min at 93 °C and cooled
on ice. For each sample between 1.5 to 3 ul were loaded on a
4.5% denaturing polyacrylamide gel and electrophoreses were car-
riedoutin1 x TBE at 130 W for 2 h 15 min. The lower buffer was
1 x TBE supplemented with 0.5 M Na Acetate. The gel was re-
moved using a Whatman paper, dried for 1 h 30 min at 75 °C and



Table 1 Sequences of adapters and primers combinations for AFLPs
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Adapters

EcoRI adapters: 5-CTCGTAGACTGCGTACC-3'
Hindlll adapters: 5-CTCGTAGACTGCGTACC-3'
Msel adapters: 5'-GACGATGAGTCCTGAG-3'

Primers

EcoRI + 1 primer = EO1 = 5-GACTGCGTACCAATTCA
EcoRI + 3 primers

E32 =5-GACTGCGTACCAATTCAAC
E35=5-GACTGCGTACCAATTCACA

E39 =5-GACTGCGTACCAATTCAGA

E42 = 5-GACTGCGTACCAATTCAGT

E46 = 5-GACTGCGTACCAATTCATT

Hindlll + 1 primer = HO1 = 5'-GACTGCGTACCAGCTTA
HindlIl + 3 primers

H33 =5-GACTGCGTACCAGCTTAAG

H40 = 5-GACTGCGTACCAGCTTAGC

Msel + 1 A as selective nucleotide primer = M01 = 5'-GATGAGTCCTGAGTAAA

Msel + 3 primers (A)

M31 =5-GATGAGTCCTGAGTAAAAA
M35 =5-GATGAGTCCTGAGTAAACA
M40 = 5'-GATGAGTCCTGAGTAAAGC
M42 = 5-GATGAGTCCTGAGTAAAGT
M44 = 5'-GATGAGTCCTGAGTAAATC

Msel + 1 C as selective nucleotide primer = M02 = 5'-GATGAGTCCTGAGTAAC

Msel + 3 primers (C)
M48 = 5'-GATGAGTCCTGAGTAACAC
M56 = 5'-GATGAGTCCTGAGTAACGC

3'-CTGACGCATGGTTAA-S
3'-CATCTGACGCATGGTCGA-5
3-TACTCAGGACTCAT-5

E33 =5-GACTGCGTACCAATTCAAG
E38 =5-GACTGCGTACCAATTCACT
E40 = 5-GACTGCGTACCAATTCAGC
E43 = 5-GACTGCGTACCAATTCATA

H36 = 5-GACTGCGTACCAGCTTACC

M34 = 5'-GATGAGTCCTGAGTAAAAT
M37 = 5-GATGAGTCCTGAGTAAACG
M41 =5-GATGAGTCCTGAGTAAAGG
M43 = 5'-GATGAGTCCTGAGTAAATA
M45 = 5'-GATGAGTCCTGAGTAAATG

M51 = 5-GATGAGTCCTGAGTAACCA

Table2 IMA codes and primers sequences used for mapping

Name code2 Tmp Primer sequence (5'-3')¢ Name code? Tmb Primer sequence (5'-3')c
A - 55 HVH(TGT)s X - 47 (AG);R

B UBC 807 55 (AG)gT Y - 50 CCG(CA)q
C UBC 845 55 (CT)sRG zZ- 50 (CA)R

D UBC 823 55 (TC)C AA — 50 VHV(GT),
E UBC 891 55 HVH(TG), AB - 50 HVH(CA)q
F UBC 880 55 GGA(GAG),AG(GA), AC— 50 (AG)4CA
G - 55 (AG)gVC AD - 50 (AGC),AY
H UBC 842 55 (GA)gYG AE- 50 (AG),CT

[ UBC 887 55 DVD(TC), AF— 50 VHV(CT)s
J UBC 840 55 (GA)YT AG - 50 CCG(CT)g
K UBC 836 55 (AG)gYA AH — 44 (GATA),N
L UBC 844 55 (CT)gRC Al — 50 CCT(GA)g
M UBC 835 55 (AG)gYC AJ- 50 (AG)gY

N UBC 888 55 BDB(CA), AK — 50 (GGGT),
o) UBC 841 55 (GA)gYC AL - 50 (GGAA),
P UBC 884 55 HBH(AG), AM — 50 RY(CT)s
Q UBC 895 55 AGAGTTGGTAGCTCTTGATC AN — 50 CCC(AG)g
R - 55 BDT(CA), AO-— 44 (AGC),GR
S - 55 BDB(CAC)s AP— 44 (GCT),Y

T UBC 868 55 (GAA)g AQ- 44 (GGGC),
U UBC 824 55 (TC)sG AR - 44 (ATC)s

v UBC 809 55 (AG)G AS— a4 (CCT)s

W UBC 810 55 (GA)gT AT - 44 (AG)gCC

aCodes are according to the University of British Columbia
(UBC) or were synthesized (-)
bTm = annealing temperature (°C)

exposed to X-Omat X-ray film for 4 to 6 days. Each polymorphic
AFLP fragment was identified by the primer combination (for in-
stance E46/M 35, as indicated in Table 1) followed by a number in-
dicating the relative molecular weight of the band. Bands were
coded by decreasing molecular weight, i.e. that number 1 is the
less migrating.

°N=(A,G,CT);R=(AG),Y=(CT);B=(C,GT);D=(A,
G, T);H=(ACT);V=(AC,QG)
¢Tm = annealing temperature (°C)

IMA analysis

Primers for IMA were purchased from British Columbia Universi-
ty, Life Technology or were newly synthesized (Table 2). All
products were purchased from Life Technology. Amplifications
were performed in 2 mM of MgCl,, 0.4 mM of each dNTR,
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Table 3 Known function genes mapped on the composite melon map

Genesymbol Type?  Product/phenotype® Linkage group  Population©  Reference

a Pheno  Andromonoecious I 2 Rosa 1928

Al-3 Pheno  Abscission layer-3 VIII 1 Périn et al. 1999

Al-4 Pheno  Abscission layer-4 IX 1 Périn et al. 1999

Bi Pheno  Bitter seedling Unlinked 2 Lee and Janick 1978
CMAT35 SSR ACC oxidase 1 \Y 1 Lasserre et al. 1996
CmACO2 RFLP  ACC oxidase 2 VIl 1 Lasserre et al. 1996
CmACSL SSR ACC synthase 1 Xl 1 Yamamoto et al. 1995
CmACS5 RFLP  ACC synthase 5 Il 1 Périn et al. 2002
CmGT2 RFLP  Transcription factor I 1 J.C. Pech, pers. comm
CmERSL RFLP  Ethylene receptor I 2 Périn et al. 2002
CmXET6 RFLP  Xylotransferase \% 1 Rose et al. 1998

Ec Pheno  Empty cavity I 2 Périn et al. 1999

ech Pheno  Exaggerated curvature of the hook I 1 Périn et al. 2002
Fom-1 Pheno  Fusarium races 0 and 2 resistance IX 1 Risser 1973

Fom-2 Pheno  Fusarium races 0 and 1 resistance XI 12 Risser 1973

of Pheno  Green flesh color IX 1 Hughes 1948

h Pheno  Halo cotyledon I 3 Nugent and Hoffman 1974
me-2 Pheno Mealy flesh Unlinked 2 Ganesan 1988
CSAT425a SSR Malate dehydrogenase XIl 2 Katzir et al. 1996
mt-2 Pheno  Spotsontherind I 12 Périn et al. 1999

nsv Pheno  Melon necrotic spot virus resistance XIl 1 Coudriet et al. 1981

p Pheno  Pentamerous (five carpels) XIl 2 Rosa 1928

6-Pgd-2 Iso 6-phosphogluconate dehydrogenase-2 IX 3 Baudracco-Arnas and Pitrat 1996
pin Pheno  Pine seed shape I 1 Thiswork

Pm-x Pheno  Powdery mildew X resistance I 3 Pitrat 1991

Pmw Morph  Powdery mildew w resistance \% 3 Pitrat 1991

Prv Pheno  Papayaringspot virus resistance IX 2 Webb 1979

s2 Pheno  Sutureson therind Xl 12 Bains and Kang 1963
spk Pheno  Speckled fruit epidermis VI 1 Thiswork

Vat Pheno  Virus aphid transmission resistance \% 12 Pitrat and Lecoq 1980
Wt-2 Pheno  White testa (seed) v 2 Hagiwara and Kamimura 1936
Zym Pheno  Zucchini yellow mosaic virusresistance |1 2 Pitrat and Lecoq 1984

aPheno = phenotypic characters, RFLP = restriction fragment length
polymorphism, SSR = simple sequence repest, 1o = 1sozyme
bPhenotype of the character for the morphological characters,
function based on sequence homology for the probes

0.5 uM of primer, 1 U of Platinum Taq and 20 ng of melon total
DNA in a 20-ul fina volume. The PCR cycles were as follows:
initial denaturation at 94 °C for 3 min, followed by 45 cycles of
30sat 94 °C, 45 sat 55 °C (or 50 °C, 44 °C, 47 °C according to
primers, see Table 2), 2 min at 72 °C, and a fina extension at
72 °C for 5 min. PCR products were electrophoresed on 2% aga-
rose gels and detected by staining with ethidium bromide. IMA
markers were named with a one or two letter(s) code followed by
the approximate molecular weight of the band in bp.

RAPD analysis

PCR reactions and revelation of RAPD markers were previously
described (Baudracco-Arnas and Pitrat 1996). Thirteen RAPD
primers (16 markers) previously mapped in the F, population were
used in this study. RAPD markers purchased from Operon tech-
nologies were named OP followed by the code name and the ap-
proximate molecular weight of the band in bp.

SSR analysis

SSR primers, sequences and PCR conditions were previously de-
scribed (Katzir et a. 1996; Danin-Poleg et al. 2000).

¢Gene segregating in the RI populations; 1 = Védrantais x Pl
161375 or 2 = Védrantais x Pl 414723, 3 = based on linkages with
two common markers on this map

RFLP analysis

DNA (58 ug) was digested with three restriction enzymes
(EcoRlI, EcoRV and Hindlll) and used to make blots. Southern-
blotting and hybridization procedures were performed as de-
scribed by Baudracco-Arnas and Pitrat (1996). Some of the RFLP
are known-function genes and are described in Table 3. RFLP
probes from a ripe fruit cDNA library (CM13, CM24, CM27,
CM39a, CM39b, CM98, CM101, CM122, CM173) were previ-
ously described (Balagué et al. 1993; Baudracco-Arnas and Pitrat
1996).

Disease resistance tests

At least 20 plants of each RI line were inoculated and two inde-
pendent tests were performed for each pathogen. One recessive
gene controls the resistance to melon necrotic spot carmovirus
(MNSV) in Pl 161375. MNSV induces necrotic |lesions on suscep-
tible plants, whereas resistant plants (allele nsv) exhibit no symp-
toms (Coudriet et al. 1981). Resistance to zucchini yellow mosaic
potyvirus (ZYMV) and to papaya ringspot potyvirus (PRSV) are
conferred by two dominant independent genes in Pl 414723 (a-
leles Zym and Prv2) (Webb 1979; Pitrat and Lecog 1983, 1984).
Both viruses induce yellow mosaic on susceptible plants. On the
resistant plants, sporadic necrotic lesions appear on the inocul ated
cotyledons without systemic symptoms upon inoculation with
ZYMYV and with a systemic necrotic reaction with PRSV. Strains
used were the poorly aphid-transmissible strains E15-PAT and



R1A, both of pathotype 0 of ZYMV (Lecoq and Pitrat 1984) and
the strain E2 of PRSV. These viruses were mechanically inoculat-
ed (Marrou 1967). Resistance to Fusarium oxysporum f. sp. mel-
onisraces 0 and 1, and races 0 and 2, is controlled by two domi-
nant independent genes, Fom-2 and Fom-1, respectively (Fom-1
carried by Védrantais and Fom-2 carried by Pl 161375 and Pl
414723) (Risser 1973; Risser et a. 1976). Fusarium resistance was
tested as described by Risser and Mas (1965) by dipping the roots
of plantlets in a suspension of 106 conidia per ml, before trans-
planting them in soil. Two weeks after inoculation, susceptible
plants died whereas resistant ones remained green. Isolates
‘Fom26’ of race 1 and ‘Spain’ of race 2 were used. One dominant
gene confers resistance to Aphis gossypii and to virus transmission
by A. gossypii in PI 161375 and in Pl 414723 (alele Vat) (Pitrat
and Lecoq 1980). We used the test of non-acceptance described by
Pitrat and Lecoq (1982) to characterized the behavior of each line
in both RI populations. On susceptible plants aphids remain under
the leaves and produce larvae, whereas on resistant plants they
leave the plants and there are very few larvae.

Morphological characters

White seed testa color (vs yellow) is controlled by one single
dominant gene (symbol Wt-2) (Hagiwara and Kamimura 1936)
which is present in Pl 414723. Pl 161375 has seeds with a pine-
seed shape (known as pifionet in spanish) whereas Védrantais has
flat seeds. This character segregates as a single recessive gene. We
propose the hame pine-seed shape and the symbol pin. Seedling
bitterness (due to the presence of cucurbitacins) is controlled by
one dominant gene (symbol Bi) (Lee and Janick 1978). Védrantais
and Pl 161375 seedlings are bitter, Pl 414723 ones are non-bitter.
Bitterness has been evaluated by tasting at least ten seedlings per
RI line. The triple response of dark-grown seedlings in the pres-
ence of ethylene gave a very strong hook curvature (360°) of hy-
pocotylsin Pl 161375. Védrantais and Pl 414723 present a moder-
ate (180°) curvature. This trait is controlled by one recessive gene
named exaggerated curvature of the hook (symbol ech) (Périn et
al. 2002). The andromonoecious gene (symbol a) controls the
presence (vs absence) of stamens in female flowers that are her-
maphroditic (vs female) (Rosa 1928; Poole and Grimball 1939).
Védrantais and Pl 161375 are both andromonoecious, Pl 414723
is monoecious. The five-placentas character, controlled by the
pentamerous gene (symbol p), is present in Pl 161375, whereas
Védrantais and Pl 414723 have three placentas (Rosa 1928;
Baudracco-Arnas and Pitrat 1996). The presence of sutures
(symbol s-2) on the fruit skin is under the control of one recessive
gene, present in Védrantais, but neither in Pl 161375 nor Pl
414723 (Bains and Kang 1963; Périn et al. 1999). The presence of
dark spots (about 1 cm in diameter) on the fruit epidermis (vs no
spots) is controlled by one recessive gene (mottled rind pattern,
symbol mt-2) (Périn et al. 1999). The mt-2 allele is present in Pl
161375 and Pl 414723, but not in Védrantais. The speckled epi-
dermis of the fruit is controlled by one recessive gene. \We propose
the name speckled fruit epidermis (symbol spk), present in Pl
161375 and Pl 414723 but not in Védrantais. This character has
been analyzed only in the Ved414 population. Abscission layer
formation on the peduncle of the fruit at maturity is controlled by
two independent dominant genes (Abscission layer-3 and Abscis-
sion layer-4, symbols Al-3 and Al-4) (Takada et al. 1975; Périn et
al. 1999; Périn et a. 2002). Al-3 and Al-4 are present in VVédrantais
and Pl 414723, but not in Pl 161375. The green flesh color of ma-
ture fruit is controlled by one recessive gene (symbol df) present
in Pl 161375 (Hughes 1948; Périn et al. 1999); Védrantais has an
orange flesh color. An empty cavity at maturity with placental sep-
aration is controlled by one dominant gene (symbol Ec) present in
Pl 414723 but not in Védrantais (Périn et al. 1999). Mealy flesh
texture is controlled by one recessive gene (symbol me-2)
(Ganesan 1988; Périn et a. 1999); the me-2 is present in Pl
414723 but not in Védrantais.

1021
Linkage map construction

After visual scoring by two independent persons, a2,y goodness
of fit value for 1:1 segregation was calculated for each maker. All
alelic or highly skewed (p < 0.001) markers were discarded for
map elaboration to eliminate spurious linkages. The maps were
constructed using MAPMAKER version 3.0 (Lander et al. 1987).
All pairs of linked markers were first identified using the “group”
command with a LOD score of 3.0 and a recombination fraction of
0.3. Ordering of markers was done by aternatively using the com-
mands “group” and “order”. Candidate orders were confirmed
with the “ripple” and “compare” commands. Markers that could
not be confidently located were placed via the “try” command.
Map units (cM) were calculated using the Kosambi function
(Kosambi 1944).

Map merging

Map merging was made with a common file of both populations
using MAPMAKER v3.0. Markers segregating in only one popu-
lation were coded as missing data in the other population. All
markers belonging to the same linkage group, and which could be
ordered with the command “order” at a LOD score better than 2.0,
define a framework map. The order of this framework map was
checked using the “ripple” command. Other markers were placed
with the “try” command at their most probable position on this
framework. In order to avoid map length inflation, only the frame-
work map was used to compute genetic distances.

Marker distribution

The repartition of the AFLP and IMA markers on the melon ge-
nome was studied on the Ved161 population, which has a higher
number of RI lines and of markers than the Ved414 popul ation.

Across linkage groups

The ability of these markers to uniformly cover the melon genome
was investigated by confronting the expected and observed marker
distribution across linkage groups using 2 (0.05). The genome
distribution of molecular markers among linkage groups was ana-
lyzed using a Poisson’s law distribution (with u = average density
of the molecular marker types analyzed). We calculated the theo-
retical number of molecular markers for a 100-cM equivalent
length for each linkage group and each marker type, and we tested
it against Poisson’s law for a significant threshold of 0.05.

Within linkage groups

Poisson’s law was aso used to test the distribution of molecular
markers within the linkage groups. Each linkage group was divid-
ed in 10-cM intervals and the number of molecular markers of
each type was evaluated. The minimum and the maximum number
of markers in a single interval according to a Poisson distribution
(u = average density of each molecular marker type) were deter-
mined for a threshold of 0.05.

Results
Map of the Ved161 population
AFLP and IMA polymorphism

The polymorphism between the two parental lines,
Védrantais and Pl 161375, was assayed for 23 AFLP
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Table 4 Polymorphism, codominant and skewed markersin the Rl population ‘Védrantais x ‘Pl 161375

Molecular marker No. of primer  Total Number (and percentage)  Number of Number
combinations  (and per primer)  of polymorphic bands codominant  (and percentage)
number of bands of skewed

Type  Primer visible bands Total Per primer markers

AFLP  Hindlll/Msel-A 6 345 (57.5) 124 (36%) 20.7 20 21 (17%)

AFLP  EcoRI/Msel-A 10 814 (81.4) 262 (32%) 26.2 36 55 (21%)

AFLP  EcoRI/Msel-C 7 446 (63.7) 78 (18%) 11.1 9 15 (19%)

IMA Di-nuclectide 31 381 (12.3) 89 (23%) 2.6 -

IMA Tri- or tetra-nucleotide 14 144 (10.3) 33(23%) 24 -

primer combinations (Table 1) and 46 IMA primers (Te-
ble 2). Each AFLP primer combination produced an av-
erage of about 70 bands, while the IMA primers pro-
duced an average of 11.3 bands; 28.9% of the AFLP and
23.2% of the IMA bands were polymorphic between pa-
rental lines. Significant differences were found between
AFLP primer-enzyme combinations (Table 4). Hindlll/
Msel-A were the most polymorphic (35.9%) followed by
EcoRI/Msel-A (32.2%). EcoRI/Msel-C showed a signifi-
cantly lower polymorphism rate (17.5% and p < 0.01 t-
test) than the HindllI/Msel-A combinations. In terms of
the number of markers per combination (Table 4), the
EcoRI/Msel-A combinations generated the highest num-
ber of polymorphic bands with an average of 26.2 poly-
morphic bands per primer combination. No difference
was observed between di- and tri/tetra-nucleotide repeat
primersfor IMA.

Marker segregation

The frequency of the Védrantais and Pl 161375 alleles at
al the loci studied was 51.8% and 48.2% respectively,
fitting a 1:1 ratio (p = 0.37); 19.8% of the molecular
markers were found distorted at p < 0.05, which is high-
er than previously found in the F, from which the RI
population was directly derived (Baudracco-Arnas and
Pitrat 1996). Skewed ratios of 14.7%, 22.4%, 22.4% and
23.25% were found respectively for EcoRI-Msel with a
C, EcoRI-Msel with an A, HindllI-Msel (A) and IMA.
The most-skewed markers (5.1% of the total) were dis-
carded for the map construction.

Codominant AFLP markers

AFLP markers were considered as allelic markers when:

(1) They were amplified with the same primer combina-
tion in both parental lines.

(2) A small electrophoretic mobility difference, 1 to 10
bp, was found between both bands.

(3) Thetwo AFLP bands segregated complementarily.

(4) No double absence was found.

According to these criteria, a Rl line which had the two
AFLP bands of a codominant marker was declared het-

erozygous at that locus. For instance, E46/M40_10 and
E46/M40 11 were two aleles of a codominant marker
with differences in electrophoretic mobility of 3to 5 bp
(Fig. 1).

A tota of 16.2% (Table 4) of the AFLP markers were
codominant. For most of them, parental bands showed
only a one to five base-pair difference on the acrylamide
gel, suggesting that most polymorphisms between the
two parents were due to small insertions/deletions. Co-
dominant AFLP markers revealed residual heterozygosi-
ty of the RI lines. Among the entire population, 4.43%
RI lines were heterozygous at a codominant marker lo-
cus on average, which is not significantly different (P =
0.305) from the theoretical value 4.20%.

Map construction

Among the 615 bands scored, 150 were discarded for
map construction, mainly allelic markers, highly skewed
markers or minor bands with instability between gels. In
afirst round, 465 markers were grouped at a LOD > 6.0
in 12 major and seven minor linkage groups. All the mi-
nor groups were sequentially added to the major groups
extremities a¢ a minimum LOD score value of 3.3.
Twelve linkage groups were finally recovered, corre-
sponding to the haploid number of chromosomes in C.
melo. Two markers, an AFLP and an IMA, were un-
linked at a LOD score >3.0 despite a third scoring,
which did not reveal specific errors. Altogether, 460 mo-
lecular markers were successfully mapped on 12 linkage
groups. The map covered 1,411 cM with a mean distance
between markers of 3.24 cM.

Distribution of molecular markers on the linkage groups

Thirteen molecular markers were mapped on the least-
populated linkage group (LG XII) and 59 on the most-
populated one (LG 1V) (Table 5). The linkage group LG
IV was the longest covering 170 cM, and LG X was the
smallest spanning only 76 cM; this represents more than
a two-fold variation of the linkage groups genetic
lengths. The genetic length and the number of molecular
markers in each linkage group were significantly corre-
lated (p = 0.7 P < 0.01). However, the group LG XII was



Fig. 1 Locus specificity of
AFLP markers. Two partia
views of AFLP gels from the
RI populations Ved161 and
Ved414 obtained with the same
primer combination E46/M40
were aligned side by side.
AFLP markers which segregat-
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Table 5 Distribution of molecular marker on linkage groups of the Ved161 population
Linkage Map Mean Markers AFLP IMA
group length  distance
(cM) (cM) Number Frame- LOD Total EcoRI/Msel-C  HindllI/Msel-A  EcoRI/Msel-A
worka  <2.0°
| 103 251 41 30 11 39 6 7 26*** 2
I 98 2.88 34 19 15 28 3 6 19 6
11 154 3.76 41 32 9 32 5 10 17 9
1\ 170 2.88 59 43 16 43 10 6 27 16
\Y 97 2,55 38 22 16 31 10 9 12 7
VI 100 2.56 39 26 13 28 5 5 18 11
VIl 154 4.16 37 26 11 26 7 6 13 11
VI 156 3.39 46 29 17 31 3 15 13 15
IX 111 347 32 20 12 20 3 6 11 11
X 76 271 28 16 12 23 3 6 14 5
Xl 104 221 47 27 20 33 6 12 15 14
Xl 88 6.77 13x** 10 3 9 2 1 6 4
Unlinked - 5 - 5 3 - - - 2
Total 1,411 3.24 460 300 160 346 63 89 191 113

* x% *xx = gignificantly different from a Poisson law repartition
at respectively P < 0.05, P <0.01, P <0.001

aMarkers ordered with aLOD score higher than 2.0

found significantly less densely populated than expected
with a random distribution (P < 0.001). Considering
each type of molecular marker, an excess (P < 0.05) of
EcoRI/Msel-C on the linkage group LG V and a highly
significant (P < 0.001) excess of EcoRI/Msel-A markers

on LG | were observed.

bMarkers placed with a LOD score lower than 2.0

¢31 molecular markers and one phenotypical gene (Fom-1)

Distribution of map units within linkage groups

If the markers seemed to be uniformly distributed be-
tween linkage groups, except for LG XII, the situation
was different within linkage groups. Regions with more
frequent markers than expected were found on all link-
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Fig. 2 Cluster position on LGI LGII
10-cM intervals for each link- .

age group of the Ved161 popu-
lation. *, ** *** = ggnificant-
ly different from a Poisson law » ]
repartition at respectively
P <0.05, P<0.01, P <0.001. 4
IMA cluster are drawn with
open boxes whereas AFLP

cluster are with dark boxes 5
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age groups, except on LG Il and on LG XII (Fig. 2)
probably because fewer markers were mapped on them.
A notable concentration of markers was detected near
the middle of the linkage groups |, I, IV, VI, VI, VIII,
X and XI at P < 0.05 or P < 0.01. Together, these clus-
ters comprised 123 molecular markers covering a total

LG III LGIV LGV LG VI
[ ”*
IE
I] " **I:I o
%
|*
[«
LGIX LGX LG XI LG XII

|:|***

genetic distance of 140 cM. So, 26.7% of the markers
were mapped on 9.4% of the total genetic distance. A
mean distance of 1.13 cM between two markers was
recovered inside clusters and 3.9 cM outside, which
represents a 3-fold variation in the mean density of
markers.



Fig. 3 Alignment of the
Ved161, Ved414 and the com-
posite map for linkage group I.
Comigrating markers which
segregated in both popul ations
are in boxes and are related
with dashed lines to build the
composite map

Distribution of the different marker types within linkage

groups

AFLP and IMA showed different distributions. According
to Poisson’s law, a higher number of AFLP markers were
found in clusters, 30.3% of EcoRI/Msel-A and 36.6% of
HindllI/Msel-A markers mapped in clustered genomic in-
tervas, while only 14.2% of EcoRI/Msel-C markers were
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found inside clusters. On the other hand, IMA markers

were less clustered with only 8.8% of them included in
AFLP-clustered genomic intervals, which is not significant-

ly different from a random distribution (9.4% of markers
expected). IMA markers were often found at linkage-group
extremities and helped to extend genome coverage. IMA
clustered markers were located in different regions than
AFLP clusters, except for LG VI where a common cluster
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Fig. 4 Composite map of C. melo. Molecular markers are on the
right side of each linkage group whereas genetic distance are on
the left (cM Kosambi). Markers in thick are located with a confi-
dence order better than 2.0 and give the framework map. Other
markers are placed in the most probable position inside framework
intervals and are in italic. Markers in bold type are know function
genes, underlined markers segregate only in the Ved414 popula-
tion whereas markers which segregated in both population are in
boxes
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was found (Fig. 2). Six out of the nine IMA clusters were
found at linkage-group extremities. Intervals of 0-10 cM
on linkage group LG VII and interval 140-150 cM on link-
age group LG VIII contained three or more IMA markers.
Closely related IMA primers sometimes gave products of
similar size which were tightly linked. These were: AF =
CCG(CT)g, AG = VHV(CT)g and AM = RY(CT)g which,
respectively, amplified markers AF 800, AG_800,
AM 800 on LG VIII and adso markers AF 1250,
AG_1250, AM_1250 on LG XI; V = (AG)gG and X =
(AG)gR which amplified markers V_490 and X_490 on
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LGVII; N = BDB(CA); and R = BDT(CA), which ampli-
fied markers N_950 and R_950 on LG IV. These may re-
present amplification of the same DNA fragment most like-
ly due to the degenerate nature of the IMA primers or tight-
ly linked markers amplified in SSR-rich regions.
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Map construction on the Ved414 population

An average of 21.7% polymorphic markers was found
for AFLPs and IMASs between Pl 414723 and Védran-
tais. The frequency of the Védrantais and Pl 414723 al-
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Fig. 4 (continued)

leles was 52% and 48% respectively. Sixteen of the
markers were skewed at P < 0.05 and all the highly
skewed markers (P < 0.001) were discarded for map
construction. Codominant AFLPs, based on visual scor-
ing of two bands on an acrylamide gel separated by a
few base pairs, were often found (20.2%). We used these
markers and other codominant markers (namely SSRs
and RFLPs) to estimate the heterozygosity level of the
Ved414 population; 4.12% of heterozygous RI loci was
found, not significantly different from the theoretical
value. A total of 318 molecular markers (including 233
AFLPs, 65 IMAS, 5 SSRs, 2 RFLPs, and 13 phenotypic)
were used to build a 1,180-cM length map. Nineteen
linkage groups and 12 unlinked markers were recovered
at a LOD score higher than 3.0, indicating that the map
was unsaturated according to the haploid number of mel-
on chromosomes (n = 12).

Map merging
Locus specificity of AFLP and IMA markers
Since the two populations have Védrantais as a common

parent, it was expected that the V édrantais-specific DNA
fragment should map at the same genetic position. Comi-
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grating bands of like molecular weight amplified on the
two unrelated parents could correspond alternatively to
the same allele shared by both parents or to two different
loci. If molecular markers from AFLP or IMA:

(1) amplified with the same primer combination,

(2) gave a band with the same mobility in agarose or
acrylamide gels (i.e. side by side), and

(3) mapped to the same locus on the two maps,

then we assumed that the molecular markers corresponded
to the same locus in the two populations. We gave a com-
mon name from the Ved161 population, and pooled data
from the two populations. A total of 66 comigrating mark-
ers from the common parental line (Védrantais), and 40
ones amplified on the two unrelated lines, were recovered.
Similar profiles were obtained even when gel production
or amplification conditions varied to some extent. For in-
stance, the AFLP gels from Ved161 and Ved414 generated
with the E46/M40 primer combination could easily be
aligned side by side, and comigrating markers be identi-
fied by visua inspection; the markers E46/M40_62 and
E46/M40_64 in the Ved414 population corresponded re-
spectively to E46/M40 8 and E46/M40 9 in the Ved161
population (Fig. 1).

Finally, 88 AFLP and 18 IMA comigrating loci, along
with five SSR and five phenotypic anchor markers, were
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Fig. 4 (continued)

used to align the Ved161 and Ved414 linkage groups.
Alignment analysis revealed a similar order between
both maps; for example, on LG | (Fig. 3). In severd
cases, slight local order differences were found, presum-
ably due to the lower resolution of the Ved414 map
which is based on only 63 individuals.
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Composite map construction

All the linkage groups of both populations were success-
fully aligned side by side using the 116 common mark-
ers. Hence, we related all of the 19 linkage groups of the
Ved414 map to the 12 linkage groups of Ved161. A 668-
point linkage composite map was built from the poly-
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Table 6 Correspondance of the linkage groups of the composite map with other published maps

Composite Pitrat Baudracco-Arnas and Wang et al. Brotman et al. Danin-Poleg et al. Oliver et al.
map (1991) Pitrat (1996)a (1997)b (2000)c (2000)d (2001)
| - G - 3+12 VIl 6

I 4 D - 3 - 8

11 - J - - \Y 2

v - C - 10 - 10

\Y, 2 2+K - 6 - 4

VI - B - - - 12

VIl - F - 9 \ 3

VI - E - 8+13 I 1

IX 5 5 - 11 0 7

X - A - 4+7 VIl 9

XI 6 6 Il 1 Il 5

XIl 7 7 - 2 - 11

Maps with molecular markers developed on the following popul a-
tions

aF, Védrantais x Pl 161375

bBC, Ananas Yokneum x (MR-1 x Ananas Yokneum)

morphic (AFLP, IMA, RAPD, SSR, RFLP, phenotypic)
markers of the two segregating populations. Comigrating
markers helped to identify remaining gaps in both maps
and to increase map coverage in both populations. For
instance, the Ved414 map helped to add the unlinked
E38/M43_2 and H_2000 markers from the Ved161 popu-
lation on LG | and extended the Ved161 map by more
than 35 cM (Fig. 3). The map spanned 1,654 cM on 12
linkage groups which correspond to the haploid number
of chromosomes in melon (Fig. 4). Ten markers re-
mained unlinked, eight from Ved414 and two from
Ved161, at a LOD score higher than 3.0. Two of the un-
linked markers coming from the Ved414 population were
the phenotypic markers Bi (seedling bitterness) and me-2
(mealy flesh).

The high overall polymorphism between the three pa-
rental lines allowed us to map 21 phenotypic genes of
which eight were disease/pest resistance genes (Fom-1,
Fom-2, Pm-x, Pm-w, Prv, Vat, Zym) and eight were fruit
quality genes (Al-3, Al-4, Ec, df, mt-2, p, s-2, spk). We
also mapped eight known-function genes by RFLP or
SSR (Table 3). The 30 known-function genes (phenotyp-
ic, RFLPs, SSRs or isoenzyme markers), were found
well-distributed among the linkage groups except for LG
VI and LG X where none were located (Table 3 and
Fig. 3). Some of the disease resistance genes were found
tightly linked, for instance Prv and Fom-1 on LG XI.

Correspondence of this composite map with the other
published maps

Twenty nine markers were common (16 RAPDs, 7 RFLPs,
5 phenotypic) between the Ved161 population and the F,
map (Baudracco-Arnas and Pitrat 1996). They were used
to assign all but two minor RAPD linkage groups, | and J,
of the F,map to the Ved161 map (Table 6). The compos-
ite map contained 23 phenotypic markers, some of which
had been used to build a classical genetic map (Pitrat

¢F, Top mark x Pl 414723
dF, Pl 414723 x Dulce
eF, Piel de sapo x Pl 161375

1991). Five linkage groups of this genetic map were also
assigned to the composite map and to the F, map
(Baudracco-Arnas and Pitrat 1996) (Table 6). Moreover,
Zym and a were linked to LG Il and correspond to LG 4
of the genetic map (Table 6) which had not been assigned
before. In order to simplify the comparison of map posi-
tions among several maps, we propose the roman nomen-
clature | to XII to assign al new molecular markers or
genes on the C. melo genome (Table 4). The linkage
groups have not been physically assigned to chromo-
somes which are not easily distinguished. For the map de-
veloped by Wang et a. (1997) on the BC; Ananas Yok-
neum x (MR-1 x Ananas Yokneum), the only correspon-
dance which can be made is between their group IlI
where the marker 596-1 linked to the gene Fom-2 is lo-
cated and our group XI where this gene is located. Partial
maps on the F2 Top mark x Pl 414723 (Brotman et al.
2000) and on the F, PI 414723 x Dulce (Danin-Poleg et
al. 2000) and recently a more complete map on the F,
Piel de sapo x Pl 161375 (Oliver et al. 2001) have been
published. Correspondances were better due to severd
microsatellites which were located on these different
maps, and RFLP for the last one (Table 6).

Discussion and conclusion

We have constructed a saturated map of melon based on
aRI population with 163 lines derived from the cross be-
tween a Charentais line, Védrantais, and a Korean acces-
sion, Pl 161375. This population is of high quality based
on marker segregation; the ratio of skewed markers is
moderate (19%), compared for instance with 75% of
skewed markers for a Rl population derived from an in-
terspecific tomato cross (Paran et a. 1995). Moreover,
the residual heterozygosity of our population is close to
the theoretical value, unlike in other species such as rice
(Cho et a. 1998) or tomato (Paran et al. 1995) which re-
ported values several times higher.



A second unsaturated map was developed on a RI
population derived from the cross between Védrantais
and Pl 414723, an Indian accession, to assay AFLP and
IMA locus specificity. AFLP and IMA robustness was
confirmed through visual inspection which demonstrated
high reproducibility for most of the primer combinations
used for both populations (Fig. 1). High reproducibility
of AFLPs was already described in several populations
(Alonso-Blanco et al. 1998; Rouppe van der Voort et al.
1998b) and the high reliability of IMA markers could be
due to the high annealing temperature used. Only one
PCR is needed for IMA as for RAPD and may replace
them in the future. RAPD markers were extensively used
in the past for plant map construction but are known to
be weakly repeatable and very sensitive to scoring errors
(Jones et al. 1997).

AFLPs were quite well-distributed on the Vedl6l
map and covered the whole genome. Although some
clusters were found, 70% of AFLP markers mapped out-
side clustered regions which is considerably higher than
for tomato or pepper where less than 5% of the AFLP
markers, with restriction enzymes EcoRI-Msel and
Hindll1-Msel, mapped outside putative centromeric re-
gions (Haanstra et al. 1999; Saliba-Colombani et al.
2000). AFLPs were aso well distributed in rice
(Maheswaran et a. 1997; Nandi et a. 1997; Cho et al.
1998) and A. thaliana maps (Alonso-Blanco et al. 1998),
even if a variable clustering rate was found. Differences
in the rate of repeated sequences between plant genomes
could explain the striking difference in AFLP map distri-
bution. Also, within a species, clustering rate depends on
the molecular-marker type. In barley, AFLPs were more
clustered around centromeres than RFLPs (Qi et al.
1998). On the tomato map, EcoRI-Msel AFLPs were al-
most all linked to the presumed centromere, unlike Pstl-
Msel AFLPs which were more dispersed (Haanstra et al.
1999) but had lower polymorphism. A similar result was
found in soybean (Young et a. 1999). By using a selec-
tive nucleotide A or C for EcoRI-Msel AFLPs we found
that EcoRI-Msel-A were more polymorphic than EcoRI-
Msel-C, probably because plant genomes are AT-rich,
and EcoRI-Msel-A were mapped more often inside clus-
ters than EcoRI-Msel-C which were more randomly dis-
tributed.

In contrast to AFLPs, IMAs were mapped preferen-
tially to distal positions of linkage groups and were un-
der-represented in putative centromeric regions. The dis-
tal IMA distribution could be explained if the IMA
markers had many scoring errors. Markers with scoring
errors may give a high LOD score for a linkage group
but are placed at the extremities rather than inside the
linkage group to minimize the order variation of correct-
ly scored markers. We did not find more scoring errors
for IMAs, and they mapped with a high LOD score at the
ends of the linkage group. The distribution of SSRs is
quite variable in plants, abeit plant SSR maps are usual-
ly not very dense. SSRs were found well dispersed
(Chen et a. 1997), or sometimes associated with centro-
meric regions in wheat (Bryan et al. 1997), sugar beet
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(Schmidt and Heslop-Harrison 1996) or tomato (Aresh-
chenkova and Ganal 1999; Ganal et a. 1992). GATA and
GACA repeats were associated with centromeres in to-
mato (Arens et a. 1995) but seemed well distributed in
sugar beet (Schmidt and Heslop-Harrison 1996). In a
fish species, rainbow trout, a variable number of tandem
repeats (VNTRs) (Young et al. 1998) were mapped to-
gether on a haploid population with a similar repartition
of IMAs asin our population. Moreover, AFLPs seemed
to be concentrated in or near middle of the linkage
groups (Young et al. 1998).

The development of a new map using a second popu-
lation, Ved414, demonstrated that AFLP and IMA PCR-
based markers are transportable between crosses and to
be locus specific. The use of a common parental line,
Védrantais, eased the identification of common markers
between both RI populations, and our results demon-
strate the usefulness of a common parent to generate al-
lelic bridges. We expected that the Védrantais-specific
markers would correspond to the same loci. Using the
same set of primer combinations in both populations, we
recovered 106 comigrating markers of which 62% were
Védrantais specific and 38% were from the two unrelat-
ed parents. All of these comigrating markers were as-
signed to the same position with a good colinearity in
both maps (Fig. 3). Thus, comigrating AFLPs and IMAs
seemed to correspond to the same loci even if they came
from two unrelated parents and could be used as anchors
to compare or merge several maps of C. melo. While on-
ly sequence analysis of the putative alleles amplified in
both unrelated parents would be conclusive as to the true
allelism of comigrating markers, the locus specificity of
AFLP markers has been demonstrated in many species
(Waugh et al. 1997; Alonso-Blanco et al. 1998; Qi et al.
1998; Rouppe van der Voort et al. 1998b; Haanstra et al.
1999; Vuylsteke et al. 1999). Our results for IMA mark-
ers suggest strongly that they also may be locus-specific
and that this merits further confirmation.

Comparison of maps produced in different laborato-
ries has been done in the past using anchor loci such as
the RFL P/SSR/phenotypic loci mapped in our composite
map. However, the correspondance between maps made
using mainly PCR-based high-throughput markers (e.g.
the AFLP melon map of Wang et al. 1997) requires a da-
ta base where gel profiles could be accessible on a web
site to alow the identification of possible comigrating
bands. The potato AFLP data base is exemplary (Rouppe
van der Voort et al. 1998a). As afirst step, we related the
linkage groups of this composite map to those already
published on melon with our anchor loci.

The two previous partiadl melon maps, (Baudracco-
Arnas and Pitrat 1996; Wang et a. 1997), estimated the
total genetic map length to be between 2,276 and
3,250 cM, which is higher than the 1,654 cM reported
here. However, these were only estimates extrapolated
from the partial maps. Also, the marker type, number of
loci, population type and population size can affect the
outcome of a mapping project. The first map of C. melo
was built with an F, population of 218 individuals with a
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majority of RAPD markers (64 out of 99 markers). RAP-
Ds are known to be weakly repeatable and very sensitive
to scoring errors (Jones et al. 1997). Mapping precision of
dominant markers in an F, population is low especialy
when they arein repulsion (Allard 1956). The second map
(Wang et a. 1997) was built with a small population, 66
BC,, and thus a lower mapping precision. Small mapping
populations are known to be sensitive to scoring errors
which cause map expansion (Maheswaran et a. 1997,
Powell et a. 1997). In genera, linkage-group lengths
vary between 90 and 200 cM in most other plant genetic
maps. For 12 chromosomes, this gives a gross estimate of
total map length between 1,080 cM and 2,400 cM. The
1,654-cM map reported hereis within this range.

Pl 414723 and Pl 161375 are two multi-disease resis-
tant lines whereas Védrantais is a line of good agronom-
ic value belonging to the French Charentais type. Overall
polymorphism between Védrantais vs Pl 161375 and
Védrantais vs Pl 414723 was around 25%. This high
polymorphism rate helped to build a good map with a
limited number of primer combinations and in a short
time. For instance, the E42/M31 primer combination
generated 43 markers in Ved161 and 36 markers Ved414,
14 being in common. This high polymorphism has also
facilitated the mapping of the phenotypic traits and can-
didate genes reported here: 20 phenotypic genes (Te-
ble 3, Fig. 4) of which six were disease/pest resistance
genes (Fom-1, Fom-2, nsv, Prv, Vat, Zym) and eight were
fruit quality genes (Al-3, Al-4, Ec, gf, mt-2, p, s-2, spk),
with six miscellaneous genes involved in flower mor-
phology/sex type (p, a), seed morphology (Wt-2, pin)
and seedling traits (ech). Moreover, based on linkage
with at least two common markers on our map, two dis-
ease genes (Pm-x, Pm-w), one seedling morphology gene
(h) and an isozym were also positioned. Most of the dis-
ease resistance genes mapped were involved in resis-
tance to an economical pathogen of melon, for example
to viruses (nsv, Zym, Prv), fungi (Fom-1, Fom-2) or
aphids (Vat). We found some of these genes clustered,
like Prv and Fom-1 on LG IX, Vat and Pmw on LG V,
Zym and Pm-x on LG |1, afeature already described in a
lot of other plant species (Pan et al. 2000).

In conclusion, the composite map presented here is a
significant contribution to the study of the melon ge-
nome. More than 668 loci cover all, or nearly al, of the
C. melo genome. Thirty two phenotypic genes, most of
them being genes of economic and/or fundamental inter-
est, were located. These two populations constitute a
permanent reference mapping resource useful for basic
and applied investigations like positional cloning.
Ved161 and Ved414 provide useful genetic material to
identify loci involved in developmental and physiologi-
cal traits, like fruit shape or fruit ripening (Périn et al.
2001, 2002), or polygenic disease resistance to cucumber
mosaic virus (Dogimont et al. 2000).
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