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Table 1. Origin of the alfalfa populations used in the current study
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Iran-Khoy s -l Garayonjeh Malekkandi 3S Sle axxigio)d
Iran-Urmia duogyl =l Garayonjeh Urmia duog)l doigr0,8

Iran-Esfahan Ol =l Mahali Esfahan Oldol (e
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Table 2. List and code of the primers used in the current study

Gz ol )3 olitel 350 (sl ST 08 g ] Y S

Skl s

" Skl Silelas Skl Silel s Skl Siel s Skl
Pcrlon;:r Primer Primer code Primer Primer code Primer Primer code Primer
SSR1 AFcall hIR1 TmslRetl *RE1 TmslRet1-459 ISSR1 425
SSR2 AFcttl IR2 LORE1 RE2 TmslRet1-A7 ISSR2 426
SSR3 AFat15 IR3 LORE2 RE3 TmslRet1-A12 ISSR3 438
SSR4 AFct60 IR4 Tpsl2a RE4 TmslRet1-B1 ISSR4 440
SSR5 AFcal IR5 TmslRetl- LOREL RE5S TmslRet1-438 ISSR5 443
SSR6 B14B03 IR6 TmslRetl- LORE2 RE6 TmslRet1-443 ISSR6 456
SSR7 MTLEC2A IR7 TmslRetl- Tpsl2a RE7 TmslRet1-818 ISSR7 459

IR8 LORE1-LORE2 RE8 TmslRet1-825 ISSR8 825
IR9 LORE1-Tpsl2a RE9 LORE1-840 ISSR9 848
IR10 LORE2-Tpsl2a RE10 LORE1-848 ISSR10 A7
RE11 LORE2-849 ISSR11 A12
RE12 LORE2-857 ISSR12 A13

RE13 Tpsl2a-459 ISSR13 Kourda

RE14 Tpsl2a-438 ISSR14 UBC808

ISSR15 UBC812

ISSR16 UBCB849

a RE=REMAP, b: IR=IRAP
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Fig 1. Neighbor Joining dendrogram of the alfalfa genotypes using 369 IRAP, REMAP, ISSR and SSR markers

(GhM: Garayonjeh Malekkandi, GhO: Garayonjeh Urmia, MEs: Mahali Esfahan, Bagh: Baghdadi, Ham: Hamadani,
Aord: Azerbaijan Ordoubad, Tu: Elchi, TuS: Sakuel
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Table 3. Mean of fixation index (Fst) of each cluster measured using Bayesian model-based cluster

Fixation index Cluster Fixation index Cluster Fixation index Cluster
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Fig 2. Bayesian model-based cluster analysis of 80 alfafa genotypes based on 369 IRAP, REMAP, ISSR and SSR
markers(K=6). Each color represents a sub-population or cluster. Digits on horizontal and vertical axis shows
genotype number and cluster membership coefficients, respectively.
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Table 4. Markers associated with studied traits in 80 alfalfa genotypes (P<0.02)

Marker P-value R? Marker P-value R Marker P-value R?
b Sy olaws 48l dlaw
Height Number of leaves Number of stems
IR6-6 0.017 0.074 IR2-4 0.001 0.129 IR2-4 0.001 0.143
RE5-6 0.011 0.082 RE11-5 0.017 0.076 IR6-5 0.004 0.113
ISSR9-2 0.006 0.087 ISSR4-4 0.010 0.083 RE5-5 0.003 0.114
ISSR14-4 0.018 0.068 ISSR13-9 0.006 0.095 ISSR14-4 0.019 0.072
il Kid 5 NATS ™ I 5o
Dry stem weight Chlorophyll content Total wet weight
IR4-9 0.008 0.089 IR8-4 0.002 0.12 IR5-6 0.012 0.083
IR2-4 0.012 0.085 IR4-11 0.006 0.1 IR2-4 0.004 0.107
IR5-6 0.005 0.106 IR8-7 3.66E-04 0.16 IR6-5 0.008 0.092
IR6-5 0.008 0.092 RE7-4 0.008 0.091 IR6-6 0.013 0.08
IR6-6 0.003 0.111 ISSR6-3 0.015 0.074 RE5-5 0.009 0.086
RE5-5 0.011 0.084 ISSR14-3 0.013 0.073 ISSR14-4 1.07E-04 0.176
ISSR14-4 6.17E-04 0.144 ISSR14-4 2.14E-08 0.307 SSR2-4 0.016 0.072
ISSR15-5 0.014 0.075 ISSR15-6 0.012 0.077 SSR2-6 0.006 0.091
ISSR12-7 0.015 0.07 SSR2-4 0.004 0.102 SSR2-7 0.005 0.096
Sp S G Bl 3i0js JS s s
Dry leaf weight Wet stem weight Total dry weight
IR4-4 0.019 0.072 IR2-4 0.002 0.119 IR2-4 0.013 0.082
IR5-6 0.014 0.082 IR4-9 0.009 0.084 IR4-9 0.015 0.075
IR6-5 0.013 0.083 IR4-11 0.017 0.070 IR5-6 0.006 0.102
IR6-6 0.011 0.087 IR5-6 0.005 0.104 IR6-5 0.008 0.094
RE3-7 0.015 0.075 IR6-5 0.009 0.09 IR6-6 0.004 0.107
RES5-1 0.004 0.107 IR6-6 0.011 0.084 RES5-1 0.017 0.073
RE5-5 0.015 0.077 RE5-5 0.015 0.075 RE5-5 0.010 0.086
ISSR14-4 1.16E-04 0.182 RE9-3 0.017 0.063 ISSR14-4 1.69E-04 0.171
SSR2-4 0.019 0.071 ISSR13-7 0.019 0.068 ISSR15-5 0.019 0.067
SSR2-6 0.017 0.073 ISSR14-4 2.68E-04 0.158 ISSR12-7 0.014 0.072
SSR2-7 0.018 0.073 ISSR15-5 0.01 0.080 SSR2-6 0.015 0.074
SSR2-6 0.012 0.077 SSR2-7 0.019 0.070
SSR2-7 0.005 0.097
Sy Foss 4l dlass &4 Sy dlass il Sid e 4 S SidS jg
Wet leaf weight Number of leaves’'Number of stems Dry leaf weight/Dry stem weight
IR6-5 0.009 0.086 IR6-6 0.003 0.118 ISSR8-7 0.017 0.077
RE5-5 0.008 0.087 IR7-14 0.012 0.085 ISSR8-12 0.013 0.084
ISSR14-4 1.20E-04 0.174 RE1-6 0.007 0.093 ISSR13-2 0.018 0.086
SSR2-4 0.007 0.089 ISSR14-2 0.011 0.085 ISSR16-9 0.004 0.109
SSR2-6 0.005 0.095 ISSR12-1 0.014 0.076 IR7-12 0.017 0.080
SSR2-7 0.008 0.088 ISSR12-5 0.004 0.092

8 5o e J5 Sk oy
Total dry weight/Total wet weight

RE7-2 0.003 0.106
ISSR11-3 0.016 0.071
ISSR13-4 0.008 0.081
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Abstract

In the current investigation, 10 IRAP, 14 REMAP, 16 ISSR and 7 SSR primers and mixed
linear model (MLM)-based association analysis were used to identify molecular markers
associated with 13 morphological traits in cultivated afalfa (Medicago sativa L.).
Morphological traits studied, were height, chlorophyll content, total wet weight, total dry
weight, wet leaf weight, dry leaf weight, wet stem weight, dry stem weight, number of |eaves,
number of stems, number of leaves/number of stems, dry leaf weight/dry stem weight and total
dry weight/total wet weight. Analysis of genetic structure of the populations revealed 6 sub-
populations (K=6). In general, MLM association analysis identified 95 markers associated with
studied traits (P<0.02). Fifty-four percentages of the associated markers were retrotransposon-
based markers (IRAP and REMAP), while SSR and ISSR markers constituted 46 percentage of
the associated markers. Marker 1ISSR14-4 was associated with 8 traits. The maximum number of
markers (13) was associated with dry stem weight. Markers associated with dry stem weight and
wet stem weight was also linked to the other studied traits.Results of the current study presented
useful information about the genetic basis of the traits studied and can be used in dfalfa
breeding programs to produce hybrids with high biomass.

Keywords: Association Analysis, Cultivated Alfalfa (Medicago sativa L.), MLM, Molecular
Markers, Morphological Traits
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