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DNA polymorphism of arbuscular mycorrhizal fungi ( AMF) was analyzed through the method of
DNA amplification by nested PCR based on AFLP marker in order to solve the difficulty of identifying
the species of AMF associated with mei flowers ( Prunus mume Sieb. et Zucc.). A total of 30 root
samples from 18 mei cultivars were collected in the flowering phase from Wuhan Mei Garden as
experimental materials. The results show that the purified DNA can be extracted only from eight root
samples that account for 26. 7% of total root samples. Totally 24 polymorphic loci were obtained from
eight sample roots averaging 3. 0 loci for each sample. The average genetic identity was 0. 4097 +0. 084 8
and the Shannon information index was 0. 596 8 £0. 095 5. The clustered groups of AMF DNA by AFLP
marker from different cultivars were not identical with cultivar groups of P. mume. The results indicate
that the AFLP marker technology is a brief and effective method to study the DNA polymorphism for the
AMF in the roots of a plant.
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Tab.1 Root samples of different cultivars of P. mume
1 2 10 1
2 1 11 1
3 1 12 1
4 2 13 1
5 2 14 1
6 1 15 3
7 2 16 1
8 3 17 1
9 2 18 3
14
65 C 1h 15 min
PCR Cycle Pure Kit Gel 1 o
Pure Kit OMEGA ( ) Mse 1 \T4 DNA DNA .
Ligase Taq o DNA Cycle Pure Kit
1.2 DNA . DNA
CTAB DNA. PCR -20 C .
( 1~2¢) 1% Marker DNA-Hind
2000 r/ | 120 V 20 min
min 2 min 3 Tannon GIS—2009
70% 4 ~5 min . DNA o
3. 1.3 PCR
5 mL 1.3.1 PCR
o 65 C PCR 2 PCR .
2 mL 2% CTAB ( 100 mmol/L Tris-HCl pH ( LSU) LRl  FLR2
8.0;20 mmol/L EDTA pH 5.0; 1. 4 mol/L NaCl) 1 PCR 1 PCR
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Tab.2 Primers of nested PCR

/C
LR1 5°-GCATATCAATAAGCGGAGGA-3~ 53 Fungi 15
FLR2 5-GTCGTTTAAAGCCATTACGTA 3~ 54 Fungi 16
28Gl1 5’-CATGGAGGGTGAGAATCCCG3~ 61 (AM) fungi 17
28G2 5’-CCATTACGTCAACATCCTTAACG3 59 (AM) fungi 17
1.3.2 PCR pL
PCR : 94 °C 3 min; o 15—
94 °C 1 min 1 54°C. 2 59< GATGAGTCCTGAGTAAC3",
1 min 72 °C 1 min 35 ; 1.4.4
72 °C 10 mino 6%
1 PCR 1% 1 x TBE 80 W 30 mino,
2 PCR ; 10 pL 80 W 2 h 1
40 2 PCR o
o 1.4.5
Cycle Pure Kit PCR 2L 10%
1% PCR 0 20 min ; 3
1.4 AFLP 2 min; (1.5 g AgNO, +2.25
1.4.1 mL 37% +1.5L ) 30 min ;
Mse 1 DNA o 5s (30 ¢
DNA 100 ng Mse 1 400 wL 10 mg/mL 1L
0.625 pL. 10 x NEB 2.5 wL. 100 x BSA( 100 4C ) DNA ;
g/mL) 0. 25 pL 25 pL 10% 5 min ;
PCR 37 C 3.5 ho . Msel: 5 min o
3*ATAAAATTS . 1.5
1.4.2
70 C 15 min ~ Mse | “” ‘07, “@”
. o . “”7  “0”
12.5 pL 10 x T4 DNA 2.5 pLs NTSYSpc-2. 0
T4 (10 pmol/L) 5 L. T4 (350 U/pl) 1 o POPGENE 32 N
wL 25 pL PCR “Nei’ s +Shannon
18C  7h. T4 (M) Nei’s (GD) .
5'-GACGATGAGTCCTGAGTACTCAGGACTCAT3", GS =2N,;/(N;+N;) N,
1.4.3 N, N,
10 plL DNA 1 pL :Nei’ s GD =1 -GS.
\2.5 uL 10 x PCR .0.5 pL dNTPs( 2.5 GD
mmol/L) .0.25 pL Tag (5 U/pl) o
25 pLs 194 °C 3 min;
94 C 30s 58 C 30s 72 C 45 s 2
31 ;72 C 5 min 4 °C 10 min. 2.1 DNA \PCR
5 ulL (6x) 18 30
95 C 5 min 10 CTAB DNA 16 DNA
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Tab.3 Genetic similarity coefficients and genetic distances of the root of P. mume cultivars based on AFLP marker
a b
a * 0.33 0.67 0.44 0.33 0.33 0.56 0.22
a 0.67 & 0.56 0.33 0. 00 0.67 0.67 0.11
b 0.33 0.44 * 0.44 0.56 0.56 0.33 0.67
0.56 0.67 0.56 * 0.33 0.78 0.33 0.44
b 0.67 1.00 0.44 0.67 & 0.67 0.67 0.11
0.67 0.33 0.44 0.22 0.33 * 0.67 0.56
0.44 0.33 0.67 0.67 0.33 0.33 * 0.78
0.78 0.89 0.33 0.56 0.89 0.44 0.22 &
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Fig.5 Clustered result of AMF DNA from the roots of different cultivars of
P. mume based on AFLP marker
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