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Abstract: In this study, we optimized the main factors influencing the results of AFLP, including the quality and
concentration of the extracted DNA, reaction time of enzymes EcoRI/Msel digestion, and the concentration of Mg?*,
dNTPs, selective primer and the dilute multiple of pre-amplification production were also optimized in selective
amplification reaction system. Ten pairs of primers were identified from eighty-one pairs of primers by optimizing the
AFLP reaction system. The result established a strong foundation for the AFLP analysis of H. otakii which provided a
standardized program for studying genetic diversity of H. Otakii.
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2.1 EHF4H DNA 2B

SR FH At 1) 2 I KT A2 3E1T DNA TR HL:
HL-80 CYA VIR LA 4128 100 mg, K B XL
ZOKMEET 1, WK 4OK R KT, BT
1.5 mL B0V . N 450 pL 2RI (4.5 pL
10 mmol/L. Tris-HCl pH=8.0; 90 pL 100 mmol/L
EDTA pH=8.0 fll 355 uL X{Z5/K), 40 oA e 1S0Ks
AREHE, I 10%SDS 150 pL. ProtenaseK 7.5 plL
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BEIINA], 65 C/K¥E 20 min, (HEERE. 1%305
P fis R DR W P 7) &
23 ELEEKR

DI\ E38 K 1) EcoRI 423k Al Msel 2
SLLL K T4 DNA HE#MT 16 CRuEs:. Rk
AN WY 20.0 pl, T4 Ligase (3 U/uL)
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24 TR SRR R

CLIERE ™ WIVE A RSERGIAT T 38 S N o Ty 44
NNAKZ A : 10X PCR Buffer 2.0 uL , dNTPs (%
2.5 mmol/L) 0.4 pL, E+A (10 mmol/L) 0.6 pL,
M+C (10 mmol/L) 0.6 uL, Taq DNA X4 1 U,
MgCl,(25 mmol/L) 1.2 pL, 74 2 uL, il ddH,0
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Tab. 1 Different treatments of PCR systems
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o 38 = R RE A A
dNTPs 4 [%/mmol.L-1
51 B /umol. L-1
Taq BFH=/U

MgCL, 49 i /mmol. L™

5, 10, 20, 30, 50

0.10, 0.15, 0.20, 0.25, 0.30
0.1, 0.2, 0.3, 04, 0.5
0.5, 1.0, 15, 2.0, 2.5
1.50, 1.75, 2.00, 2.25, 2.50

YR 4 : 94 °C 5 min; 94 "CAEME 30's, 65~
56 C (BEAMEIRFE 0.7 C) 1Bk 30 s, 72 CHEfH
1 min, 3t 12 MEFR; 94 CAEPE 30 s, 56 CiBK
30 s, 72 ‘CHEM 1 min, 3L 20 MEFR; 72 CLEfH
10 mino &3 F=4 FH 2% 0 Bt Tt Pl e SAST DN, 4
SEY A NG, H T R85 A .
2.6 PCR P4 R S

BEd =4 0.5 uL, B 0.25 uL. W #x (GeneScan
TM-500 LIZ1 Size Standard), 9.25 uL 251 H#
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POP-7™/} B 4 ABI-3130x1 [ Zhist A& 2 A 1%k
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UK, HEMO A5 o I i Eo i f% B 4.0
W AF (GeneMapper 4.0 software) HEAT 44T
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WA 2 57 o AR H P AN AN [R) BRRE i A A A st
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Fig. 1 Agarose gel electrophoresis of DNA
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Fig.2 Result of double enzyme digestion at different reaction times
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Fig.3 Agarose gel electrophoresis of pre-amplification productions
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Fig. 4 Detection of the selective amplification products with different

diluted templates
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TR PSR o I 2 AR L (R 45 N R i, T G
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WRIE A 0.20 mmol/L B4 34 =i b HLAS 2 .

343 G SERSEFEVEY 1Y (15 i 1
BEXS AR AL BATIRKIE 0, S Ml e I

DU LIS L B8N 5 1) — AR 15 e, T I

I3 At >, AT A U B AR,
0.1~0.2 pmol/L I, 4 384547 D AR T2 & PE R0

T 51K 0.4~0.5 pmol/L #5675 AR %

(REER PR AR IR 2 e 45 R IG SLSC T 5 [ Pk
Jh 0.3 pmol/L i 457 i 2 HAS s, HItEES 1Y)
LR IE 4 0.3 pmol/L.
3.4.4 Taq DNA ZE-G g H] &0 b FevEdr 1 i 52w
Taq DNA H &L PCR P04 0, HAET
KA A% e A v {H Gy 5 | ke s TR i P T I 2 BRI
PCR W6 iiie, BRIk, it Taqg DNA A
H X PCR W& i 4R 2. Y4 Taq DNA
REMHER 0.5 UN, § 4>, Taqg DNA
RBEMMEA 1.5~25 U K, JERRr&mRL,
14 Taq DNA RGHEH SR 1 U B, 8550500, 4
W% HARE . T LIk $E Taqg DNA AR E N 1
U.
3 45 MgCLREXFMEY I MeCl,
iE 52 Taq DNA SREGMG NG PRS2k 4 2 Hx
5 RS 1A 45 A5 S St LA — e i s,
MgCl, T i AR e 48 22, MgCly W
BN R20E Taq DNA SRA RS Y H 4D
BOGY W), AEARY AR RIESE MCL KN
0.200 mol/L.
3.5 Kii7<&k® AFLP fi{b R MR R BII8IE
ARG N KAE AFLP AR Rl 5E0E, LA
E+AGG/M+CGA NI FENE S IR AN [F] I KT 75 26
FFE AT IE PR 4 ?fiF%ﬁH ABI3130 H3)
WAL HTBGEATAI Gt 5 pis). 4h
TR B AN TR it 06 1% 3575 1 HEE%Z%EPE 100~
350 bp yulHE PN, UEEHOLILIY AFLP R R e/ A2 50h
AR IS5 3

B 5 FEGI¥MRE R IR Y 8 R
(M : Marker 1~5 31285149 0.5, 0.4. 0.3, 0.2, 0.1umol/L B} AIIEF
T =4
Fig. 5 Detection of the selective amplification products with different

primer concentrations
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Fig. 6 Capillary electrophoresis of different individuals
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