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Establishment of the Optimized AFLP Analysis

System for Jatropha curcas*
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(Key Laboratory of Bio-resources and Eco-environment of Ministry of Education, School of Life Sciences, Sichuan University, Chengdu 610064, China)

Abstract The optimized AFLP (Amplified fragment length polymorphism) analysis system was established for Jatropha
curcas. 17 lots of young leaves of J. curcas from different habitats were used to comparatively study and analyze their essential
factors influencing the results of AFLP, including the quality and concentration of the extracted DNA, reaction time and
concentration of enzymes EcoRI/Msel and silver staining DNA in denaturing polyacrylamide gel. The results indicated that
the extracted DNA by the improved CTAB method was good in quality; the dosage of template DNA was 400 ng; the reaction
time of enzyme digestion was 3 h; the products of preamplification should be diluted for 10 times; and eight pairs of primers
were selected from 64 pairs by screening repeatedly. By using the AFLP reaction system, primers suitable to J. curcas were
screened out. Those results provide fundamentals for further molecular studies on J. curcas using AFLP marker. Fig 5, Tab 2,
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Table 1 Source locations of the J. curcas accessions

%7 No. SKAEH £ Collection site A KARAE Growth status
1 i/ viE Zhenfeng, Guizhou FhFiik Seed germination
2 S Ceheng, Guizhou FTHi A Seed germination
3 PUJIIEKAETT Panzhihua, Sichuan  Fffilfi’% Seed germination
4 PUJIPEETT Xichang, Sichuan 11X, Mountain area
5 W% %< Luodong, Hainan P’k Seed germination
6 I /\JIT Basuo, Hainan Fhrilii % Seed germination
7 WERIEII T Haikou, Hainan A% Seed germination
8 ZFNNYLTE Lijiang, Yunnan i1l Roadside
9 ~r7kMEEL Yongsheng, Yunnan %14 Roadside
10 JUP§HBHE Tianyang, Guangxi A% Roadside
11 ] VERERE Longlin, Guangxi /N34 Roadside
12 LI Mali, Africa 1ilH Nursery
13 fiidkghi3: Burkina Faso, Africa T Nursery
14 ENEY VIR AAB;i;;-\.B, Indonesia, 4 Nursery

IJES y
15 M Jﬁ)ﬁﬁmdtﬁg:‘vﬂi?ww, Sl Nursery
16 4fif]) Burma, Asia 7k Seed germination
17 ZHd Laos, Asia Tk Seed germination
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Fig. 1 Agarose gel electrophoresis of DNA samples
1~3iE ¥ M FESCH DNA Lanes 1~3: Extracted DNA from J. curcas
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Fig. 2 Detection of DNA double enzymes digestion
1~5iE [JDNALE K 100, 200+ 300, 400. 500 ng
Lanes 1~5: Digestied DNA of 100, 200, 300, 400 and 500 ng, respectively
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Fig. 3 Agarose gel electrophoresis of DNA double enzyme digestion at
different times
1~AIE 5 HNIUEGYIL 24 3+ 4 hi=40); SIE A WU R =)
Lanes 1~4: Products of enzyme digestion from 1, 2, 3, 4 h, respectively; Lane
5: Products of enzyme digestion after one night
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Fig. 4 Agarose gel electrophoresis of the selective amplification products
with different diluted templates
1~438 53 5 o AR BE 20, 15, 10, 5% i Tl 4 34 7 ¥ o B A 1 8 4%
PEY I =4 Lanes 1~4: The selective amplification products of the
preamplification products of diluted by 20, 15, 10, 5 times respectively as
template
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Fig. 5 Silver-staining result of the second screened primers
1~83# Jy i 2 A9 8%F 514 Lanes 1~8: The screened out 8 pairs of primer
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Table 2 List of 8 pairs of screened primers

47 No. Msel 51# Primer EcoR 154 Primer
1 M-CAG E-AAG
2 M-CAA E-ACT
3 M-CTG E-ACA
4 M-CAA E-ACC
5 M-CAT E-ACA
6 M-CAG E-AGG
7 M-CAT E-AGG
8 M-CTA E-AAG

11 @O DNARYT e R ZR a7 I RO AT 4. BT AR BOR Rl
U3k FH A G 43, T B 1k 22 0 S8 Ak, 7 T8 GUIRES I o A
DRPVP. Q) 4R Gy B D) AE FE ). AFLPES S A4 e A vk
F2 TP T DNARE U 09 185 v Fnaze 3k i 32 9 7 01k, T,
RV BLAI, B4, B PAGENR 145, B 185 4 A 4
Y O G S Ve R WL UNT(p - AU = = 21D VA =S i a9 S
o5y, 150 250 S Rk, [A)EE i 5 il 2 i A 2% HE B ES) 1]
AN—F @ FE AR e AR P B R X A5 R A R, T
HAE& 2, KR TR B . RS Sk ERA,
FARTE T, 2™ H IR G 45 . ® TR I e (5 B e R
(] 01 58 5 sF [, % £ 235 AR A Sk e (R AN B2 32 10 s,

ZE Lk, FATRL S 37 7 3E T RSO I AFLPIR AR,
S LA JG I AFLPAE ARG BRICH E 1T 38 AL ZREVEDF SR S 41T
FRUEALAOTE I, LUK BRPCR 1E 17 4 B & Fib.
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