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Abstract: [Objective] This study was intended to establish the MFLP reaction system special for Puc-
cinia strii formis f. sp. tritici. [Method) Mixed uredospores of wheat stripe rust was used as the test mate-
rial. Several main factors such as the genomic DNA preparation,restriction enzyme digestion and PCR am-
plification were studied and optimized. [Result] The improved CTAB/SDS method was so effective at cell-
wall breaking that the DNA product was qualified enough for later MFLP analysis. The optimal digestion
time of Mse | was 4 h. The best annealing temperature of the preamplification was 55 ‘C. As for the selec-
tive amplification,a 100-times dilution of the preamplification product was used as template and the prefer-
able annealing temperature was 58 ‘C. [Conclusion)] The MFLP reaction system established in this study
always gave the clear and stable MFLP fingerprint, which would provide a new research method for the ob-
ligated fungi,such as P. strii formis f. sp. tritici,in the field of population genetics and epidemiology.
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Table 1 Nuclear sequence of the MFLP primers
514 Primer J¥ %1 Sequence Tm/C

AFLP s #E1ES1 9 1 Mse+C 5'-GAT GAG TCC TGA GTA AC-3' 50
AFLP-selective primer |

AFLP ﬂ%ﬁgl% I Mse+CAA 5'-GAT GAG TCC TGA GTA ACA A-3' 54
AFLP-selective primer [[

RJ3f 5'-GCA GCA CTG GCA GGT GG-3' 58

SSR %%glw RJ3r 5'-GAT GAA TCA GGA TGG CTC C-3' 58

SSR-anchor primer
RJAf 5'-GTG GGT TGG GCT GGA GTC-3' 60

AERS i PCR 4738 i 38 B 9 18 R B2 R AR T
19 Tm Al 5 C 247, AR 46 1% % 50,55 I
60 C 3 MR JORFEEHATE 1 WY HE . H PCR i
KZEH 10 pLBEYIZEH 9 1 pL. 10X PCR Buffer
(Mg* " plus)1 pL.dNTPs(10 mmol/L) 0.8 ul,AFLP
VBT 110 pmol/L) 0. 75 pL.SSR 4 514 (10
pmol/L) 0. 75 pl. Tag DNA R4 (5 U/pl) 0.2
pLoddH, O 5.5 pl, [R5 :94 C TR E 5 ming
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Wy R R 1 L. 10 X PCR Buffer(Mg*" plus)1
pL dNTPs(10 mmol/L) 0.8 pL, AFLP &5
Y 1 (10 pmol/L) 0. 75 pL, SSR 4 % 51 ¥ (10
pmol/1)0. 75 pl., Tag DNA &8 (5 U/pl)0. 2
pL.ddH.O 5.5 pl. N4 R:94 °C B PE 5

1 /INZZ S8BT L 4 DNA f B RS A U I Hi koA Tl
M. DNA Marker; 1 ~8. /N 85 B 3£ H 41 DNA
Fig. 1 Agarose gel electrophoresis of genomic DNA
extracted from wheat stripe rust

M. DNA Marker;1—38. Genomic DNA

min; 94 CAZ8 4 30 s,55,58 8% 60 ‘CiB k 1 min,72
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[ 2 /INZZ S5 T S R 4 DNA IR [3] i 4 i 1) 19 e vk 181 3%
M. DNA Marker;1~4. B4 1,2,4 F1 6 h {93 K4 DNA
Fig.2 The electrophoresis pattern of the gDNA
digested by Mse | at different time

M. DNA Marker;1—4. The genomic DNA digested for 1,2,4 and 6 h
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Fig. 3 The preamplification effect of different

annealing temperatures
M. DNA Marker;1—3. Annealing temperature of 50 C ;
4—6. Annealing temperature of 55 C ;7—9. Annealing
temperature of 60 °C;1.4,7. Primer combination of
Mse+C/RJ3f;2,5,8. Primer combination of Mse+C/RJ3r;
3,6,9. Primer combination of Mse+C/RJ4f
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PR PR e 0B e o B A AR DNA S MFLP i
i E AR, 76 gDNA B #2005 ) 4 Fe o, v
FE ATV B R A R I L 1 B L 22 M S 2 I o
Yy, R UE DNA 4l B 7 A R T 5 Se il bl L% 8
P IR BRI AT
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M. DNA Marker;1,4,7,10,13,16,19,22,25. ##gly 1 50 {4 8 7=49;2.5.8,11,14,17,20,
23,26, AR 1+ 100 BB = 4:3,6,9,12,15,18,21,24,27. AR g 1 ¢ 200 B 14 = 4 5
1~3,10~12,19~21. Mse+ CAA/RIBI 514 A 54~6,13~15,22~24. Mse+ CAA/RI3r 51414
7~9.16~18.25~27. Mse+CAA/RI4f G145 1~9. B KR EH 55 C310~18. B KR EH 58 C519~27. B AR EH 60 C
Fig. 4 The selective-amplification effect of different combinations of preamplification dilution and annealing temperature
M. DNA Marker;1.,4,7,10,13,16,19,22,25. Amplified template was 50 X dilution of the preamplification product;
2,5,8,11,14,17,20,23,26. Amplified template was 100X dilution of the preamplification product;
3,6,9,12,15,18,21,24,27. Amplified template was 200X dilution of the preamplification product;
1—3,10—12,19—21. Primer combination of Mse+CAA/RJ3f; 4—6,13—15,22—24. Primer combination of Mse+CAA/RJ3r;
7—9,16—18,25—27. Primer combination of Mse+CAA/RJ4f;1—9. Annealing temperature of 55 C;
10—18. Annealing temperature of 58 ‘C ;19—27. Annealing temperature of 60 ‘C
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