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PCR Detection of Nematode Resistant Gene in Sugarcane

WU Yang, ZHOU Hui and PAN Da-Ren”

{Crop College, Fujian Agriculture & Forestry University, Fuzhou 350002, Fujian, China)

Abstract: According to the sequence of root-knot nematode resistant gene in tomato and the sequence of nematode resistant gene in sugar
beet, two forward primers and two reverse primers were separately designed, and a pair of primers each was selected among them by PCR.
Thirty-eight sugarcane cultivars (without conventional identification of nematode resistance) was tested by the selected PCR primers. The

results showed that two special fragments of about 460 bp and 690 bp were obtained, and PCR-Southern blotting about them was made

further in order to affirm the homogeneous sequences of nematode resistant gene.
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1.1 #HYHE
BRRETERBRBHEFREEHOHERHERR R
RHKREHEESVRE(E 1)

#) OD 18,3 25 & B B ¥ 58 I L WK SR B8 & DNA MWK BE 5 I
ft. ¥ DNA JREERE RS 50 ng/pL, 44 PCR P 18 HOKEAR

®1 BHHEA 2R3 Y PP, 1 SP,SP, #{T PCRY MM R
Table 1  PCR result of 38 materials for primer P, P, and SP,SP,
0. (=}
i; fa Zﬁe P,P,  SP,SP, z Z fafi P,P,  SP,SP, ’z i fﬂ Zt P,P,  SP,SP,

1 BRI + + 14 8 c25 + + 27 1 8296 + +
2 AT + + 15 8 92/373 + + 28 #90-3 + +
3 W RE + + 16 B8 91/854 + + 29 # 73-167 + +
4 KEF + + 17 #93-159 + + 30 ROCI1 + +
5 #F & + + 18 = 92/19 + + 31 s + -
6 Badila - + 19 )i} 897103 - + 32 # 74-141 - -
7 AL 81-745 + + 20 [ 4 86/2121 - - 33 US90-1013 + +
8 A 91-4710 + + 21 ¥ 93/246 - 34 CP00-2047 + +
9 BR 95-1702 + + 22 €01001 + + 35 LCP85-384 + +
10 /R 91-4621 + + 23 CP65-357 + + 36 CP88-1762 + +
11 AR 94-0403 + + 24 CP72-1210 + + 37 HOCP91-555 + +
12 ROC16 + + 25 CP84-1198 + + 38 US87-1036 - +
13 ROC10 + + 26 B 71374 + +

W+ "R PCRY A TR, - "RA PCRYMBEAHRLH,

Note: “ + "indicated special band, “ - ”indicated no special band.

1.3 3[#mgit 1.5 PCR-Southern %35

REFFEMIMRERLHER Mi(AF148934) BB F T,
R HEN, SERFFINEE, BT 4 £A8F
THREZRLADFERNFIE DNA FBEMERK TR Y,
L #7319 P, .5’ -AGACAGTATGGACCAAAAGAATGG-3' , P, : 5'-
CAACACTATGATGTGGAAAACTGC-3'; T #5314 P, :5'-GAAGG-
AGCAGAAGAATTAGAAAGC -3, P, : 5'-AGGATCACTCACTGAAG -
ACGAGC-3'

MR BL R EER H2™' (BPUTIT33) BIHE &
FA BT EN A RTFFIRR, BT 44
ATy 5ZmgamERFR DNA FRHERK TR
¥, £ #5145 SP,: 5'-TGCGAATGGAGAACATGATACTACC-3',
SP, : 5'-TTGAATCTGCTATGAGAAGGTGTGG-3"; T ## 5! 4 SP, :
5'- AGACTCAGTAGAACCACCAATCACA-3', SP,: 5'-CTTGTGC-
CGTAGATCCTTGCTTAAT-3' .

1.4 PCR ¥ FH %k

A 10 mmol/L Tris-HC1 (pH 8.3) \1.5 mmol/L KC1.2.0
mmoVL MgCl, | 100 pmol/L dNTP, 0.2 pmol/L t # 5| 47.0.2
wmol/L T #HFB1 47 .50 ng AR DNAL1.0 U Taq B8, K B WHK
#HE 20 pL B,

PCR Y"1 2 F 28 94C 5 min, 1| P FEFF;94C 40 s,
60C 50 5,72°C 90 5,35 TEF ;72°CE M 10 min,

PHEYERIE 0.5 py/mL RALZ EEHT 1.5% RS ¥E 5k B
B, 7k 90 min(5 Viem) 5 BB RAR R G LM HF BT,

M P, P, #1 SP,SP, B4y 88 R A 1 36 34
B Bkik 6 #y (HA 1 T, I M AT R, 48 K 81-745, CO1001,
US90-1013, K T B 7 ) A 38 , 2 30 BT T B9 4R ST 0 2 DU B AT
T DNA A8 B PCR =4 R 1ERY .

PCR-Southern 2% 32 ff F§ Roche 2% R] B 2% 35 i 7 & DIC
High Prime DNA Labeling and Detection Starter Kit | o

2 BRSHSW

2.1 HEBEANMEMESHK METFEE , EBEER
BREFHMMSEAFERESRRARKRGT, RAUKE
IR M (TR MBS, TR KRBT 5 9 ik 4
W LAEF A MBI IE N BAR DNA. REFEBRNBREL R
FEE M BRERFI M 2 BT 2 AT RS Y
HEM 43319, 54 54 PP, PP, PP, PP, I FHE S
PP, XRG4, U3 A BER A0 460 bp; B MM E
LAUFHERE Hel™ MBEF I 2 4~ LIz F
WS | E A R 4 %5197, 4 %1% SP,SP, .SP, SP, \SP, SP, \SP, SP,
AR FELE i SP, SP, X X HRE 57 5147, 83 BR K29 2 690 bp.
2.2 A PP, XX 59T 38 344 FLEAT PCR &4, 3L H 32
BHHHEARR LW BB KELE 1, BERLERLE L,
2.3 JH SP,SP, XXt 51433 38 B R BEAT PCR Y3, 30 34
BREL AR R, LA 2 MK 1.

2.4 FT PCR-Southern 2838 ] 5 TH BRI B REHBLH , &
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