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RNaseH 50 uL 1 mmol/L EDTA
75 5 EDTA
20 uL 5.5 uL
10 pL 5xTdT 12.5 uL 0.1 BSA
s 10 pL 10 mmol/L dATP 2 uL
1 #RAT % 37 15 min  cDNA
1.1 #l polyA 2 pL 500 mmol/L EDTA
1.11 M. grisea 1-24 22 uL
3 uL Tl (10 pmol/L 5 2CCTGGAAACGGATT-
pMD18-T Vector  E.coli IM109 ~ CGAAGCTTTTTTTTTTTTTTT-349 25 uL 2xPfu PCR
TaKaRa MasterMix 30 3 min 40
1.1.2 Magnetight Oligo dT Particle 3min 72 20 min cDNA
Novagen T4 DNA
TaKaRa SuperScriptTM 111 Pfu 15 uL 10xPfu PCR
Trizol Invitrogen RNase 10 umol/L dNTP 150 uL
H 2xPfu PCR Mas- 50 puL 70 2 min
terMix DEPC
Sigma T1 Pfu 50 pL
50 uL 2xPfu PCR MasterMix
1.2 & RNA B932E 95 2 min cDNA 95
1ol 80 Pfu
Invitrogen Pfu
Trizol RNA I 0.5uL T2 10 pmol/L
RNA 5 “TTGCATTGTACCTGCAGGCGGCCGCATTTTTTTT-
1.3 F#i3k PCREKBIBEE S cDNA TTTTTTT-37 30 15 min 40 15 min
pé 72 20 min ™
PCR RNA Hg mg cDNA 95
cDNA 95°C 30s 72 15min 20
131 cDNA 95 3 uL ampl 10 ymol/L 57
oligo dT RNA mRNA CCTGGAAACGGATTCGAAG-3 ~ 3 uL amp2
cDNA 10 mmol/L 5 “TTGCATTGTACCTGCAGGC-3 <
1.3.2 cDNA cDNA 4 pL 10 mmol/L dNTP 2 min
cDNA 95  30s 60 30s 72
50 uL T4 DNA 41.5 uL 15 min 15 72 30 min
5.0 uL 10xT4 DNA 2.5 uL 5 uL 1
10 mmol/L dTTP  dATP dGTP dCTP <DNA
1 uL T4 DNA 37 15 uL 34 uL 3 uL ampl
20 min 30 s (10 pmol/L) 3 uL amp2 (10 pmol/L) 40 uL 2xPfu
75 10 min PCR MasterMix 2 5 uL
20 uL RNaseH 20 mmol/L Tris-HC1 pHS.0 1
50 mmol/L KCI 10 mmol/L MgCIl, 1 mmol/L DTT 14 EWHE
0.5 pL. RNaseH 37 lh 50 uL PCR (chromaspin-
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100 ) cDNA 9.12 pg/uL  OD;40/ODyg 1.949
cDNA Tag PCR dATP DNA RNA cDNA
Tag 72 15 min 3
1/10 pH4.0 3.198 g/L 2.2 cDNA &R 541t
3.52mL -20 cDNA (2
15 min 13000 r/min 15 min 75 cDNA 0.5 kb
T TA 2.0 kb 3 kb cDNA
IM109
15 XEEERNAERE
10° 10° 10°*
100 pl Amp/X-gal/IPTG
37
12~16 h =
< /
25
ampl amp2 PCR
2 HERAH M2 R HIEER CONA
Fig. 2 Amplication total cDNA by reverse transcription.
2.1 R RNA RYiEE M. Marker III; 1.Total cDNA.
RNA 1 23 CcDNAXE#ESEAYE
1 28S 18S cDNA
5.88 RNA A T
ODy5p 0.76 OD15=0.39 ~ RNA 8.9
> 10"cfu 8.9><10° cfu/mL
98.3 25
285 800 bp 2 kb 2 1200 bp
185 2kb 15
1380 bp cDNA
— 5388 (1) 1.7 ><10° cfu ; (2)
1.0 kb (3)
. N 90 %"
1 FEE R RNA Ixbs 8 AL B ik
Fig. 1 Agrose gel electrophoresis of M. grisea total RNA. cDNA
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Fig. 3 PCR analysis of inserts from cDNA library of M. griesea. M. Marker ; 1-25. PCR amplication of recombinants.
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Construction of cDNA library of Magnaporthe grisea with magneticbead

Feng Xu ', Xiaoli Wu?, Dewen Qiu?’

(‘College of Life Science, Yangtze University, Jingzhou 434025, China)
(lInstitute of Plant Protection, Chinese Academy of Agricultural Sciences, Beijing 100094, China)

Abstract: [Objective] We constructed cDNA library of Magnaporthe grisea. The good quality cDNA library could facili-
tate finding proteinaceous elicitors of M. grisea, and elucidating the mechanisms of the M. grisea--rice interaction.
[Methods] The Oligo(dT) combined with the magnetic bead was used to extract mRNA from total RNA of Magnaporthe
grisea and as primers to synthesize the first-strand cDNA. Terminal transferase introduced PolyA into 3’terminal of the
first cDNA strand, then the PolyA was used for amplifying the second-strand cDNA. Restriction enzyme and adapter were
avoided in this research, which could solve technical limitation of the traditional method. Because all reactions were done
in one centrifuge tube, this process could reduce the risk of cDNA loss and cross-contamination. The primers designed in
this research could clone the amplified cDNAs into expression vector in a desirable orientation. [Results]The cDNA li-
brary constructed had a high titer of 8.9x10° cfu/mL, and contained a total clones of 8.9x107 cfu, with an average inserts
size of about 1380 bp. [Conclusion]Constructing cDNA library with magnetic bead was a highly efficient method useing
only small amount of experimental materials within a short period.
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