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Construction of cDNA Subtractive Library of Volvariella Volvacea
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Abstract A modified method for cDNA subtractive library construction was introduced. We prepared the
mycelia of V. wvolvacea under inducing conditions and no inducing conditions. Two kinds of mRNA of V.
volvacea were extracted with PolyATtract mRNA Isolation System III Kit. The inducing mRNA was re-
verse-transcripted into single-strand ¢cDNA with PowerSecript™ Reverse Transcriptase. Hybridization be-
tween the single — strand ¢cDNA and no inducing mRNA was performed. After high stringency washing and
purification and concentration the cDNA subtractive library was constructed with SMART™ ¢DNA Librar-
y Kit. The result revealed that the tilter of cDNA subtractive library was 2. 5 x 10° pfu/mL that the am-
plified ¢cDNA subtractive library was 1. 1 x 10° pfu/mL that the recombinant rate reached to 93% and
that the length of inserts ranged from 0. 5 kb to 4. 0 kb. The results showed that this new method had an
efficient improvement in constructing full-length ¢cDNA subtractive library which simplified the experimen-
tal procedures and enriched more candidate genes.
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c¢DNA
c¢DNA mRNA
cDNA
56
SMART
c¢DNA
1
1.1
V., 40°C 4d
0.2% CMC 0.2% xylan 0.2% KH,PO, 0.2% NH, ,S0, 0.1% MgSO, 2.5
mg/L VB, 1.5% pH7.5. 0.2% 0.2% KH,PO, 0.2% NH, ,SO,
0.1% MgSO, 2.5 mg/L VB, 1.5% pH7.5.
1.2
SMART™ ¢DNA Library Construction Kit ~ Power Script™ Reverse Transcriptase Clontech
PolyATtract mRNA Isolation System III ~ Packagene Lambda DNA Pac kaging System Promega
Probest DNA pMD18-T DNA Marker Takara
IPTG -B-D- X-gal 5- 4- 3- -B-D-
xylan from oat spelt Sigma Hybond — N + Amersham Pharmacia Biotech
QIAquick PCR Purification Kit QIAprep Spin Plasmid Miniprep Kit ~ QIAquick Gel Extrac-
tion Kit QIAGEN
1 x Lambda 0.1 mol/L. NaCl 10 mmol/L. MgSO, - 7H,0 35 mmol/L Tris-HCl pH 7.5

0.01% Gelatin.

7

1.3 RNA mRNA
RNA ® mRNA PolyaTract mRNA Isola-
tion System III RNA  mRNA Asy  Ango 1%
1.4
1 mRNA
3 ~5 pg mRNA 5.5 uL 15 pL MOPS 65C 15 min
mRNA Hybond - N + 5l
80°C 2h .
2 c¢DNA
SMART™ ¢DNA 0.5 wg mRNA SMART IV
CDS 111/3" PCR PowerScript cDNA
3
mRNA 100 pL 42°C 3h 100 pL
10 pL ¢cDNA c¢DNA mRNA  50°C 6h

0.1xSSC 0.1% SDS  68C
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cDNA

1.5 cDNA
1 LD-PCR
c¢DNA c¢DNA 5L
1 pL 15 . cD-
NA  Sfil CHROMA SUN-400 >0.5 kb
cDNA . Sfi 1 c¢DNA TriplEx2 N
2 DNA A
cDNA ATriplEx2 Sfil 16°C
Packagene Lambda DNA Packaging System
1 x Lambda 1 pL 200 L XL1-Blue
37C 10 ~15min 2 mL 45°C LB/MgSO,
37°C  LB/MgSO, 37°C 6 ~18 h. c¢DNA
pfu/mL
pfu/mL = X x10° wl/ml /C oL
3 ¢DNA A
1500 pL. 3.75 x10° pfu
1077 10 pL 37°C
c¢DNA 12 5'PCR 3’
PCR PCR 1% cDNA
4 c¢DNA
c¢DNA
A PCR PCR TA pMD18-T
JM109 37C
DNA
2
2.1 RNA mRNA
RNA
Asgo/Asgo 2.034 2.035 57.36 pg/mL  48. 68 pg/mL
10 pL RNA
1.5~2.5:1 1. RNA
mRNA . 1 mg RNA
mRNA A,/ Ay 1.222  2.035 9.48 pg/mL
29. 44 ng/mL cDNA
2.2
mRNA 3 pg
mRNA 1 g c¢DNA c¢DNA 1 MR RNA fR K E
mRNA 0.4 pg.
2.3 cDNA
20 pL 0.08 pg 45 LD-PCR 1%
cDNA 0.3~6.0kb 2 . 2.5 x10° pfu/mL
93% . 1.1 x10° pfu/mL. 12 PCR cDNA
cDNA 0.5~4.0kb 3.
2.4 cDNA

PCR
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3
cDNA c¢DNA
. SMART cDNA
2.5 x10° pfu/mL 93% 1.1 x10° pfu/mL
25% . 12 PCR cDNA
0.5~4.0kb .
cDNA cDNA . SMART Swithing
Mechanism at 5'end of RNA Transcript LD-PCR 1ong-distance PCR cDNA.
cDNA cDNA LD-PCR cDNA
mRNA 25 ng RNA 50 ng cDNA cDNA
Sl 1A IB NTriplEx2 cDNA
cDNA
cDNA
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