2001-04-20
1974 —

24 4 Vol.24 No.4
2001 JOURNAL OF NANJING NORMAL UNIVERSITY Natural Science 2001
2 3 4
1. 210097
2. 250033
3. 130024
4. 100036
SD RNA  mRNA dscDNA Rsa |
cDNA 2 cDNA 2 2
PCR T/A 80
20
Q785 1001-4616 2001 04-0082-06
0
1 2
3
Lewis * 4h
DNA Fas/APO - 1
.Han ° DNA
72h + 18G
Boonstra ° A431 EGF ¢ — fos
c—jun
mRNA . 0G 6
mRNA 23% ~ 1100%



1

1.1
1.1.1
E. Coli JM109

1.1.2 DNA
Taq DNA polymerase A DNA/ Hind [l Marker . PolyATract System 1000
Promega Clontech DI2000 X174/ Hae 1l pGEM -
T TaKaRa
1.1.3
cDNA Adaptor
1 Adaptor 2 22 PCR PCR
1 22 nested 12
G3PDH 5’ G3PDH 3’ PCR 1 G3PDH 5" G3PDH 3’
G3PDH PCR 1
1.1.4
TRIZOL DEPC Sigma IPTG X - Gal GIBCO
1.2
1.2.1
SD 20 200+20 g 2
. +8G 30 min
10 min 3 min. . 20g
214 C 12h 7:00~19:00 . 10d 4
4 5~10mlL.
1.2.2
1.2.3 RNA
TRIZOL RNA. 260 nm 280 nm
ODg0/ OD gy > 1.8 . 1 ODygy =40 pg/
ml,
1.2.4 mRNA
RNA Promega PolyATract System 1000
260nm 280 nm ODyg0/ ODpgy > 1.8
1 ODyg =40 prg/mL
1.2.5
Clontech
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1.2.5.1 c¢DNA dscDNA
Poly A *RNA 4pl 2pg cDNA 1pl. AMV
200U dNTP 42°C 90 min DNA I RNase H E. coli-DNA
dNTP 80 L. 16°C 2h 6U T,DNA 16C
30 min dscDNA.
1.2.5.2
dscDNA 43.5ul. 15U Rsa [ 37%C 5h.
dscDNA  1:6 2 2pL adaptor 1 2 12
16°C 12h .
1.2.5.3 PCR
> 25% adaptor I adaptor 2 ds ¢cDNA 1.5 L
1.5pL ds cDNA  68C 8h
c¢DNA 68°C 12h . 1pl 1:200
50 x advantage klen Taq adaptor 1 adaptor 2 5 3
1 PCR PCR Ipl. adaptor I adaptor 2
5 3 PCR PCR PCR
cDNA PCR
1.2.5.4 pGEM-T
PCR A . 95°C 25 pL.
PCR 20 min 7.5 pL 20 pmol/L dATP 5U Taq
70°C 15 min. A PCR pGEM-T 4°C E.
Coli DH5a 37C
1.2.5.5 «a
4°C 2h a
37°C
1.2.5.6
c¢DNA . 80
pGEM - T sp6  T7 PCR . PCR
50 ~ 100 ng .80°C 2
h .2  mRNA cDNA
a-2P . 0.2 mL/cm’
65°C 30min. *P cDNA
65C 16~24 h .-70C 48h.
2
2.1 RNA mRNA
2 RNA  poly A + RNA Ao/ Aggy > 1.90
1.0% RNA 28s 18s  Ss
mRNA mRNA > 0.5kb . 1 2. RNA  mRNA



1 RNA
2.2 dscDNA
adaptor I adaptor 2 dscDNA
G3PDH3’ G3PDH 5’ G3PDH3’ MOADNA / Hind T 1 )
5 PCR 1 30 2 mRNA
PCR 2.0% .
3. dscDNA > 50% 50% ds ¢cDNA
2.3
PCR T, pGEM - T . E.
Coli DH5«
cDNA . a
60 %
2.4
80 PCR 200 ~ 500 bp.
2.5
80 Sp6  T7 PCR  PCR
c¢DNA . 20

M ¢X 174 Hae [ll 1 1 cDNA
G3PDH3’ RCR 1 2
1 ¢DNA G3PDH3’
G3PDH5’ 3 2 c¢DNA
G3PDH3’ RCR 1 4
2 ¢DNA G3PDH3’ 1 cDNA
G3PDHS’ 2 cDNA
3 4
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SSH *® DD RDA . PCR
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PCR @
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Cloning Genes Associated with Adaptability to Changing Gravity
Environment Using Suppression Subtractive Hybridization
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Abstract Suppression subtractive hybridization SSH  technique was applied to isolate gravity-sensitive genes. Firstly

lymphocytes were separated from blood of tester and driver and their mRNAs were extracted and reverse transcripted to
cDNAs. After digestion with Rsa | and ligation with two different adaptors the tester cDNA was denatured and hybridized
with driver ¢cDNA . Unusual gravity endurance related ¢cDNA library was cloned into pGEM-T vector. Using ¢cDNA of the tester

group and the driver group as probe 80 clones picked out randomly were northern-blotted . The result shows that 20 clones are
positive.
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