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Abstract

AIM: To construct a yeast two-hybrid cDNA
library of hydroxycamptothecin-resistant human
colon cancer cell line SW1116/HCPT in yeast
cells.

METHODS: The total RNA of SW1116/HCPT
cells was extracted using TRIzol method. Clon-
tech SMART (switching mechanism at 5'end
of RNA transcript) technique and homologous
recombination mediated approach were used to
construct cDNA library of SW1116/HCPT cells.

RESULTS: The ratio of A,y to A,y value of the
extracted RNA was 1.98. A total of 3 bands (285

rRNA, 185 rRNA and 55 rRNA) were exhibited
by agar gel electrophoresis, and the ratio of 285
rRNA and 18S rRNA was about 2. The ds cDNA
smear in cDNA library was between 0.1-5 kb in
length, with high expression at the 1-kb region. A
total of (1.2-1.9)x10° recombinants were obtained
from the cDNA library, and the recombination
rate was 93.7%. The amplified polymerase chain
reaction (PCR) fragments were between 0.2 and 5
kb in length.

CONCLUSION: The yeast two-hybrid cDNA li-
brary of SW1116/HCPT is successfully construct-
ed by Clontech SMART technique in yeast cell.

Key Words: Yeast cell; Clontech SMART technique;
Yeast two-hybrid cDNA library; Homologous recom-
bination
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AR ZH T ST, c DN A SRR R 7 A
(FWERFRAHL09, FikipGADT7-Rec)l [
Clontech/A ). JLHH & SMART IIITM Oligo%
¥1i: 5-AAGCAGT GGTATCA ACGCAG
AGTGGCC ATTATGGCCGGG-3'; CDS
Il 51%: 5'-ATTCTAGAGG CCGAGGCG
GCCGACATG-d (T);,VN-3'; LD-PCR_Lii 5]
Y. 5“TTCCACCCAAGC AGTGGTAGAGGC
CGAGGCGGCCGACA-3'RILD-PCR R34
5-GTATCGATGCCCACCCTCTAGAGGCCGA
GGCGGCCGACA-3" LR M B 51495'-A
GCAGTGGTATCAACGCAGAG-3'F1 N5 4:
5-GCGGGGTTTTT CAGTATCTACGA-3'H1 _Lifj
A T4 k. TRIzol FInvitrogen/A . BEREFUR
FERAR T B FH Omega /s 1. LAk, YPDARTFEIE
HISD/-Leus FRIEFEPERT IS I H Ox ford Al
Clontech/A 7.
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1.2.1 SW1116/HCPT 4 i3z 7= JH+7100 mL/LJiG %
I35 JRPMI1640(Gibco BRL) 842 H 75, 4M iy
B T%50 mL/L CO,. 950 mL/L% < fICO, A
o, AE37°CL 95% IR AR N R TR, BOMNEUE K
S 48 A U RNA.
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75°C, 10 minZ -5 4G, AHT R =R, fR0
A1.0 uL RNase H, 37°Ci 520 min, PLJHLRNA.
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RERZAS. KRB R S &R AH1090E 47
WM TYPDARE A L, 30 CHIERFRHA
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BIFUIIE T3 mL 1.1 X TE/LIACIE W, 244 1
A5 mLE DA (B 1.5 mL), =i g0s s.
Fv b, EHEIFUIIE 7600 pL 1.1 X TE/LiAc
B

1.2.7 BB EAREA E7 mLEOFE I Ads
¢DNA (20 pL). pGADT7- Rec (0.5 g/L 6 pL), fif:
AEDNA(H20 pLiEARDNA T B0 1100°C
TS min, B FUK BAED, 2T E R LK,
AR PRI, INA600 pLZe bk i B 1) i
AHI109/EZ 2540, R, 2.5 mL PEG/
LiAcVAWl, 40082, 30°CHF i 45 min, 15 min
TBA]— UK. IMA160 pL DMSO, %], T-42°C/K%
20 min, ££10 minyE~)—¥X. 1864 1/min/%:(»5 min,
F5 L3, B AT T3 mL YPD Plus#%ii, 30°CHk
%% 590 min. 1864 r/min.»5 min, 5 [, &
BrETF 11 mL 9 g/L NaCIWATR. SR )5 /MisAE 104
H4% 4100 mm[¥SD/Leui FE A L. 30°C13
HIiFR3-6 d.
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[ v 23 4R T°5 mL SD/-Leuffi A 755,
30CHRFEFE16 h, HAELFRYMIM. ] Yeast
Plasmid Mini Kit (OmegaZt 7] 2 HUSCRIDNA,
SCPEY 51 B E N B, T AR

2 BR

2.1 SW1116/HCPT % RNAE & & 7 M 547 i
HUIRNAZ A 550/ A 2500 1.98. ARV Bt Flig B st
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SRR, 28S 5 18SHF M B s a B LUAE AT 2,
i FLAR R ARG JF RN A HL ik &5 R iR, Kk
RNA IS BA ] T 5 SR 51
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smearf KA 7E0.1-5 kb, R IEA 4, 1 H.
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2.3 L E R ADNATHI WA AR K B s T4, R
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F B %I DN ATR A 7 BE7r0.2-5 kb i,
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HUPRL o B I B V& AN 2l DT B, R 0T R T iR
T T AR BT R, R PCRAIESL A3 %0
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FETCARMESR. T Ah— AN f2: 58 58 it 4R & e
AT IR (dG) IR %A, 5 BOUCHE B DA
BER, SCEFZ AR, Ft, AR Little-
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T-SM A RT S P 5 A g H 5 52 265 - 1) SC e
Large-size SMART!""/£ £/ TLD-PCRY™ 1 45 ilids
cDNAFRT, Je¥e 58— 8= Wii v B /N3 Hi3-6
ANEELR, P53 IPCR 4 MG Tl SX AR S 1
PCR ™ BRI A0 |y B/ 7= A A 52 PR 1)
e, AR R B TR A R 1 B S R 1 R
FE. 1fiLittle-cycle SMARTH: ASE K PCRAGIL KL
Wb, RIGIE/ TPCRY BN B AN 3%
M, 32 T e b B A K IR R I mT Re I, A7
SO MR KR =,

e RE B Bt A TR rh TRk SO A i
DRI 2652 B AEL ) 52 A4 20 i, P T R 4 Dk 52 4 v e
B FLAZ L R LK AT B A VF 2 00 R, DR A
UK F B RN R A S DN ASCFE . R H LR
B v 1 R A S 1, HLEEREAN M LA chb
PG, BRI &, BBk A A A
AN T) AR FH R 7 12 1) 8¢ 2R b 7 G TR i PR 2 20,
Oy TREAC T IR L, R4 M A JTOR A
FAZE M, — AL I JUAS F A A8 ) 52 1 4 R
(¥ g RL TT LA [ B A N — AN BBl b Y A )
SR A B S Y H AR 2 T
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