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Abstract .

The split-ubiquitin membrane-based yeast two-hybrid system was used to construct the split-ubiquitin

membrane yeast two-hybrid ¢DNA library of human urothelium cell (SV-HUC-1). The whole RNA of SV-HUC-1 cells was
extracted by using Trizol and the mRNA was isolated and puried by Oligotex mRNA Kits. The first strand of ¢cDNA was syn-

thesized using? reverse transcriptase and the double-strand DNA was synthesized using DNA polymerase. After the 5" adap-

tors were added, the cDNA products were electrophoresised. The DNA fragments that were longer than 1,000 bp were col-

lected and then ligated into the pPR3-N vector. The recombinant vectors were electrotransformed into Escherichia Coli to

construct the SV-HUC-1 cells ¢cDNA Library based on split-ubiquitin membrane yeast two-hybrid system. The quality of li-

brary was then identified. The capacity of the library was approximately 1.2x10”pfu/cm’® and the recombination rate was a-

bout 100%, and the average inserts were about 1,200bp. These results demonstrated that the split-ubiquitin membrane

yeast two-hybrid ¢cDNA library of SV-HUC-1 cells with high quality was successfully constructed, which lays an experimen-

tal basis for the further study on the interaction between urogenital pathogens and SV-HUC-1 cells.
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MIKAEAR R 72 200 R (SV40 Immortalized human
urothelium cell line, SV-HUC-1) 1% 3| 55 20 1% A9 Bt
¢ HRER T LI 2 AR A5 1Y 2 1, PRt A i
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PRIE b e 240 M WR 2 52 4 2 1 AR B T PR A 2 H
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NIRIE I Kz AR R cDNA, i FH R 8 A R =58
ARG SV-HUC-1 4 A9 cDNA SCPE, T — 24
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1.1 EZMB Trizol illF) H Initrogen 2\ 7], Oli-
gotex mRNA Kits ) H T Qiagen A #] , 1 kb Plus DNA
Ladder F1 UltraPure Agarose A iR 9 /8 7] 7=
fiir, Supseript double stand ¢DNA Kit I FH Invitrogen
Ol 6 20 38 7R B D L ( Centrifuge 5417R) R
Eppendorf 23 ®] ;= iy, PCR AL FN MicroPulser A% 1k
1% (1652100) 4 Biorad 2] 77 i .

1.2 Trizol FEIRENAAAE S RNA  FEHUAN IS RNA,
ABRETR IS R SR A B A A AR A 2.0 mL
Trizol,%?ﬁlﬁ%ﬁ 5 min;j]ﬂ/\ 4 mL @53\-%{]\5, 12 000 g,
4 C .0 10 min, FA 4 mL FAEE, 12 000 g,4 C
B0 15 min, 7 BWEEH S mL 75% S BEVEUIVE 2
K, 3£ H 500 wL DEPC 7K ¥%f# B 1 L FT 1.0% )
TR REBEEEIE HL UK 3BT, AR —-80 CORFA A

1.3 mRNA B9E 408 mRNA [ B4% Oligotex
mRNA Kits B Ui 91 5 47, HOAD IR R 41T 2 8 2
RNA # #2376 RNA i EP & b, 1o Hrpoin A &2
70 °C FFHY OBB 2 0P, IR 2 5 37 B # T 70 €K
% 3 min, SRJG7E 20~30 °C HUiE 10 min, FE &0
2 min J5 3 3, H 400 wL i OW2 Buffer 5 & T
W IRA)EHAEH] 1.5 mL B0 E2R 14 000 g B0
1 min, FFEH|—Fr LA S IIA 100 wL 1) DEPC
K (70 CHH) IRAIE 14 000 g B0 1 min, FHHE
L (Millpore 23 7)) 28789 1.5 mL 2.0 H A
400 WL 1) OW2 Zopi, B5.00 | min JFEE [ —2
TR P 7K BE W — Wk, A JF T Ok 0 R R, A
60 wL 2 mol/L B FRENAN 600 wL oK L BE, IR 2]
J& F-80 °CHE 15 min, B0 15 min, ] 75% £
Ye—if , FRRE.O AT 8 wl 19 DEPC /K, B 1 pl
FEL VRS 00 OD {8,

1.4 cDNA 9B 4.5 pg 5 E4EAY mRNA %b
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A= 22.5 pL, iIlA DEPC 7K 3 pL #12 pL 3’ RT 5|
Y1, 8T PCR AL L 70 CALPE 7 min J5 BT UK I ; [}
FE3— TG RNA B EP 45 9 im A 10 pL 5xRT
Buffer .5 wL 7KF12.5 pL 10 mmol/L A dNTPs 15 L
WOEESERE , 55 N R ZE 45 CHIFE 2 min, H
HIMA L& PCR RN AR IR BT 50 CIFE
1 h, B A BUSE — %% ¢DNA, LA Glycogen (20 pg/
pL) NH40Ac(7.5 mol/L) FIJC/K ks T-80 CILIE,
16 000 g,4 °C 50> 30 min, 3+ FIF A 70% 05K | 25
DG E IR T 66 WL DEPC /KI5 f# ¢DNA, Tl
it DNA RABEA B cDNA FH R A 2E 4588, SR )5 N
A 160 pL B-52 EE- PR A ), 50 5 min, H 2
UUPE L3 FRH 34 wL DEPC /Ki%f#

1.5 cDNA S5#HEMERE K DNA 5 T4
DNA 3BT 16 CIFE 24 h, LK cDNA A i 14 4%
15" A3k, 4 T4 DNA A BRI 8 7= Wy itk
TTHNRWE B e H vk, DIE IR F 1 kbp B 5
DEPC /K¥f#., ¥ 7 wL ¢DNA 5 3 pL £k sk
HEALE pPR3-N ZAKIR A, INA 5 WL Infusion H541 i
F1'5 wL DEPC /K JR215 T 50 CJ 1 h, A 2 pL
A K F178 WL JCEE/K IR T-80 CHLE 1 h,
JIA Glycogen (20 wg/pl) .NH40Ac (7.5 mol/L) Fil
TOKIAE T -80 CULIE, B0 )5 H L BEpR i, feJs H
10 pL DEPC 7K & cDNA ViTE,

1.6 BEAXXBHERZSAEM K 2.5 pL 54
FEYIRT 50 L JEAZ A A A - 80 °C Tive 1 L
R, FHFA E R E EIRENA 1 mL LB K773k,
4 AR R A IF R MR R IR 3] 5 mL,37 C
RS 1 h BRI R 101 107 107 10* %5, 41
FIHC10 pl WA,
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TEACPUER LB AR b, 24 h JE 5, LUK E SO
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PRHR 24 DA TEREHEAT PCR PR, AT IR
EEWE B UK 43 At PCR 7= ¥ 24 DNA W ¥ )5 #F 17
BLAST bt DA HT HOR A5 R N

2 &% R

2.1 FE{INIEEX SV-HUC-1 ZRBEHY S RNA  2HL T
SV-HUC-1 4Ry RNA, I HE1 T B B M 68 e L 9k 43
BT, G501 1 7R TP RNA 3P 457 B 1)
457, JOREfR , 18sRNA 2571 55 B R 27 28sRNA 2541
5L RERY 172, X U B4 SV-HUC-1 4iiffd RNA Jit
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AR 1 T R XU A2 BOR BT E T2 T S 40%
J 5 5 18 A2 A A EAE T . A0 Grefen C
S HZ O BAIE S R A EHA CPj0783 25 FRE N
PN Huntingtin-protein14 EESRENED IpaC
T LS N A R AR A B D 4 s I D
A 111 T RE SR AT TR 9 2 AV S

by 1 TR B A PR A T R e s A 5 e AN i
SRR UM EAE T A0 6 & ST RERY ZUR HLH, A
WFFEA I EE T3 B B9 R A 5 10 2 1 1 B W2
SER G H T SV-HUC-1 19 cDNA U, 7EWF5E
Hh FATIE P[] 9 8 20 1 O 20RES U eDNA 528
LI ALFRLE ML () pPR3-N K 0Ef7 3% 38, th T4
PEAL) DNA Wi 5 5L 2H DNA () 240 751 HA [
Y5 PRI I 2 1 o 2 3 e B M, i B A 7
B T H B AT % 5 7 V5 W0 55D BRAR X &) 5
SOR T HGEHERCRAR A B A, T R R & 1 3%
T HO A R A% SRR AR R BT o H e
Bk L, AR cDNA SCER PR IRS] T
1.2x107, — I 5, Q2R SCPE i~ 2530 BE7E 5%10° ~
1x107 Z [, D)2 B SCE Y B 50, HAS B9 v A
S SR A AR v Y 2 R A BEBLYE, Rt A B
FERIIA T B T Bz R A 3 A R AR R RE AL
A ZR G SV-HUC-1 ¢DNA SCJE | Nt — A 55 1
PRA: 58 T8 IR s S AR 5 T 3 4 L 1) AR AR T 1
DA PR A B R e g D A R i 3 0 1 B0 AL
BUE TR AR, FRATIE T — 2P BT TR A
SC PR A B S T AR | U MR A S R i 2 358 T 4
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