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pUHDIO0-3 B8, 5§ pUHD(TA BB L H R 4M, % F nooC KBRE (KOS TFRY N
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F A B 0 B £ T 976 AH 35 7% 3 ( Mlyeloblastosis — associated viruses, MAVs) 3§ 5 ) Bk
' R 40 MR 5 A\ 2 Willms' &8 T 3 LB R SUR BB 450, 1 Wilms' I 8 (9 — D ARLEF
Ry Eh AR FE DL MAV F S 8978 1 S48 KU O A28 Wilms' i 1 S) IR B BT R R
R T — 5 L Behk % 29bp ) novC EHE (L novC). SHEE R IM A & 41 iR B
wilms M A% FH novH A T HEX 90% Ll F, novC # H (Nephroblastoma overex-
pressed gene) BEIE 3 & 5 IR 40 B AR A [ 2 B, nooC HEHEH cDNA X 2.2kb, HE -4
EEEREROSUHEAY, EFE N SRR E D RERE, MEENHREHF
R #ED, FHIBFF novC 2B KB 3K 5 3 40 a4 B H &2 , RE 34 B 32 ALK Wilms'
B9 novH EFRAEHEENE L.

Bujard 2 LA pUHD10-3 £ 2 28 FORL, H 8 T B WY 3 K (Tce) I #£#9 pUHD - (TA
( Transcriptional transactivator) A 5 JfiB. pUHC — Luc( Luciferase) , 1E 4 318 0z ) % 4
HFXRGE Te RAPFE T, B IFINFEEE 100~1000 FRE, F LR —MRFHH R
HrykEAMEERED . ALRRIHBEX— RIS QT6 AR AP, A nooC %
B& Fl| pUHD R, &% pUHD-(TA RARETARRE. XAME nov BEEKERE)G
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K% QTe Al %, HEM SN DMEM, B R 2% B IMEM 5%9FCS. LRATRMAR
RN i&FIEME Europe technic & Life Science A7, R A4 TH(S].
1.2 novC XEHTEE

WA ER nooC ZEEMBRET it H B nov #EH, 2.0kg Al (A nov, 1. 7kb) 4
HI#E A pUHD10-3 FBLA) EcoRI S S B EH R, nov EE 2 nov EHE K H pCR6/
novC Fl pCB6/ & nov MM TRK,
1.3 7 QT6 HiiRch M 3 Bujard's (TA BSR4

F Lipofectin 77 ¥¥ pUHD-tTA . 8 BB, pUHD-Luc F1E (E JFUBE RSV-3-gal SL455 ¢
QT6 4RM, 37C 3% 5%, 24h I 30 Tc(HEHF K ) 1pg/mL), 48h G Te R E, 12h SR W
Luciferase {&¥E, AT SR i pUHD-tTA BB BRIRI % T Luciferase #yFRIAE R -
1.4 HHRF] ECL-Western blot 5347

[l LR F BB E A BN pUHD-novC 1 pUHD-tTA £33 QT6 MM, 72h J5 4% 30k
(Sl REAKES, R 53#E1T ECL-Western blot 4+, ECL-Western blot 2 — b3k
B B B W R LR H T, ¥ R Life-Science 2 7} 7 B fE 5 o, i i
HRP—RICM 4k 54 Nov EAM B~k C26F B R, #85F Nov EHMH R
(C26F Filk & nov EEM T BRIERHARERS, & RETEBANHRMLE).

2 # B

2.1 EARNMPEKR
i EcoRI B§Y] pCB6/ novC 1 pCB6/A novC B TRR, KB novC BEEH M A novC 3
B, R 5 AP pUHD10-3 AR H EcoRI 5, ME 1. RFAFBEFE, HAAEK
L3k Hind [ BB — SRR E R TR, ¥ nov ZHEHM HindI A, N
10 TEEBTARFTRKET 5 MHEERZEE. K910 55 pUHD/ 2 nov IEREA K
¥7,11 5% pUHD/ nov (E[EEH FE, A 2,
Pbla Xhol 0.00 2.2 Bujard (TA IR REE QT6 THITEA
pUHDtTA ¥ f1 pUHD- luc JF ¥7 3t 5%
AR, Bl pUHD-(TA 9 E AT (TA B
SR 1 FAXTFORL pUHCL3-3 8 Juc EW B FE
A 3 Bz, FetH RSV-B-gal 1558 IE BB
s EECRANEE, 72h ERBAER, HOBRLE,
51 A% B Luciferase {E YL p-gal &, B-gal
HEYEH TR F Luciferase {H, MF 1 i~
Hind 1 PYUE TARKNEEN, BE
pUHC- luc UK 3 BE 8 5 Luciferase 35 ¥
B RRAR I (TA FORLEE & 10~ 100 f§, %
Bl «TA HERREE S W &4 FRESTE QT6

M1 RARH pUHD/ oo B g g TAF, WA R R AR E,
Fig.1 Recombinant plasmid pUHDY nov map ZEMER,
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Fig.2 Restriction analysis of recombinant 923‘:
plasmid digested by Hindlll 6.6—
1.XDNA + Hind [l marker 2.~4,8. Negative clone 2 3 _

4.4~
6,7,9, pUHD/ & nov(opposite orientation) 2.0
10. pUHDY/ & nov ( positive orientation)

11. pUHDY nov( positive orientation)

12.pUHD + Hindll
14. pUHDI10-3 plasmid

—I - I v l - l— S ov [ m |_2-3 rtovC e 375): 0k
/N pUHC 1333 pUHDI15-1 t&ﬁm R

5 Luciferase ik

wre  MEIMHEREIED

V HE novC, ¥ pUHD-

F T (TA M pUHD/ novC
HRFEY QTe 4,

nkibit/Tnduoe 24h J5 1 48h J5 4 81
\|/ B0 Te(1pg/mL) F1 A
Luciferase ﬂl] TC, 72h Eﬁﬂ:i%

: FNBAR, BEA

E3 TAEEES R E [, # 47 ECL-

Fig.3 (TA ti t
ig regulation system Western blot, F #i

NovC HH C26F ik &M Nov & A B CD E F G H I
(O, ABRTH, 2 TAK g _ '. o
R E, 5 F R 2% 48kD #9 Nov - -
REA#BS M AREE, M kE - 4
B ANov A FEiL, WA MA (TA -
JRE B9 4 Bt R X Nov EH
3 i #®

MR L H T4 (TA B A 163
SEETE QTo MM PR EL, MH
HEFESHBNERE nC Y XEE
ik, tTA i £ 5 & Bujard FiEF B4 TABERRES nov RAMNREX
*Eﬁ%—¢ﬁ$ﬁm§mﬁa‘i Fig.4 Expression of nov induced by tTA regulation System
ﬁg 100 ~ 1000 1%’ %ﬁgﬁgﬁ’ﬁ UHD-tTA, pUHDY stov, B. pUHDY nov, C. pUHD-tTA, pUHD/ 4 now,
Ei’.ﬂﬂﬂqﬂﬁﬁﬂﬂﬂﬁﬁ D. pUHD/ A nov, E. pUHD/ nov, F. pUHD/ & nov,

G. Positive control, nov protein expresde in BM; cell,

JIS;?I%TE QTeé gﬂﬂﬁ*ﬁﬁyjﬂg H. Negative control, I. Standard MW
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Table 1 Luciferase expression of pUHC13-3 induced by Tc regulation system

pUHDIS.1 pUHCI3-3 RSV plTHDIN.3 Tetracycline(pg-mL 1) Without tetracyelin
\ hydrochloride hydrochloride

tTA luciferase  § gal e l Value o [ Value

s /pg {ug /ue uciferase 5 ga. corrected uciferase B ga corrected
1 10 — 2 2 176 0.09) 97 167 0.052 157
2 — 0.5 2 11.5 8231 0.107 374 171 0.240 35
3 —_ 1 2 11 22407 0.187 5897 13789 0.145 4596
4 — 2 10 12039 0.110 5468 15640 0.150 5214
5 10 0.5 2 1.5 10045 0.087 5581 942727 0.089 51798
6 10 1 2 1 6305 0.048 7005 1002767 0.050 946007
7 10 2 2 26394 0.088 14663 1744338  0.049 1744338

YT Bujard's tTA HE RS, BHEIT novC WRATEMBERIETHERRE T
MLERER, FRRER A BARBREFYH, TR GEWRE IR PEFEFIE
B, 2F%E -$ERIEE,
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Expression of Nephroblastoma
Proto-oncogene nov C Induced by tTA Regulation System”

Luo Yishan' Xiong Kejuan' C.Martinerle® B. Perbal’
Y( Wuhan institute of Virology, CAS, Wuhan , 430071)
?( Institute Curie, CNRS, France ORSAY, 91405, UFR de)
*{ Biochemi Universitaire de Parie 7— D, France)

Abstract rov gene is a related gene with Nephroblastoma, over-expressed in all Nephroblastoma
tested, but its expression was not detectable in normat adult kindeys. In this paper, Bujard’ s tTA reg-
ulation system had been established in QT6 cell line successfully, and novC was expressed at high
levels induced by this systemn, the molecular weight of expressed Nov protein is 48 kD, so, cne cell
line over-expressed the nov had been established in vitro. This is necessary for the study of the regu-

lation principle of nov gene in the cell.
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