BIE - W3 - RE O 1995FB 7K e M

Carcinogenesis Teratogenesis and Mutagenesis Vol 7 No 6 1995

MNNG B3| R ES vero 4HiEEY mRNA 25 ERC

kL AHEF
HIERKERBABLYTERESLS TEYSERE HM 3100381

$E F RT—PCR HEMBE vero Mk MNNG A TS H vero MB#1TT mRNA ERBROFR .4
F2%00 . MNNG 7513 vero Ml P— R HFAMMBMIVH,
KHA mRNA #5757 :MNNG; A &AM

DIFFERENTIAL DISPLAY OF MESSENGER RNA FROM MON-
KEY KIDNEY VERO CELLS TREATED WITH MNNG VERSUS
UNTREATED ONES

Zhang Xiaoshan,Yu Yingnian

Department -of Pathophysiology, and Laboratory of Medical Molecular Biology, Zhejiang
Medical University, Hangzhou 310031

Abstract Differential display of mRNA from the monkey kidney vero cell treated with MN-
NG versus control ones was perfomed by means of the reverse transcription — polymerase

chain reaction (RT—PCR). The results showed that the expression of certain genes in the

vero cells can be either induced or inhibited by the treatment of MNNG.
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B 41 B B 5 40 R $2 %€ (genome instability) T
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HEBREFEZFLEHEYE. RMNUFEN
ZRMETERENH R mRNA $FRN519,
REUSRIFEHNZRRTRITR 3K
#4EE 5|4 (arbitrary primer) JI[E {7 F 1712
FIEZEFRRIBA PCR, M B R RV EF
8 cDNA 2479 1 , M P EMETLHRMN—
methyl ~—~N’ —nitro — N —nitrosoguanidine,
MNNG) & MNNG & H LB (cvclohex-
imide ,CHM) £ BB FI KR AL B HE'E vero ZHAR
# mRNA #T72F B R4 USHERE
EZROER.

L2 SRR

1. HEHESE BB vero AMITE DMEM 3%
H (Gibco) B (E /P4 MmEF 15ml/dl, FEB X
2000u/ml, & B & 100pg/ml, F M HE R
200pg/ml) WG BEXE 3

2.MNNG % CHM {424 ZRH=4
#EF.— A 1%DMSO A BN HE,—4A
A 0. 2umol/L MNNG (Fluka) 4t & 2. 5 /b
it, % —4 MNNG &3 & A 5umol/L CHM
(Sigma) 4L 6 /I MNNG A2 41806 5
¥1H Hanks VI BEPHE . REBEENARESE
FEEEPEET 6 /DT,

3. 418 RNA#ER A TRIoI™EME
(Gibco) I BV I 5 RNA, FE#HT KL H
BT, PHE RNA BRBEXENDER
B — ZER(DEPCYR K,

4. BHEFRE 2 2pg A8 2 RNA,
200pmol/L dNTP,Q. 1moi/L DTT,10—20u
RNasin (Promega) , Sumol/L £ % B ¥ 83
(5’ —T;,CAYR 300u M—MLV #5578
7 20pl B4R 37°CRE 1 /MRS,
5.PCR R 2ul & #F X NIES
1. 5mmol/L MgCl;, 2. 5umol/L Z B K TR
5[4 (5’ —TnuCA),0. Sumol/L £ E 3|4 (5’
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— CTTGATTGCC), 0. 6umol/L « —% P
dATP, & 1. 5u Taq R &EFTE 20pl B M
A PCR ¥ (Hybaid) 3" 38, I 8 & {$.94°C
30sec, 42°C1min, 72°C30sec, 3 40 4 7E & ;
72°CEEK 5min,

6. 53 FR/MFIE ELBRNKRTRIENS
4% , B LA — 52 B2 72 JRBL pBluescript SK 1
W HEFHEME DNA FER{ERER,H
TaqTrack Sequencing System ® # &
(Promega) , 3% |~ B B # 17 B 5 (ddA)
FRIEN, BRBKESBHEEFERH K
MNEEAFIIEE.

T.PCRY MY BAIBRERAIERY
B B 1. 5pl 95CHAEHER) PCR R 72
MBS FR/MREY, E SU R T EBKF
P EEB P EK, BRMES R, akE
820K 70W; Bk G E R Yed o, e
EREFTHERERERE B EHERT
W TR RE BEIE , A & ft— B Ak | B ¥ R XA
HENEVFIREHHE.

® R

XF B 4A  MNNG 4b ¥ 48 3% #% % PCR R LY
FOERWNGREZEERXENERER:
1E 100—400bp TWE ML RR T 49 100 1%
W AR E R AW RER,T 6 1%
WEZ-ZO)BRTHENER , HP 344
WEMBAX B RRNBRBE, E MNNG
WA K MNNG &3 CHM AP H
PP B3R, — 1 & (LE MNNG 4 &
Arh L, XA K MNNG 4 3F CHM 48
APLKEW; AH 2 %W E MNNG &
HEEiH%k, P —%7E MNNG 4 3 CHM &
HEEIMELD. EREFHN 6 MFHN
DNA FEK/MNEHNHEEREXENR
1 FiR.
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Fig. 1 Differential display of mRNAs from vero cells treeted with MNNG versus untreated ones. RT —PCR products
{lane 1—9) and ssDNA size markers of single track (ddA) DNA sequencing of a sequence known DNA fragment (lane M1
—~M3) were analyzed on a 8% DNA sequencing gel with three separate loadings each, (the first loading:lane 1—3 and M1,
the second loading:lane 4—6 and M2, the third loading:lane 7—9 and M3). Lane 1,4 and 7 were from the control. Lane 2,
5 and 8 were from the cells treated with MNNG. Lane 3,6 and 9 were from the cells treated with MNNG and CHM. The ar-
fowheads indicate the amplified mRNA species displayed differentially.

Table 1. Change of gene expression in vero cells treated with MNNG

i Classification of
Fragments Size (bp) of Mode of expression changes . : -
disolayed ¢ of indicated gene # differentially displayed
spla
diff P yu]_l r:)menu Control Treated with Treated with gene according to their
. ned
HHerent Y obtaine MNNG MNNG and CHM mode of expre;gion
Z1 158 - +++ +++ primary response gene
Z2 180 ++ 4 - + 4+ secondary response gene
Z3 200 — +++ + 44 primary response gene
Z4 230 - +++ - secondary response gene
Z5 255 + +++ +++ primary response gene
Z6 330 +++ - - primary response gene

* " —".not expressed;” +" :low expressed;* + + +" . high expressed

EARSFRHEL MAXMMPHEE &7 DNA RIERERRGHRETAL
FERURE, TEEERSERERER REREHHH, Wang B RRN.EEHE
FMFFEREC IR AEALARFE ETEREH XP—varant) AR PFE—

— 327 —



MERBEBE R RHE® . Branch #EEA
Raji ZAMRF +EH A HF CHO MM H /b ks
Ih 88 %% 4L 57 MNU (N — methyl — N — ni-
trosourea)if $/5 B R A X MNU 2K EHE
R MR, HARERERZESE G -
TREBREHSGSMUEEERD . MAETR
ARPHBEEARERERTY. XBRAR
2R E I N 41 DNA REL & & (mis-
match repair) B 8B 61 IS 2 DNA HHlRE
ETHHRR. EAREHEEAREEER
W EIEH . 0N XERER BT R
ik 3P H 2P, A RBEANREBESH
H E A/ hMLH1 3 hMSH2 £ f gt {5t
Ry XEEREFFRREI AP IR
I A RT LA £ 9 4B 3 DNA B il EdEs
PSRRI ERETIIE.
EFRE R KA -MNNG L BHFRLE
¥ 'E vero AMATFLESR mRNA HE R RIX,
KN —HEFEE MNNG BEREXR
KR, R — B E A X e E R R
TEWYRZEFMHFAZwE, TEERD
FRNER;FHERREATERED SN
MR EETHEEX PEENRERIPH H
MNNG L4 B#SMEEERNEGRMAR
FRAXIRERNER. XHTHE 59
5+ ¥t T MNNG 5[2% " vero 4 f 47 mR-
NAZREBR,UERT 6 M EERENK
T HEZHGEZRATRIVEEES
MR B BHE, WATAE T % MNNG &
vero AIREEEREIUTH L2 . XEL
MNNG #SERERENEERE S DNA
FHHOREERXDNA BHIREER, BT

HAE B R B YL B e i fedt— B o
w4
5.
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