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INRBRIERNA, DNALR BT 258 pGSTr
R EERNRIE
ANER KREE REHK

(EREFHFREBERAGHEE, X 100039)

BE A KA FHhk RNANE S GRARMB-B, K5/ AXBR-RE #
DNA-RNAB 442 Bk CARBMR-BY, RA/FRH-RA%) , RIRRNA fFl—
HATDNAL RNA, B8 RMA—fikidiiindkxs, @EmiciEit 54 % DNA
RNA£2FH-FhHRx, #Rkaek, #ReF. XHBEY. 2 AKEHT X P38/
ADRA i P RIGST 7 Z = A A BAXAY]. & B ¥4 GST 7 42 40K HI1E
1.564% (p<<0.05), #yc-myc, v-erb-B, N-ras j% & B &5 4 3% 5 %)% »1.33, 1.38
A21.694¢ (p<<0.05).

X@iE: % RNA#MR; DNA-RNA #&8W; i Bxx; TEXH; 6STr &
P-¥:3]

Mo 245 02 S AL IT 258t 5T B aE B B FE N8 Z —. i rEN R BoR £ 5 M an gy
—RINELIG S EREAR, W BHMZIEHE RILEBEP-CPEEAR™E, DNA ¥
Ih SRR T &R XM, BREHB-S-% B 8 (GSTn), 0°-8 MEabky BB, —SMHE
BREE, HAMMCPKC), Rt ibMEEt . AXMBA/EERNA, DNA #REK
$Rid A A i %F P388/ADR i 58k BEIT T GSTr R =R S 47, hEMILITHZRIEER
i BE¥L .

A S S

—. ¥

1. R #ERIEEAY: o-*P-dCTP, JbsifEiA wlf°&, ELig~3000Ci/mmol,
2. B R ie. P388/ADRMI M EMEABHEL B FIEFRION A, B 44.5(%,
3. BrEt: (D GSTAEEEHMFS, 454 bp (HABRBETLERHAR,
5/ -GCC-CTG-GTG-GAC-ATG-GTG-AAT-GAC-GGC-GTG-GAG-GAC-CTC-CGC-TGC-3’
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HGSTaaFFFIfI1852— 13961 °1, HRIAE R MR EER FFI87—101L G,

(2) GSTx ##iZBENLE %, 6 A bp (KRBRBMETERAR, X LARFIKI -RA 5]
#, 3’ -GCG-ACG-5'

(3) c-mye, v-erb-B, N-rasjgif[N, W9 Sigma 2+ %],

=, F&

1. RNA Sethidi R B
(1) AT NG RGIT IFiKIR ), 1—2min,
(2 &, ®//FREEMER, 12 000r/min J02min, FEMB—K.
(3) KA REUidEH Bk emin, H.OERTF.
2. DNA-RNA BRA{REL.
(1) “ARAES, IE BGIT IRiKIRS), 4—>5min,
(2) By BU5/3%EHh{R, 5000r/minB.05min, #HE&DNA-RNAR LEKEBALH
EPE S, ImAE, ®O5/%/REE, 12 000r/min Bl Smin,
(3) A: W EBE/KMELEY (&4 RNA) BABBEPE, # RNA #Ek.
B: ZI (2 MTEKMEE. Fi/7REEHRS, #& DNAREE,
3. GIT—X%RNA#REGE, W™,
4. HeE#E 3.
(1) FRA: BURLZPIRIZEE (2 x 10%cpm, #EEHHLIE2 x 10%pm/ng DNA, AR
52—58%), MAEP %, 1% wRMA 2FLLEHEE.
B: MMA25ngEEADNA, 100l ahiy (I & sk FDNA) Y FEP &rh.
Cl: HhsiZe%, WEPEHI5°C, 73°C, 50°C, 42°C,38°C& 7k 10min, Tk,
C2: —M#, H EPFE 95°C, /kit 10min, ¥ -20°C 5min, 42°C, K
16—24h, HFHK,
(2) BHERWEEERE k. F & RNAR DNABER Bk © .
A: E—FL &t marker, HEMASLLBENPHRICAH DNAKE, JLFMEE N JLAE
£} marker,
B: —ILAT R INDNAZLZEHE AT RNAZ R HES, &5nLe Hm 1 ks mjiorLl,
(3) BEReHh TR B R T

2 S

(—) /hEHe#H RNAKDNARI. Fig.1-a, fith@EREAIRNA 28S, 18S FASSHIN
Wis DNA-RNA BEA UM RNAALI8S, 5S35 AGPC BB BUIRNAS AR

Fig 1-brh ¥l LR ADNAS DNA-RNABE A2 B DNATEZ .

(D) BRERBAELER:

(1) c-myc SDNARyHRE R, £ RN Fig.2, 54 marker bl 8 a] #2738 i) DNA#E*T
. P388/ADRIG 258k B B bk P388/0 c-myc LR &KW D,

(2) GSTmA eSS, 45 R Fig.3, Table |, RNA 0.8kb, DNA 3,8kb 4:H{H
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F2Z#, 0.1kb bk Fee iy ¥REr. P388/ADR i #Hk i BBk P388/0 GSTn RNA #ik#ésin
1.56f% (B-actin HNER) .

Table 1 The amplification and expression of QST = and three oncogenes in
P388/ADR resistant lines

GSTx/B e-myce/B v-erb-B/B N-ras/B
Sample RNA DNA DNA DNA
P3ss 0.632+0,12 14.6+£2.45 2,936 +0.67 13,9+2,57
P3sg/ADR 0.991£0.18 10.96+1.94 2.123+0.56 §.21+1,87
Amplification and
expression-fold 1,56 % -1,33% -1,38% -1.69%
X+8 n=6 %x%x” pl0.05
a b

- 188

- - 58

Fig.1 RNA or DNA by using the most rapid method of NA ila—
tion (MRRI) and DNA-RNA isolation (D-RCI) a, 1, RNA by AGPC
single step method. 2, RNA by D-RCI. 3, RNA by MRRI electro-
phoresed in 1% formaldehyde-agarose gel b, 1, DNA by conventional
DNA isolation method. 2, DNA by D-RCI. ¢, A-HindE marker
elecirophoresed in 0,8% agarose gel after digested with HindX.
(3) PUFp#EEFZe%s. tnFig.4, Table 1, [—EERSA 4 &4 FP388 )L P388/ADRA
JEDNAKRRNAMIZZE, HAHR—HF DNAL RNAZ R MELEE . P388/ADR [l 25 bR AL B bk
P388/0 GST m RNA FikMWm, P388/ADR it #5 ¥k 85 ik & #k P388/0 c-myc, v-erb-B  N-

rasf He R Fak w0 2y BIH1.33, 1.38, 1.69f% (B-actin JAkR),

DNA-RNA BXA- 3 Bk i ) 225 30 .0 05 i B Rl — B 5 rh A9 RNA R DNA %Y IR,
T %L RD, W -F iR 2 W AL bR 2 W i AR R S S 4R DNA 1 RNA TR

607



B-actin

-

Fig. 2 DNA (100ng) hybridized to c-myc Fig. 3 DNA or RNA (100ng) hybridized to
with the rapid hybridization method a,1, GST » probe with the rapid hybridization
c-myc probe marker. 2, P3ss, 3, P38s/ method a,1, DNA from P388. 2, RNA from
ADR. b, g-actin control. The amplifica- P3gs/ADR. 3, RNA from P3ss. b, p-actin
tion of e-myc in P388/ADR resistant line control.

was decreased.

BRI BT o BRI 4 38 IR 10 /N rp Hl i e 28 - v k- BE I T -0 B4 B B R, AW T By
B AR BARZMEERBELE, BANMNMEARZATFL R A 1, RA—/METLELE
DNABRRNAR —“HHE R, 5—MHHALFHEHRE FXAHT M. 2, BEKBKHNES
AAR/NEN R RS RMADNARRNAM LR, @ BRI TR RBALE

434586788 iﬁill?,l:iuls

Fig. 4 DNA or RNA (100ng) isolated with the rapid hybridization
methods hybridized to ¢c-myc, N-ras, v-erbB, GST x probe. a,2—7
for ¢-myc¢, 2—3,4, DNA and RNA from P388, 5, 6,7, DNA and RNA
from P3ss/ADR. 8—14 for N-ras, 8, 9-DNA and RNA from P3ss, 11,
12-DNA from P383/ADR and P388, 13, 14-RNA from P38s/ADR and
P3ss. b, 1—8 for v-erbB,1, 3, 6, 8, DNA from Ks62 S180 P3ss8/ADR,
P3ss cells respectively, 4, 5, 7, DNA from P38/ADR and P3ss. 9—
15 for GST #, 9—11, 12,13, RNA from P388 and P3ss/ADR, 14, 15,
DNA from P38s/ADR and P38s.

BEREATE Ry BTo B 5 Southern fNorthern Jy 2k K [ phy 11 3 iy BB 38 2% " 7 IX il
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HAT— iy 2 0], GST = AFiZ5HMminrhiEss, M, Z£ADR 25 AR &
MCF-7/ADRH GST 7545 f%, Deffiefff7rP388 Xt HE /Y2, Northern Blot 3 Bl GST
TR Bk L EoR bk mRNA 3675 2 f%, GST ByifPELLHORMRME 1. 44 5 ™ o EXRKHE
R B: i 25 ¥ P388/ADR LLik iRk P388/0MIGST = ik 1.561%, P388/ADRIHZHk
e bk P388/0 ffy c-myc, v-erb-B, N-ras fif AR FXRD SEE BN EFRER—
B8, @t iy FAdRE R Bk TESE P3SS/ADR ity GST 7 BRI F A RMILS BT
FBEER, BERRSMERWILEVBR FRERZTE, AmahE l, TTE
i A —#E Bt DNA-RNARS$ BRE Fi i3 3 BF ¢ ] — ¢ S v D DNA o388 & RNA fHRIERIE
XFk, FLLOZAEREREEMH,
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A Rapid Mini-Preparation Method for RNA, DNA Isolation to
Study the Expression of GST 7 and Oncogenes in
Resistant Lines

Liu, Yue-biao Chen, Ya-jun Wu, De-zheng
(Department of Clinical Pharmacology, North Taiping Road Hospital, Beijing
100039)

Abstract A rapid mini-preparation method for RNA isolation (MRRI) by acid
guanidinium thiocyanate-phenol-chloroform-liquid nitrogen-extraction is described.
The DNA-RNA combining method for DNA and RNA isolation (DRCI) in uniform
cells by acid guanidinium thiocyanate—phenol-chloroform-liquid nitrogen extraction
was adapted. We also adapted a rapid liquid hybridization method (RLH), a new
rapid procedure that DNA or RNA hybridized to 32p-labeled probe after denature-
annealing-renaturation of sample and probe in Eppendorf tube, followed by 1.0%
agarose gel electrophoresis, agarose gel dryer and autoradiography. The expression of
GST n and three oncogenes in P388/ADR resistant lines by using the MRRI, DRCI
and RLH method had showen that the expression of GST x RNA in P388/ADR
resistant lines was increased by ].56-fold (p<{0.05), whereas the amplification of
¢-myc, v-erbB, N-ras oncogenes was decreased by 1.33, 1.38, 1.69-fold(p<<0.05)

respectively as compared with P388/0 sensitive lines.

Key words, RNA Isolation; DNA-RNA Isolation; Rapid Gene Hybridization Me= -

thods; Adriamycin Resistant; Glutathione S-Transferases m; Oncogene
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