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Construction of Versatile Eukaryotic Plasmid
Zhang
Hongquan, Wang Huixin (Institute of Basic
Medical Sciences, Academy of Military Medi-
cal Sciences, Beijing 100850, China).

Abstract

tic gene expression and regulation, two versa-

Expression Vectors. Long Jianyin,

According to the rules of eukaryo-

tile eukaroytic expression vectors (pMAMLI1-
dhfr and pMAML2-dhfr ) originated from
pSV2-dhfr were constructed. They both have
a CMV immediate early promoter/enhancer
and consist of two expression units of parallel
or opposite orientation. Using firefly lu-
ciferase gene as reporter gene and B-galactosi-
dase gene as internal control, their effects on
luciferase expression were studied in COS-7
transient expression system. "The relative
strength of their cis-elements were compared
with those in pSV2-dhir.
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FriE £ 253175 (MDR) 2354 Mt £ fhak
AR, ERVEAR MY ™= E w258
Zj¥%, 5§ MDR HEMXHHESHRAEN
Mdr1™. Mdrl RE=R P-HEE, o
FEH 170 000%), B— P EERIRBIABEEZ
YISMAER, CHET ARELYEARRAHT
#, FARKRAHTAE. RAFTEHKTET
4 FREMTE, NFERKFELERER Mdrl
HIRIEKF, AXTHET —B Mdrl 9EFE K
BRI A 43 T 2 38 O R4

1 #ME5F*

1.1 R

Taq DNA 48 Promega 2y ®], T7 il FFi&
7l & W H Pharmacia 22 5] ,%2P-«dCTP 13 B 4§
Fi/NFEl. AMV R ¥ %8, T4 DNA ¥ B8,
BamH I , Hind I #]JIJ § Promega /2.
1.2 #R&E

B I ASME M 3~5 ml, A BEERY
404 ALY , ULIE 15~20 min, Bl /o A4
KPR, B 5X 10° 40 fIi2 B4 Ml 3 RNA.
1.3 H&
1.3.1 & RNA By EL: B85 RNA $#£5H
LR AR E R —2 %K.
1.3.2 RFEF -BHAKRERNAKLO pgittfT
¥, J7i5%5 R Promega 248 B #1ELEA.
1.3.3 5|¥i&it5 PCR §3%. 5[4 HHt+EL
MERit. &t —% Mdrl 58314, Mdrl
PRSI REARBIEF L, L5
¥4 : 5 GTACCCATCATTGCAATAGC, F
Hsl#k. 5 CAAACTTCTGCTCCTGAGTC
£ 100 pl R VAR AP EWEFIREY 2 ul, B0
A 10 X Tag B8 # W ¥ 10 pl, 2.5 mmol/L
dNTP 8 pl, 2.5 mmol/L. MgCl, 6 ul,
20 umol /LW £ T #5181 & 4dpl, TH K

55.5 ul, 95°CAF¥: 8 min 5, MA Taq B&HE
2.5U0 (5.0U/pul), 94 CAE50s, 55Ci1B K
40s, 72°CEEfH 40 s, 318 35 MEFH. B 10 pl
PCR =¥ 2B MR B ik K. 4R E
RYHEH —4% 150 bp Y DNA FE2.

1.3.4 PCR Y ¥ EBMTEME: BB PCR
P Mdrl F B, DL 2% SRS RER Ba vk , 1A
600 V/m HJk 40 min, BiLZ 4 (EB) #fs,
FFEN 4k m, B, |mMERK, TKZ
BTE, T IEETF TE SGopik. £ 1% 55
AR AR A DNA SHEARAE, B 80 mg/L
FHHEE 5 mg/L, £ 1 ul X PCR I i#
d 1 pl SFRE, EB 3, TARWE, K40
FETMEL R, € /. HEWH Mdrl 2H R B
50 ng 5 Hinc I B§YIH pUC18 R¥L 30 ng, 7
T4DNAE B /ER T ,22C F i & &
16 h, FEEWHELBIKBIFE IM109 #, &
FjE 37CHR, kOl EHITNEY
H, TR S, BYIRESEARN, £H
REAEHATFHRESR (rTRES. B
BamH I ., Hind 11 X E§ Y] % & I 18 1 40 0k,
A 2% B AR s M IS P KO B 45 2R

1.3.5 DNA F%4#7: DNA [F5|4trZ B
T7 Ml F &R v HHETERE, BIRA 3w &
1.3.6 JROLZ23C - UETEF A, 2/AT,
4% £ % H B E 10 min, PBS-PDEPC ¥ &
Y2k, EOMK Gmg/L) 3TCEETEE
15 min, PBS-DEPC /&%t 2 8, H ZBBK, &
B e 2568 ERCH Mdrl ¢DNA #Ef
B 72 AR 50 pl. (WL : 50% B T HIBE
Be,20%Denhart ' s 2% Wi BR W & ¥ ,
100 mg/L fif 8 ¥ DNA , Mdrl cDNA #§ &t
(0.1 mg/L) f 8 5¢ & ¥ & £ Smin , I K&
5min), MEHF 42CKBFPRTIR. B
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BB A, A5 2XSSC-0. 1% SDS #i 0. 2
XSSC-0.1% SDS W T MK L 3 M/, M
3% BSA ZiBH 1A 30 min, HFFHHE, N1+ 40
EERMEEAR KESWOp. ZHRBH
45 min, 1 XPBS MIAUZ /K% BRYE 2 W, MAE
HERBNEBEEREEPEE 5~15min, EH
RPHERE L HRBRaREERS, B
FARLHE KWk 2 8, FAMER, —HEREH,
Wisst R, BRMETRED MK+ DNA-RNA
HEFGHBIREEN, EATHRES.
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1 Hind 11 NG YL €, iEBABA EWR, BRI
A 1.
2.2 DNA ST

¥ B 410N A TR BB B B DNA 5
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B 1 BRAEDNER k9T
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PBR 322/Hinf 1 marker; 3. PCR *%).
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. UGUCUGGACA
ACAGACGTGT
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UGCUGGGAAG
ACGACCCTTC

130
ACCGUUGUUU
TGGCAACAAA

M2

2.3 MEHRIENNL ER

B 3 HIRALREHER, HERREI LS
HREBRBHESPERBCTN, EEVES
BRBE, 05K 04 3 A PR AE 40 B o 4 TR A A 60 %
UA LB, AR TR BEM, rEaR
df 20%~60%8Y, LT o] B, (BRBR&EH K,
FRHEEE 204 U FTARAIT B ER, S

GTTATCGTCC
60 70 8o
AGCACUGAAA GAUAAGAAAG AACUAGAAGG
TCGTGACTTT CTATTCTTTC TTGATCTTCC
100 110 120
AUCGCUACUG AAGCAAUAGA AAACUUCCGA
TAGCGATGAC TTCGTTATCT TTTGAAGGCT
140 150 160
CUUUGACUCA GGAGCAGAAG UUUGAAC
GAAACTGAGT CCTCGTCTTC AAACTTG

TCAACAACTT TACTTTTACA
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FimE B FAR, FF50 & PCR P24 £ V%
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PR EE R I T, REEN EEE
HRZERT %, S8M RNA 4251 R 0w 5
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Cloning of Mdr1 Gene Probe. Hu Meiru, Ji
Yanshan, Shu Cuiling, Chen Lijun, Shen
Beifen ( Institute of Basic Medical Science ,
Academy of Military Medical Sciences, Bei-
jing 100850, China).

Abstract Mdrl gene contributes to multidrug
resistance. Because of the level of Mdrl gene
expression is correlated with the response of
chemotherapy, it is a valuable method to mea-
sure the expression level of individual pa-
tients. The cDNA cloning of the human Mdrl
gene has made it possible to measure levels of
Mdrl RNA with hybridization in human can-
cer cells. A special part of Mdrl ¢cDNA was
obtained by use of RT-PCR and inserting it
The DNA sequencing

result is identical with the sequence of Mdrl

into pUC18 vector .

c¢DNA reported. This probe can be used to de-
tect the level of Mdrl gene expression in clini-
cal specimen. The measurements can be useful
in the design of chemotherapeutic protocols
for certain tumors.
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