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FEWYT OB K RIAY M 4 FRE?
WHERERERWSERGWELE X 100094)
HPEAMREEFTEHITRE L3 100094)

x5 FBLGHEERBAT ARSEEA, HE2EH/ E, BA%% 1K
SHS Q78 XWHFERE A XEES  1000-3061(1999)02-0248-51

RREEHGPABREVYRABRENEEAZORRR LMFRAS, BNC ARSI E
EAWAREE L EERE R, EREEDYARTEOE O FOHELE T X 2055 8RN
EM(-PA) o HRELHRE SAR2.EOR CEALIEAS LASaSSsY, NtXlzhy
ARPRENGAERDOREBRUREEN, K P 1992 4F Wright SHEH — HE o, FIHE B
EROBF, AN P o B AR S BEE 35¢/L0, AN RERFHARE P ESE A0
R A -FRA ™k, 1995 FREQWE LS WGHER /M, HH P4 A EKHED, ABA
HHAERMRSEE 420 po/ml. HTH-FRITIFWOHE, R4 BLG BB FRHIMNES
ARG RERNAER, #1777 HERNMKENHE.

1 HHfoF &

1.1 B
1.1.1 BEFORIGEERE : KB HF B DHSo. 8L pGEM-3ZF( - )., pUC19. pUCI9/mh INS. pA28 . MCF-7 4 B¢
N h A ERE,
1.1.2 SREM. & REH .DNA BH 8. TIDNA £ B8 . RNase A.IPTG.X-gal.SDS ¥ & Promege. Bi-
olab, Sigma. £ R L7 . 4 5% I % DMEM. 199, /4 I 7 . G418, Lipofectin Reagent W B GIBCO-
BRL 48], XRIYWEFHIR LXRGEEFERRSIYI L, ABRERH e EAMEY
B LA A A .

PCR 3[#: 1.5 TCCCACGTGACTGCATTAGCC 3 :2[ % 0.5 GCTTCGTCTACGAGGACAATAG
3'; Tsg DNA polymerase 3 E4E T AW IRAF =K.
1.2 H&
1.2.1 FEE K pUC/BLGINS i H g, ﬁﬁbﬁ):m)\ﬁ&‘ﬁ?ﬁlﬁéﬂﬁﬁ(m Neol E Sphl FEBIRE
#FUR pUCIS 1, RIEH BLG B3 F 0.6kb FBE W RETI M G K X H E¥, WER XK & pUC/BL-
GINS(FE 1), BURAITLEE DNA GRS T EH 14 30 kT4,
1.2.2 MCF-7 AIR(ALBERMIERRBGEEBANEE . 2E MCF-7 HR A 50 mL WHEEME
I DMEM $5 35010 % B9 /b 210 7, B R ), 37T .5% CO, (ISR m b s, BMARER RGN

* GERBREA PERIHELIEEE, Bt 450052, THES KERERFE,

X HMAEEF M N BEE, ERA, KB A,
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Hind

PUCLY/ mhINS
(3.99kb)

pUC/BLGINS
(4.69kb)

1 FE#E P pUC/BLGINS R R

B3 S T BRI S MCF-7 4 S & 60 % ~ 80 % W fList, B T i DMEM Se 40 3 8, &
BUA 3 mL ZC Al %59 DMEM, F 20pg #2534k BLGINS, $# Lipofeciin i 87 45 &5 r S 55 38 4, 37C .
5%CO, ¥F 6—12 h, ¥ 5 mL DMEM B3RS % A/ F ). & 24 h BUBREIEM, 628 RIA Ak
RRBEROES. Fik4df5, H PES MR AMAMEK, H 1 mL 0.01 mol/L ZER.0.1% A BSA K
RE B, 5L R A B EE, 12 000 gBE.0 10 min, B LR WEVE 2 RIA 7 2k 0 o2 3 5 AR A4 40 B A
BORSENES,

1.2.3 ABESENEERE BREAEELERQER.CRRmEEailf &l e,

1.2.4 SERDMEOHEREATHROES . IBMENFERIRASRER RS, BRUIR
HA(R)DNAFA PCR PSSR EHME /DB BCiR3]3017. HEE B8 A1 £ &% 30w
(3,718 %,

2 % K

2.1 JBRHNFAEE pUC/BLGINS BHR

FIF4 BLG B3I T 0.6 kb HBDI B ABEB R EH (No T & Spr | ABLBRETEES
AREEMABTFHE-THEF), BETARARFERE pUC/BLGINS(E 1),
3.2 ARGRERZEIRARPRE

TEMEFHEEWET, 5 T RRFZH & pUC/BLGINS, BT AR B E M MCF-7 Fi#fr I K
YUHHE, MRIAFERNAMEFERTRARSES BN - EX(6.0~118.0) x10 *IU/5 x 10°¢
Cell; HHHIA :(7.0~96.0) X 107 5TU/5% 10° Cell, ZH B A (0.5~2.0) x 107 IU/S X 10° cell, M L
AEN, HEEFHARDIERT R,
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2.3 HERIROWNSSEE

P FEH K pUC/BLGINS, B PEEFBLC B FHHEMMABG ZXEY DNA BB
[T, B SCHR ) LT A A DNA 3, AT DR A B RGE ST R A R B RS, KB T 2 #ti
EhBA6s R, 13 HFET, KM iER 26 R, RITERTHEMBRRASNEREA DNA, A PCR
TERE BLG B4, £ 2 R ERMER, X4 1 2R, 1 DBSEER(E 2).

2.4 ABBRERENRIBIOERZ

HERAMERES ERARTASFEMA, LA, RAT R XRHERA#F RSO B
RIATTEME ARG R SR, EREAPAEERAFFABRSESR Y 50x 10 °1U/mL, EH T EA¥M
BRI FEE,5.6%107°TU/mL B A JE,

P _ () (2) — 3 i i

ALREAMBESRERNRESRTEY
i 6, #HE HR E A F 0 T8 furin iR
HFYIBGL S Arg-X-Lys-Arg- B JF 51 B3] A BR
BRECKMR B ET2RFEAR AR
BENMLRIHABGERE R AES
EBRAERERDABRA T FEESERR
M EMEFUEHARSE.

AR E SR R A SO, X R B SR B B
GEEFEDVHARTTERREERRE
EMEFENRER® ), EREADYARRAH EDEENE LA LRS TS DW= EF R
HAERRR, BmMRIEERNEABRFANTRERFREEREBRE, 3 ELE X, Sk
WREA —EWHEHE, CREFOHANB DD EBRBEHBRRA, —BEREENREKNR
A BRSO B IR0, P BOMEBS B SR s & A 101 BT L 1A S 8 5/
BREHSRERAREDE Y RRDRTTH,

FLIRAMZ —RASRBERERGYARA IR ESWES R EE YR SER T, =9
i, HEWRNERRAIAN F89FE R (ng FAKT), (LM RIA FEME. RIA FEHR
HYEERGERABRSEF, FEEABROBAMSE R, FHYMBENHATRUFFER S m
WABHBRGRAMEGRERSY. FUNTH -SSR AT PR RARS ERES RERY
L, EFMHE— SO,

B2 PCRRIFER N EA DNA % EH
P: 520bp positive sample, M: Marker DNA/EcoRI/Hind I,
Line(1), (2)dectected positive transgenic mouse.

B W TERARSTAMLS RN T hATATRLLAAARRE T RIS U PR AT, #
AT ARMEG R, fabfoREH)

& % X W
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Study on Expression of Human Insulin Gene in the
Mammary Gland of Transgenic Mice

Shou Siming' Chen Ying® Zhu Baocli' Ao Hong® Qi Shunzhang' Zheng Wei'
Liu Pengpeng' Li Jianfan® Yang Guoging! Zhu Yuding’
'( Dept . of Biochemistry, College of Biology, China Agricultural University, Beijing 100094)
2( Dept . of Rinengineering, Institute of Animal Science, Chinese Academic of Agriculture, Beijing 100094 )

Abstract A 0.6 kb BLG promoter and modified Human insulin genomic gene were used to con-
struct mammary gland expression Vector, pUC/BLGINS. Transient Expression of Insulin gene with-
in Vector pUC/BLGINS was carried out in MCF-7 cell(Chuman mammary gland cell) . The transient
expressed hurmnan( pro) Insulin was measured by RIA method. The RIA result of Insulin concentration
in the MCF-7cell cultural medium was: (6.0~118.0) X 10" %JU/S x 10~ ® MCF-7 cell/Day. Using
the DNA fragment including BLG promoter and human insulin gene in Vector pUC/BLGINS, trans-
genic mice were generated by means of microinjection. So far, Two positive transgenic mice were de-
tected from 65 new purps by PCR method. One of the positive transgenic mice was female. After two
weeks of the positive transgenic femalk mouse produced purps, human(pro) insulin in the milk of the
transgenic mice was measured by RIA method. The result was 50 % 10~ % IU/mL. A background of
5.6 10 *IU/mL was detected in the milk of blank control mouse.
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