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FEIRIAEE pEC34 RATA v-TIEERNEFIX
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(BNEEXFEREF TSP FERMFERAE HE T10032)

W B OART I FHNIER TREERE pECH, EMBE - MRR TEERHRAN en &
HEER S, A RS FENIE T, MM pEC3 T B, ET A »THBHE
mRE. ENEASHELREOMN 85.5%, 5 55 SDSPAGE &+ i, B4 FEB Y
15.5kDa ZH R E A REN, Western blot BRIEEA A v-FHE, TEAER 30 KEER
RARE, 2 pEC AR AR EOAim X TRE RMNE L,

XA DART, REHESET, RERE, - THE

EREAERBAKTREZENRBFITEHNEAN M EEER. BREALL
TR, MEEREAE D LRES, AR ATIEE R A ER, Ak A
TR T EMERGRESEE, HARFEEAFNFRE, FRTEBEAFNERRENSE
B!, BRESUEHIURR FREARERET « DATHE. RENZTIALT
—ERRB TR ARERE pECH, ZRE A H KL BENRR FRIEZEW, FEH
FHEATEREHFHBRTF, BN ZREREQME, BRT A »-FHREORERE.

1 #MBE5F*E

1.1 WHSEN

JER. pLB-IFN-y & A IFN-y 23, HERM %, KETE TAPL06 ¥ EEE T,
#HBE A Leu, bio, thi, galkam, 1lacU169, rpsL, supE44, N™, A [ (int-ral } BamHI, { cro-bio}
cI857], N: :kan's FRIEMK pEC34 ARG REMB(ERLZHE L F HIES 96118680.1),
1.2 EEiXH

B8 REORIFHESFR S5 H New England Biclabs . £ E4 W TRAF. A
TP ERTES R R,
1.3 DNA WA X Western blot

£ 1 Sambrook 4181778, AL pLB-IFN-v L EcoRI-Sall XX E§ 4], B £Y 0.45kb K
N B, A pEC34 MIH R B, #L KBETE TAP106, 8 #A S pEC34-IFN-7.
1.4 EORESFE KRB

B Ap FARBEER pEC34-IFN-y BB %, BRI T& 100pe/ml Ap BJ LB 3358 F 32C

ST AR WETHE (RE 913010) ¥ H) .
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FEEXNFL.E LRPENTE RSN T ETHITHE.
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RFITIF, IWHLL 1:50 B8, 2CIRGIEFHEE ODgp=0.4~0.6, SLEIFE AN 22C KBRS
B3R, M HRBETE 32CHERER, THRE 1,2,3,4,5,6h FHE 800u] B, BLEE
fk, BB F 40p! 1x Loading buffer ¥, #% Sithavy!*1 7 ¥ #4T SDS-PAGE, R &% 2,1/
- :
1.5 ABREEHE

F B SHIMADZU H #*
EEAHNEE.
1.6 BEHEHR

¥ Ap T4 L& pEC34-
IFN-y B EERERNT 2ml A &
Ap # LB # ¥, 2 C IR Y15 5%,

IFN-7

pLB-IFN)

4. 0kb

B 12h Ll 1% 5635 — %k, f% st
foat 72 b B P 55 2R A9 EcoR 1 ' 3
Ap M 30 K, 1l Ap F Sal 1 IFN-7
R, K AR S, BLBEEUL |
MAEE, HITES, WEES
.,
P Enhancer

2 #X
2.1 AN pEC34-IFN-y PEC;’_A{ENA ey
HEF Ampt \

TR EZHEHE, L EcoRI- ey
Sal I ARG, Y14 450bp K /s
kB, STEEA pEC34 55 2 MK B 1 FIEES pEC34-IFN-y HER R E

FFHEME, BEARER Fig.1 Construction of expression plasmid pEC34-IFN-y
I pEC34-IFN-v, LE 1,

2.2 FEFHHETE

T l era | enhance:\l I—NF' 2.2.1 FiEJAH pEC34-IFN-y
—~ iy %15 & Western blot; pEC34 ¥
—ESHEER TR FRE
Hik, BB NIERERN AP B
“Fig.2 Partial region of expression vector pEC34 HFEMA FHFEERE, I
era: the first cistron; enhancer: prokaryotic translational enhancer including ¢ c1857 IR EUIH#Z, pEC34 ik

SD sequence of the second cistron: MCS: multiple clone site BERTERBEMT(E2),
FIAFUR pEC34-IFN-742C 58 J5, 5 32C £ % § pEC34-IFN-y #i H., 7 15.5kDa
ERHR—AFURENEAY, SENEY v TRES TR IR, UEFRAES
mEXTRAERE, TUAR, HS L EHE - THENERE, B X228, UG
BH TR, B 6h HARERE, RE 3. RAREFRSHER 3h, BUHA r-TFHREER

\
Stop TAATATATG = Start

B2 pEC TEARERTAE
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BEHi 1K fE Western blot 4M47, 25 BAU M B R A B R 2R, T RCEBESEURE
TR A TS S, 2 15.5kDa BESI N A - TFHE, LHE 4.
1 2 3 4 5 6 7 8 )

B3 FRAEZRHE -THRRORESGE =

Fig.3 [IFN-7 expression in varient induction period o
y ? g B4 HSHRAESEKBEMN IFNy
1.Low molecular protein marker 94,67, 43,21, 14.4kDa .
Western blotting 45 5

2—7.Induction at 42°C for 1,2,3,4,5 and 6 hours ) )
8. Uninduced pEC34-TFN-7 control . Fig.4 hIFN-y Western blotting of the PAGE

35
=
ks

gel .
2.2.2 FESW.: UGREIAEEAEUAE SRBRENEORIERENSE
HEEBEM85.5%, WA 5. BHHEEERE, .0, 43R EEMESE SDS-PAGE, £ R 8
RERFEEFEFIES, BHRRATD U QEEELEE.
2.2.3 REESH. TEAER 30 K, 2 Ap T4, HENREREF S Ak, & 1HF
TFHREMERE, LE 6. HEAREFREER 0 REIREE.
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B6 {EE - THERAER

a
ﬂ ﬁ ) !'—_ ! i 0.070
: i Fig.6 Expression of hINF-7y after 30 gene-

rations
5 BRREEHEEAEERAMER 1~6. Induction at 42T for 3 hours after 30 gene-
Fig.5 Density scanning of the expression protein rations
map 7. Uninduced control after 30 generations
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3 i #

AT E R E A, S SERRN, RESH TERNEDT.E
SHEABAEFCHI N mRNA, HE BN EA RS, TLESEREREESPH
ERRREMER, EiL, RITHBROFERE pECH RENNEBEREATH.

BHREOERERFIERRERTERET KHTFE cca £H, Bra B 58
Bk SEH R 0%, BESENERTITEEEZE PEE, BT 80% M - aHER
B, REMRIFHRAREK pECIE, FIFH O B4 era 3 8IS 18 5, 2 4 U0
R PR EREIREE T HRTR, K58 v T Z Y Western blot FHERE, %
HFRL pEC34-IFN-y ST [E /B4R 30 3K, (HARFRSE, iF M b B B 8RRk MR B, 3B
ATFENTREETER.,

pEC34 # B A ERRAMEREU R A R E ARG B EAE, EEH
— TR,
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Overproduction of Human IFN.¥ in Escherichia
coli by Novel Expression Vector pEC34
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Abstract A novel rwo-cistron expression vector, pEC34, which contained partial era gene sequences
as the first cistron and combined with prokaryotic translational enhancer, was constructed. By using
pEC34/ TAP106 systern human IFN-y was highly expressed in Escherichia coli . After induction, a
15.5kDa new protein band appeared in SDS-PAGE. The target protein occupied 85.5% of the total
bacterial protein and western blotting confirmed it was hIFN-y. The expression plasmid is stability
after 30 generation. It suggested that the pEC34 as vector for eukaryotic gene expression is posible.
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