&I 25 M 13(4):433~436,1957
Chinese Journal of Biotechnology

¥ H1E SecB BEEMAMEZHREHERBHETIIHRE

A A & F OBRKET RAE KAFTT

(MEHRZWESFRNBEFRA - L8 200433)

SFIEE(Cheperone) EMBA B L EEREAEARTIRASY XEags 7012, BFRE
WA FHESSHARFEEORNTR. FAUREEER BB BELRESRITES
& EHETEAPAENES, FHHERERBRCY, SeB E—MHAMAEES, £EH>FEY
17kDa, ER AU 46 MR EEAANERAKEAFE. SEXBTFETE5EESRS R AL, &
BHfTEERERE, BRI EOREY pre MBP W I, ER EHESWHES EHATIES
EHOEAT EMEAREEARTUETHITRWE S ARE, 2R AMERF., SecB @S
MEEOHES ATMELWRESE TRERTERENREEL, BTHTHERESNARA,

AT EAXEEEFEENEERIRTRA MM ANR. SMEE0EABTFEIERE
MEEERTEHNEERE, Ak X EREARELRRAIB T A ERFRELMND, FRARY
ERREERMETEAMENE, SORMERIBTHER ErELRS - EMABRTRE, TR
STEREAUR CHERESMSF EHENHSE, AHEZRAMLEE. S FRETUESEHLER
BREMERTE, EEEN TRINRES THEZEE SHEEAXRLFERE, THRSFE XM EH
SMEERERERMAR, BB HLEE BOQBEAER M ERIETHOEEERBAFTFE. B
BB, BITETTES SecB £FH S HA A M E #E (Lymphotoxin, H LT)EFEERA — M XKBEHF
HHEMTHERDE, R RS FHEB SecB M SHEEHFEN R W,

1 HH#E5F*%

1.1 EfoRw

FREIEE S T4 DNA ZEME T A5 H % E Promega 48 :ATP,DTT BALFEEELT, i
W A E e & .
1.2 FukdEH

W Sech EHEY & BB pAK330" ) 32 Tufts K2 Carol A. Kumamoto ¥ 35 H ¥ ; BT# pA-
cYcl84 4 Bio-Labs 208 P8k W H LT HBE AFEA MK pRSETC-LT I E B XFREFESLAHER
W K BT 8 HBL101(supE44hsd20{ rs mg ) recAl3ara-14proAZlacY 1 galK2rpsL20xyl-Sratl- 1 ] B 45 25 03 20 g
ZHE, hATRERE, KB E BL21(DE3) [ hedSgal( AclisB57ind!l Sam7ninSlacUVS-T71) ] {EEH
RILZRE, AT LEERE.
1.3 EETEN—BBE

F X R DNA S, BiT, &8, L EEH T8 — BRI Sambrook Z "I #1T,
1.4 SDS-PAGE JoESRARENBE

FHEEFHEREGIEER 5 ik (SDS PAGE) R H Lammile £, S % 12.5%, B EH
S IR R2S0 e fn. B ERM M 2 R A Bradford Ak 02, pUAv 4 L £ 7B £ (BSA)fE BRI

EXgANEEREHEME, B8RS 39370387,
»  BEETEH,
FXLF 19969 F 19 HiH,
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1.5 SecB BikBHS LT M|k XMk

FA CaCl LV B, EEFFER (A AEB R (Co) D FHR LW ER LT,
1.6 FHEHHRSRE

FEWHEERT 2ml LB{SHMIEE, Ap KRN 100pg/ml, Cm BIREH 25pe/ml) F,37C &
HIEFAE, U 1% EHREET S0ml LB, 37CHRFEH 3~4 5 hE ODspo#IH 0.6~1.0 B, IRA
IPTG EHKEH 0. 7Tmmol/L, 37C HLEIEF, TIESE 2.4.6.8. 10h F#E,
1.7 Tt LTHENHE

Bk % B, 4°C . 5000t/ min B L Smin, F L. HEE T & EH KRB (S0mmol/L Tris-
Cl, pH 8.0, 5% H M, lmmol/L EDTA, 100mmol/ 1 KCl, 10 mmol/L p-#E Z.B8), B = % 485, 120001/
min B0 15min, ¥4 B, B TR RIEESRE.
1.8 #SMERMESENNE

LA 3 9 A BB ET e B PR 0 PR R (1.929), W B ik B A0 M B 4E, L929 A & 10% A Il i
#] PRMIL640 35 7 BAA L3 W75 0HH 1029 S0REACAY, 2 % 10°/m] SMIRE, B 100, 55 06 fLHR, &
L0100 FREIRERHRERLBER C0. S5pg/ml), 37CIFH 48~ 72h. BRMEMMRMFEFR.
A FE 50 % 40 R BT P B W R BE Y BB BB L R R A IR LT N

2 BR5i#

2.1 SecBEEMTHE

SecB [ B R FUR pAK330 L, pAK330 b pBR322 M A RB, £K 3.9k, WHAFXHER
Hi¥E, SecB B FE HA K BamHI-Ball % 52 B, FEH pAcYcl®d 215 4.2kb, FFH K pISA M E B EH
H EHMTESTE GEIEMESESHEHE, I pBR322,pUCLY H 7, HHFESE LUK ERERT
Lo FIF SecB XE EWHA LY Hindll R T LM puv [ (&, SNEH, IE secB ZHETEA
pAcYcl84 # Hind B -EcoRV 7], SR pAcYel®d 8 Te B EKE,. B KEHE B0, BT
TeHHEE&ERREA T, FATHIEE.

2.2 FEM pAcYcl84-SecB S pRSETC-LY ¥ 1L X B ¥ BL21(DE3)

4% pAcYclB4-secB iy, 5L E#H pRSETC-LT B9 K & BL21(DE3), EETYHEBER
FHEEUHTFR EFEREEAT. RERELFEREFRE, #H L pAcYcl8d-secB fil pRSETC-
LT bLEFH BB S SGndE #ITBNEE,

2.3 JGEH pAcYcl84-SecB 553 pRSETC-LT A BHTHE BL21(DE3) iy Rk

& OB pAcYcl84-SecB fil pRSETC-LT I KB E LN PTG S BT HE LAEFYBTHR
8%, SDS-PAGE B # M, RN EH T HHERE SN R IL{TEH pRSETC-LT B R8T &
BREAEWE H LT R L BREWETHE.

2.4 SecB ZEREHBEARCERTBUEIENESR

FERRHGRAARMEEANENEERE 1, B BHEERS PTG RSN LS E
B pAcYcl184-SecB B #Ef, HIEHE/NT 10%00/ml, FEFERE 2h, BFHBKR(LT + SecB) AW FEHES R
EH LTRABHEBE(LT)WRESEERERKEE 40, EENFERAPRSE ENEEDL
BERE, XHEN —HFEARTE 6h: EHERE 8h, (LT+SecB) RGN EHARBEEE FHELT
BEWEERRGEES 0%, B LTRIHEERCSTR. LS. ATEERERE SENEEBE
THRER.,

—fik %, S«B BEEMYDBRSENELSE S, RERST AT, FnHEE L 228, mE
EHEERABRD, ScBRESABRAWNEE S, HZHARBE—FHEGEHHNE, BEF AT B
HBEANWBIRS. DRBREERE. RIWERERERIEFEHK IS HRAEN 0%, FERXHR
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0 L ol |
2 4 6 3 10
t/h

B1 k¥ BL21{DE3) ( pAcYC184-SecB + pRSECTC-LT) B
BL21(DE3}(pRSETC-LT B ® LI ik 7 MR35 41

R FTHRIRE 2 SecB REB R FEA MM EBRITE, EMRIFREARFARMEET B mEks
EQ, BRTHRERHT SecB MRITREN, ATELAEFRRERENESIEREINF. IR
WA, SecB SR FEAME S, ARRAAMER RN EANTE, ETEATERN, RS HE LR
RA—RERENESHANBE,

AHF SecB HEAMARMBANEAHSZHEE, FUEEFHRE. BT SecB EEAREHIEP
AHREEHEA, HFIANEBIFSRAWEEDEAL S, ERE—FWAAN, SecB H R R
AR EONRE AR SEYEOS S, ENZ NGB IERAEELRRTEDESH
FREFRATHRLERHE"). RIVTRERBRIFE UL, EXBHF AP REEH
LTEO, ERETEMTREEX R CEMTHE, B FHE SeBRHMHSZES.

5 FHEE SecB ES IR ERAY T HERK, IRRNBTLL LW A B EBRFEHEED
EREUSF MARERWEAHELE, RNFREENXELARL EERIREFEERAFTRH
— B4 B, B B R T A BT 5 40 R P 2 B SR 1] (Protein Targeting) 89t 6 2 HF 51 A A BB Lo

B FERRSWMAEERTEIBERIMR RGN T @ RGEEY, R EXFREER
AFBAREMFFREH TIFLEEMEY, A 0ER,

£ X X ®
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Coexpression of Chaperion SecB and Human
Lymphotoxin in Escherichia coli

Zhou Ying Zhang Qing Yin Changchuan Song Daxin Chen Yongqing
( Department aof Microbiology, Fudan University, Skanghat  200433)

Abstract SecB is a 17kDa cytosolic chaperone protein that is required for efficient export of particu-
lar protein in Escherichia coli . The function of SecB is to bind precursors and stabilize the pre-folded
conformation. SecB has a direct role in controlling the rate ol precursors folding to their interaction
with membrane components. In this paper the SecB gene was cloned into plasmid pAcYcl84-SecB,
which can be coexisted with plasmids having ColEl origin. The plasmidpAcYciB4-SecB was then
transformed into E. coli strain harboring a high-expression vector of human lymphotoxin gene. By
measuring the anti-tumor activity in the soluble components of cells, we found the highest activity

was raised about 50% and the induction time for reaching the highest activity was delayed.
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