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BE - AR TEARERNABEA X 6GhIL-O) LR HM A RN Y B F A BALF FHHKL,
AERAARFBENEHAARBRIL-6 TEFLERTAPIL-6 A AW Yrh; LBEQ&REN
IBRA R Y, mBAFRRE  CRE-RO-FOMTRAE, FLEENLIL-6, XL R A
30C3#HKE 42CiA SRR Sh oy IL-6 AAHMERFH, X 32.8% ;L BETOLARAEELSg/LAT
N, EG LM R R4, LEMSH 4.42X10° pmol/min » mg 3k —F HEH S, IL-6 oY b & & 96.
5% R Tk 46.5% . REMBERAPLUL I ZIRNELHF, TRAHGLE . HILERHHER

rhlL-6 #5436,

%X 8 R:-FTaAgmBAIT-6:RBHE:; B AL 4 4

PESES:R786;Q784  ITRKERIAE:A
BEHAAAMARAEK 6CGhIL-O)EF 4P
M, N EHARAEERIAZMNHAEAK . FIFILB
fEE.BRSFHRERN 21kD(1ID=1.660 1 X10™%
kBB BHAYEEESHEEMALL X, TH
KB EE. colid)#f7RB. BRT.BAEEL L BE
BEARBAEENIL-6, RIMNBENETREH
rhIL-6 R R, S KA B P Lo &k, &K
BEEEYEHNIL-6 EO. AWM ARKILBER
RVEH ST ENRAEETTER AREDT.

1 HREFZE

1.1 # #

L1L1- RE.AhSaekh #BEHIL-6 DNA
R EA T pBV220 K PO R kE R E.
coli DH50 H1 IL-6 #KBi 44 #k 7TD1 A& ERTF.
1.1.2 @m@3EHf%X MEBH LB E.Bacto-
tryptone 15. 0 g/L, Yeast Extract 7. 5 g/L,NaCl
10. 0 g/L,Glucose 1 g/L, pH 7. 4,

1.2 K &

L2.1 ZEAFFoEstrhil-6 REGHH

a1 :2001-10-26
E&oB . EEPEE¥SEBT A (GMB92-550)

XHEHEE:1000-274 X (2003)04-0481-04

rhIL-6/pBV220/DH5« T #2 8 F 28,30,35CH#KR %
B3 E OD600 {55 0.4~0.6,42CHE S HEF 5 h,
43 3 W 3K B 44 , SDS-PAGE & 3k, F§ UVP %% i A
ES A, H H Gelworks 1D intermediate ¥ {4 43¢
R#emESR, 283 EBARIRE rhIL-6 FXHK
#,
1.2.2 RE#HFNME rhiL-6 £ A5 X% A
ETHRENERBEGOCRGHRED H,42CH
21~7h G, WEHAE K SDS-PAGE &3k, N
rhIL-6 XM E,

1.2.3 &AM . AE THALHE HEREK
M 1% NaCl SR E, MBERNHRBIRS, T
—70CHHEA R, KA KBEBBEE, &R 350
mA, [E R 10s B 5 minX 3 (P EGBMLR),
SR NI JC5E % &, 12 000 r/min, 4CE L» 20
min 148 60 ¥R &, 2 PBST M1 TNMFX 28 %™ %
%5, B & 6 mol/L H MK Tris-HCl 2 ¥ # (0. 1
mol/L) 3} gt e WA H 1Tt A,

1.2.4 EHZONIAHRRIANZTOLRASTILN
HEG Y EHBENE 0.6 mol/L M E S MK
AR AL E B R (GSSG/GSH=1/5)#§ Tris-HCl

EEMA HFREAQ-), B . KATPKA ARTHEXES L&, NHEARE MEEEREE TR THNRR.
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c JKKE

SR EUHRABEBEEE TR W EHERZSR M
AZHEABRP . ZEBBEHEL 24 h,

MEEHEORNBARERE. FRAEY¥ T B®

MEEHBONOLESE.
1.2.5 mEAEENHLL RIEHOEAOR, HLO
BREVIRE, & SSHMMENMRETIERFEAR
{3,36 F 100 mmol/L Tris-HCI(pH7. 4) B B ¥L 3¢,
St 100 mmol/L Tris-HCl pH7. 4 2 v & 3¢ 4 FE 7,
EZRERNERM AR,

Ll 100mmol/L Tris-HCl pH7. 4 B ik % &
Sephacryl S-100 1k, E R 20 mL(EA S B
0.48 mg/mL), M3 X 1.5 mL/min,

1.2.6 %X ¥ RAMUR Lowry's BMEER
EHEE.

1.2.7 rhIL-6 W ARNFEQLAEZ SN M
A IL-6 fk#anask 7TD] AR MR+ IL-6 &
H.¥X5RERLE  RENEREN., BEBEEHE
EWrdii/aE A L 10 pg, A 15%SDS-PAGE #&
BBk, 25 DHRRE G250 e HE bR E
KEUMRERESHERM MEEANAE.

2 & B

2.1 IERBENAMEKS IL-6 RiZHEM

TREGWHEFSHRA 28,30 M 35C 3
MARMKBE. EREW.28CHEKE AREKE
EEE . FEEHMEER.AYREME35CHREK
EREHHR EEETHENN, KNAREY RS
BT 30CHE K SMMEHEFEEHE D,

21
Ls —e—28T
B el 30°C
o
o 1t —ai— 35T
o
0.5
() N S

I 2345 6780910kL12
0 ful /b

H1 “FxBENAREEHER
Fig.1 Effects of culture temperature on the bacterial den-
sities
SHARMBE  BFAFERENEIME,
ABZE 42C, %S 5 h, i ¥ ¥ A SDS-PAGE &t ¥
THERBEIL-6 MFEER,28CEREREN 28.9%,30C

#32.6%,35CH 28.5%.
2.2 AFEBEHEX IL-6¢ BEZHEHENR

# 1h,2h,3h,4h,5h,6h #1 7h K6 B 1 # S
F+i5, i SDS-PAGE w2 3k 3 ¥ 2 3 # 2 ¥, thIL-6
REEH P K 12.1%,22. 5%,27. 2%, 30.4%,
32.8%,30.8%,25. 2%, AR S h IR AR,
6hkzZ,4shEEIMN,.7ThEETEAEL@E2D).
35
30}
25+
20 +

10}
51k

or

rhIL-6 Rik/%

I [ubh
2 TREABES AR AL rhiL-6 %54

Fig. 2 Expression of rhIL-6 at different inducing time

points
2.3 SEFEALRENAENEOER
HBEMMTHEAMBEZAREE 0.5 g/L
N, EHEANAREDHEEER, BB 4. 42X
10° pmol/min s mg™ ' BEEE ALK E BN, LLIE
HETRER YEAKXKRE>S3I /LB, AYHTE
HAAEREEK 1/4(LHE 3,

0 . ; : R , " ;
1 2 3 4 5 6 7

HE /5000 g s mL!

IL-6L 5 #/10°U * mg’

3 IL-6 EMEBEARESHEAMNXER

Fig. 3 Effects of protein folding concentration on rhIL-6

bioactivity

2.4 IL-6 UL MERETE

H YA IL-6 M #5442 Sephacryl S-100 B
BroiB 2 BB, A 2 S8R rhIL-6 EH., 2
EK¥EHZ SDS-PAGE RBRESHMRA#KS
BrofiBEl 96.5%, @ %N 46. 5% . A 7TD1 4 M
MTT B:MELEYTEHER Lowrys M EEARA SR
B2 2 ERLEREN 4. 42X 10° pmol/min « mg™!
(€D,


http://www.cqvip.com

%4

HRES - EHAMER IL-6 E KBS DHSe FER XL Sa

D000 http://iwww.cqvip.com|

— 483 —

% 1 Sephacryl 100 BT HEEABEEXH
Fig.1 The yield and bioactivity of IL6 protein by
sephacry 100 gel siltration column

LBEEZEAR dHEEAR B X HiE
/mg /mg /% /X108U s mg™!

# W

1 9.6 4. 46 46. 5 4. 35
2 9.6 4.53 47.2 4.50

3 9.6 4. 37 45.5 4.43

3 i

IL-6 cDNA A 1986 F H KBRS, 5L
REXMIL-6 #ITTHR.AEXEREESHEDY
. AEBINBNHIEEERA . HPBEANA
WRYIE m/MREER A MS MRS R, XA
REMIL-6 FBRFAL, E M IL-6 5 4 3 40 B £k
EXF LHETBSIEREMN TR, BB E . RE
HoHk, AAERTEHEARKESKEMN rhiL-6 &
HEE.

HERRELANBURIBEREKRBITE
E.coli DH5a # BH RAMER. BRI EEM
BH&FMERT S VHEMN. pBV220/rhIL-6 R F R
EiAESEESF PRPL, I8 T 30CHEFAERFR
BB R EUK R, W R B R A K B &, AT 3R
BERMEARKBRAELAE FF,422CERFF
B 6] 488 rhIL-6 FAME . FREH.42CiERF S5 h
HNEARERG UEGHNEZEKERTRES R
AMTREZESEZIEEANTIEE,. ZFHHLA
BoNENEEANEKEENRLIBERAR
WOEERASHEN TEERLNBEREARM
BEEMFARESHEBEKBIT.

FUHEBEARNSSEMIAUHRFIENRARR
MHEBEHENEALAIB. I TRBERHEA ™R,
EEEEHZBBEIFMALERC. S mmol/LYK &
REABTF.UNMREAR BT SKEALTE; F,
Al:sHEABRSRRUMSREKRBBHEHER
ATFTALREHRN _HiE. FHRARANSRE
RENEHRE  HEANARRREEZHY 1
5, AR KT XEMMEMN1: 10, BEGFARER
/INF X BB R 0. 1 mol/L i JR % A B 3 Bk, 13
REBTEHABUANAHEA . BRAEEBEQEHWAR,
CHRENZELCAR, WHEHEAGFBRERE.

DERRARA.BEARKER . BEQEL FHEE

AAME FEAEA FRIRGERER, AHTF
EH MEEIRANERT " ENHZHELWN
BmY., THSEARS THTHAKEANIER
B ARAERSHMTHER S FHEER,EBAE
EWREESTYmEE. . XY . FHRKRER
B EEZERRESE, "EABHEQIRE. X
REBEAEREEENFHBANRR BRI, EHR
ERHEHERRERESEEERANEE, — Bk
W EARKEEEWAElg/LZT . AAKEANE
HAWRERN 0.5¢/L AUREER,  ARFFHE
s 4. 42X10° pmol/min » mg™',
AP &, rhIL-6 5K IL-6 M, N HEeK
0 MEERY .28 didkE . HHEHAD 4. 42
X 10°% pmol/min * mg™ ', B FMEMTE IL-6 NWE
HE# (5. 07X 10" pmol/min * mg~'), 5 Branken-
hoff HUIZEFe k& IL-6 HER , A MM K F S KAG
SRE IS M EERMIL-6 HHMAY, 8RN &N
AT BERBEIFEIL-6 BHRLT, MBRKH
KUEBFSKENREERZE, TREHRS THHE

AR EMAMNTERER _RE BHEIHK

%,

FUHEEARMNARERBEATEMNXER
A2z —. Tonouchi %18 i 3 ¥ rhIL-6 B cDNA
AEBIL-2 N REEMNOEEABMS R L . KKREE
BIEAMFRBERAREERTA BB ERS
BLOHEEHRN2.5X10" umol/min » mg™!, Jambou
ZUIHEPFEW rhIL-6 5 3 LB HEMHITE
A RE, LIEHMA 1 X107 pmol/min » mg™',
X80y Bkt A B T ok, (B S E B 1E 5 IR AL A
HADHRAKKER, Dasuke ZPIERHBEBFX
BREBEHEQRKRSES, KM HPLC B,
B 28 BA M HPLC 4ifk8 3 rhIL-6 46 &% ; B 18
BRAEN™& . BaALSRBYES, FANEMR
Ak N R RN HPLC REHE. F R ESTX
MEB K. RATA A Sephacryl #9470 R, 46 &
HESPFRRKX/IMIEBEQRS F4IF, ATikF4
EREBNEHAEA . B4R A Sephacryl-100 H#17
aifbed, XBEFRMFESKOLEE, CHEGRENL
U R EFRERBREE, SMAELTZHES
.- RadER LEHLR, yEMMEARE
R — EABRER IL-6 =&, 5 IL-6 MAEWE¥I)
BERrR.IL-6 HXERMLHEBRTRET e
GREMEL™&KRE.
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Expression and purification of recombinant truncated

human interleukin-6 in Escherichia coli
HAN Jun-hong, KONG Ling-hong, ZHENG Jin, QI Xu,
‘ LAI Bao-chang,SI Lii-sheng, WANG Yi-li

(Institute for Cancer Research ,School of Life Science and Technology, Xi’'an Jiaotong University, Xi'an 710061 ,China)
Abstract ; Purpose to optimize the conditions for expression,renaturation and purification of human recom-
binant rhIL-6 produced in E. coli. Methods: The effects of culture temperature , expression inducing time
on final bacterial yield and expression level of IL-6 in E. coli were observed; The methods for isolation of
inclusion body and renaturation of denatured crude recombinant IL-6 were tested ;Gel filtration chromatog-
raphy with Sephacryl S-100 was carried out for purification; Bioactivity of resultant rhIL-6 was monitored
by IL-6 dependant cell line 7TD1 proliferative assay. Results The highest bacterial yield and expression
rate were obtained (32. 6% of total bacterial proteins) at 30°C of initiative culture and 42°C, 5 hrs of ex-
pression induction. Efficient renaturation of IL-6 was obtained at 0. 5 mg/mL of the denatured recombi-
nant protein. After one step Gel-filtration with Sephacryl $-100,the purity of IL-6 reached 96. 5% , the fi-
nal yield was 46. 5% and specific activity was 4. 42><10® pmol/min * mg~"'. Conclusion an optimal protocal
of fermentation culture, expression and purification of truncated rhIL-6 has been established. which is sim-
ple, reproducible and practical.

Key words :rhlL-6; E coli shigh exptression;purification
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