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FEsEREEENEEHAABHEENR2
kRE B EAE AAE & 8

(BFEXEHEFHFREF ®@x  210002)

W OF ESANHBEAE-2 (chiL2) BEERAPHEREHEFLUAEESREESE
T, Sk rRawe. BAEE. QHERE. BEEFVEESR. REREREMHA
Wik, AP KT 99% . KA EBARERNA AL hIL-2, HESDHEE
g 7.9, HIEHER 1418, AE 1L.5x10uw/mg EHH, BEHEEH 0%
~56%, EEEE, FHEERANHCEAHFSHANBERS mil-2 IR HEMNNENIR,
Sk SDS BEER A hll2 BE T RESHE T E.

X EAASHRAMER-2, 7R, Sith, RESEREGCH

H i & chiL-2 LEEEM AR RERIRE SDS A4 TA4, ARKESDS TE
¥, IHESYEHAFYRATRBENE SDSERE, BAEHERNEE, EHF
ZEFHENMENSEAZARBYHE!?, EHFEFHEATERENE, BT
R F iR s B,

BNEWEEE, BERENCEERELES, B omol/L thARIIE HIERER
#, REA 8mol/L RERRLEHCHEEMERREIMERLE, 2RESERM
i —sif, B TEAE, SHEMERERMN hIL2 78, 2RKRE, 8
Wi EEAR, FEH hil-2 £ pH2.S S Z2BBARPEHERE TR, XFEE
e bRy — TR thil-2 @b R FER.

1 AR &
1.1 #§

NAMMRAE2 BAFRN BSFHEE, BEHEN E. coli HB101. CTLL 4HMH
M8 PR ARET, AR ERAE S 24 Spherisorb C18 300A 45, ID20 B P HEE X%
LY TS, BN G HEN Y EE Waters 600E B, MM IR Waters 486 &,
rhIL-2 78 (1.0x 107w/ mg) W H Cetus 47, BAOHAEREMEEL=HI8
(TFA) ¥ Sigma A8 =fH. ZHEAEFGEME, HAGHYE 5.

1.2 FHi&k

1.2.1  WMiEEEE: §A L2 EAFRNNCHEITFERMG & 0THESR, BR2CES
Fik, BOWHEEE,

1.2.2 HHAIABACEERE. §&H TESW# (50mmol/L Tris: HCl, 1mmol/L

AXF 1996 F 5 5 8 HILF,
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EDTA, pH8.0) #¥%, HEFE TEPHEAKEHE, BLEFLE. FHT dmo/L RE
# TE MR amRE&E, S0FELE, BEHE omol/L i8I TE FRCRE, B
LIF H EEED R A R A

1.2.3 MEEE: CFEHERAERBREES 8mol/L RER 10mmol/L Tris- HCI,
pHB.O WA, HEAEEN 0. 1mg/ml, EBFTET 4CTH 1. 3 FEH 10mmol/L
Tris*HCl, pH8.0 B EN 10h, HBFW IR, 25 FBLEZBRERTE.

1.2.4 ZHASERHAGCETE. S EEKK: H CHEEL 15ml/min #1HE LHE
C18 FAgHE, hHEH/S, ABEE0.1% TFAKEH, BiEEH 0.1% TFA ZIHE
Wo 7£0~90min, AEEME 100%~10%, BEiEH 0% ~00% FTREHRERE, R
N 10ml/min, ik EREFD B H K 1800ml, B AY EREEH 5000ml. W5 H @i
B, 3ITCHEREREZREZHEE, MATHoHBRER 4CHER, 5 —F0H
10mmol/L, pH7.0 By PB ZnhiiELT, BREE 4CHFR-

1.2.5 #bEye e, A 15% ERE SDS-PAGE % & A & F ik & i 4 1k 8y
thil2, FESBY® [4], BOE 8K Bradford P, MASAEEANRESR
/8

1.2.6 EHEWE. B CTLL 41, #3E MTT &Rl 2 03 S ma b5 88 &S,
FHME pH2.5 &8 TF 4CHERAREBA rhIL-2 FSHEE, TESRIER [6].

2 4+ % . rhlL-2

eSS

2.1 REEERECIHEFTR. deRAERX
Wiket A B AW LR B 1800ml, &
E¥E N 80ng/ml, WETEH 8 < 10%/ml, 1t
IEH 1.0x10°0/mg, RIEIETHESE 66—
87min BB 210ml (FEIFERE 1A), &
HARRBREZEEEE R 30ml, EEEEA
2.7mg/ml, IEMER 3.8 X 107w/ml, HIEN
1.4X107u/mg, HIEES 14 1, DEHEES
7.91%, EHBEN S6%; WANMEENE
W _EREE 5000ml, FEE W EN 83pg/ml,
EHEH 7 X 10%/ml, HWIEH 0.84 X 10°u/mg, 0 30 50 50
A B B 65 ~ 90min B BE AR W t/min
250ml (ESE LK 1B), EEEAGRELHE Bl 1 ehIL-2 &5 8 0 I RO 8 '
AR 40ml, FHWEN 5.23mg/ml, & Fg 1 Reverse phase high performance liquid

Absorbance

‘]ﬁ-‘.jlj‘ 7.9%x107u/ml, H#EH 1.5x107u/mg, chromatography of rhil.-2
bt?%‘%g 18 1%: «E\ﬁﬁ‘t%:—%‘ 9 {%, E E ﬁ% A.B. represented initial and amplifying test respectively
H50%,

siAk g ke 2 JE R Al SDS-PAGE #1ik B E 7 15kDa IR HF R — M BEIKEZWH, &
ENBAERBATFSRT 9% (RE2),
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RAEERBAGLRN ST EMAL thIL 2 B9TheE, BT EAE. BREL
MER, AR SHRAENaEEREE, TRERTIEF 10T
#®1 FEsEAtiEfR. 4 mie2 BEEA

Table 1 Refolding and purification of rhIL-2 by reverse phase high performance

liquid chromatography and its processing amplification

Total Specific Purified Specific activity Protein
o . Total activity Specific activity
Stage protein activity rhIL-2  of purfied rhil.-2 recovery
Tecovery/ times recovery/times
/mg  /10%emgT! /mg /107 u.mg™!
Initial test . 144 1.0 81 1.4 7.9 14 56
Amplifying test 415 0.84 209.2 1.5 9.0 18 50

2.2 Z=HEEF rhIL-2 BRI B

MM RAHE SR ERERERR =R
&, BTFHEEWE 0.1%TFA, B{ERGTH pH
H2.5, BIZMGEHEMESN 1.4 X 1070/ mg,
DEGAH pH BRHE G E 4C FH 48h FiMiS
EHR2.4x1000/mg, THR6ME, HK1ASE
WELESEN 1.0 105 /mg, HETHE 2.4
f&; BH—&9 M A 10mmol/L PB, pH7.0 i1y
GHRGET B ERE ACHEN 480 M1 FS
MM ERFAT, SREFAEBEN TFA
BE Y, rhil-2 EHERARE, RFIFE pH
ERFRHEEN AN E.
emi-z 3 4

DL TG R E Sk AR O BT
TREFEBRREW S, MEEE-—E2ETE
ENTERTHTAEEN —TESE, BEEERN

B2 @ik rhil-2 3R HE SDS- PAGE
Fig. 2 -Non-reduced SDS-PAGE analysis of

purified £hIL-2 TERBRENT R, SRR S T — R
A. MW marker, B, C standed for purified rhiL-2 F 10umol/LIY, F{T7E rhIL-2 & &SR
of initial and amplifying test respectively 3E ’Eﬁﬁﬂ%ﬁﬂlﬂs‘ .{E E«r_&t}a SR {%o

SAENMEATFHEEZEEOR T ERN XS H#TAL, B—MESEITHIR
B, RALEAETERAAEMLEEEHEATAEENRE, F1FE1H SDS &
AEAEFISRTE chIL-2 BUMEIR, S35 TR G B, ARG BEEE R R
118.2% ~167.8% Z |, £/ SDS $EE 7 25umol/L £4, T SDS 7% 8 L2k
FIRME R R, HNKAE SDS sk, SRMaE—Hail, SEERkEs
7.9~9 %, LLIEHRS 14~181F, SATHLAE. SHE. TRERH hIL-2. B4
B RAHEEET U LZRTHMTE. FEeTHRTENFS, #3ETER SDS-PAGE
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BIKERF (hIL2 —BERAMELE, ARSI ERd, XOEELHELE
50% EH AR E

& % X &
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Refelding Recombinant Human Interleukin-2 by Reverse
Phase High Performance Liquid Chromatography

Ling Mingsheng Xu Xiangyu Shi Fengxia
Zhu Youhua Long Na
{ Nanjing Military Medical Institute, Namjing 210002)

Abstract Recombinant human interleukin-2 (rhIL-2) was expressed as inclusion bodies {IB) in
E. coli. By means of fermentation, bacteria collection and breakage through somication, 1B solubi-
lization, initial dilution dialysis renaturation, purification by reverse phase high performance liquid
chromatography (RP-HPLC), the purity of purified rh{L-2 was more than 99% . RP-HPLC could
not only purify rthIL-2 but also raise its total activity and specific activity to 7. 9~9. 0 and 14~18
times respectively. The specific activity of purified product reached to 1. 5% 107u/mg, and the pro-
tein recovery was 50% ~56% . The results proved that RP-HPLC has twofold function for purifica-
tion and notably raising refolding efficiency of rhIL-2, which provided simple and useful parameters

for production of rhIL-2 by non-SDS denaturation and renaturation method.

Key words Recombinant human interlevkin-2, refolding, purification, reverse phase high perfor-

mance liquid chromatography

© FERFERRMEDARAATIKRSHIESSD http ournals. im. ac. cn



