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(PEFHESFHERBESTRIREEAN TREFZRATHE, JL 100052

W E RHERBRERMBEN —SEAEd ABFERENWELAA b BTRR
(IFN-a2b) SEFT T S84k, 4R 75 F1 A 3 JE AL 8 0 FE W AR R AT L SDS-3R TR 4 B e SR B L 0K 0 N ¥
BABREBHFIWETEFEMAATSHRTTESE, RU—P LN IFN-e2b X2] 95%
LA RS, B 2 54X 10 /mg. {HHE 4 IFN-a2b =5 N SR Y—, &H % 3048
% Met 5312 70% B4 Met 2T, WEHFRFRIM AT LIES, Fo3080 3 M & TS
WERY IFN-o2b ZEEXHHF R AR PEA T EHHRE.

x2F b HTHRE. E3mak, NHFRTHR

A o2a BIFHRE (FN-c2a) fIA o2b BFHE (FN-a2b) FEERFLEEXEE
EHICENRARREREENRRESRAY, WEE - EERE (IFN-«2a 5 23 fif
F BN Lys, i IFN-a2b % Arg), {AA e2b T3 ELFEH FH MM, 7 H IFN-
a2b EAEFEERTHREMAEAERORM . PEREAEHANFEH IFN-o2a B
B & AT R E o v, B SR TR S8 (LA, BB R T A IFN-a2b ZH, 3f
FERBFF i RGBT T HARES

B G A E AR E B E L8 IFN-a2b 7§, BEFEY FOHLHEE BT IFN-a2b o
Eﬁié‘iﬁﬂsﬂ%ﬁm T2 2R F I AT E RTS8 SIS BIRY IFN-o2b B R 7K
W RKMFERT . AR RERHR RN — S A KB R EAA
IFN-a2b #47 T 84k, 341 SDS- A B E Rk . BRI BEERMEN . N %
HERTFASTETEET THEEE.

1 MHE 57

1.1 R

IFN-a2b 2 H B Z E R M B FEE KR pBV221/1FN-e2b ¥ i fEH W H™> . KB
B DH5« BEAZEHAB Y, F 080 lacZ AMI15 A lacU169 deoR endAl recAl hsdR17 thi-1
supdd N gvrA96 relAl, 11 2E BRL 47,
1.2 KBTS LR

MIRA R EFEEZN SD-8 fERNEBEFE™ , 74 HE B. Braun A B R B Biostat
BB (RPN 5L, AT 4L TR, B AR BENAH RN ETE
F 100%, RIGH 1 10038 N ODw 4 1. O I Fh T, MIEEBERE: 30C. EZ5RE
0. 9L/min, #3 300r/min, HFEETREHRE (300—800r/min), #R/5E BEESR

ETHESEFE s HHEAFRERHUEMAATHTE, ST 1992485 AR EHER.
BT RBL, REMEPEWRR.
EXF 199245 4 H 18 H e F.
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B (0. 9~3. 0L/min) BI040 T 5 08 v SUR B4R 1% 602041, F 30CHESH 12 /)
B}, Z ODgooikF 15. 0, FHRE 42°CHER 6 /Mo, BRI B M 58 R R 57 10g/
LBE, '
1.3 IFN-o2b Fosl{L.

#i IFN-a2a By VTRt ER 2 E S. Pestka $(BEMERE, §i IFN-o2a SIEEHAEMN
B HrEE i fEE WA CNBr {§ {63k 5 Sepharose 4B BEITIH™ . MERMEEHEER
(HE&FH) F1 Spherogel-TSK 3000SW K1 ot i 2 EW A E A BE 10pm, 7.5%
300mm, H H 4 Toyo Soda $#& A A4 =) ¥ H 2 HE Beckman AT .

ATt R B 3T S PR W i, A 1 %R Tmol /L ERES L BUR MAE VKB P
B 1—2 MK (ETF 4CHEME . F 4CR 15 000r/min B E .0 15min, BETE.
A 25 mmol/L Tris-HCI (pH7. 6) ¥ LIF M 5—10 %5 » B B HOENE%. &
DI RBRUE. REFERARMER SOXMFMRE T ACRTIR. BOHREFEAR
W, BEEFRBRE, BH5MEHTFAK, 0. 0lmol/L HCl (pH2.5) K 25mmol/L
Tris -HCl (pH7. 6) &% 57 12 /hif. BiEHT4 A PBS (pH7. 5) 45, sfiat # IFN-a2a
B SERE B R E AT AT A4, A 0. 1mol/L H &M-HCl (pH2. 5) M IFN-a2b. 8
o BRI DE S FE VAT BT (Spherogel-TSK 3000SW ££) 3 MeBi 4 #4720 S 2 , Hishad
24 100 mmol /L. Tris-HCL (pH7.5), H#EH 0. 2ml/min,
1.4 HREEEER
 RFMMRAS BT MR . 75 96 TLALIS AR R WISH 4, 7 37°C,
5%CO, MM R 24 PRI 4 i E SR BN TR ERR , SERFRHR,
HAREDRRE (VSV) Kk, 24 BT EMEARFEEHL. UEPEEEBe TR
ERTEMREEN SO TRERAEN 186 (O, FUEEEE TEWFFRRE (NIH) 24
MR ET IR HERER R4 TU).

PR IR MR M R B R AR, N BRSNS RS LR
iE.
1.5 SDS-RASBRERSB XK

HWOCHK (60 HEAT. PBIREREN 159, HMBHEENY 4.5%, S FRSHEEN
M3 E Hi 8% Pharmacia 43 8. RARERWMEARH HLRM5A, FH BioRad 620 RN HEEH
HEASOA e e 1B R R HEAT 40 .
1.6 NImFISHR

#e £ H Applied Biosystems 22 7] 477A FRop AT B /£ K F{L-120A PTH €%
BT (Coa RATB P R8I ENTRE) L3E4T, k8 MCHE (7). W& R IFN-a2b
i3 LR 500 pmol, ERERTARXS Cys 1R AL ALIE.

2 # R

2.1 HREiEH
FEMIFE AT AT R E A A IFN-«2a M IFN-a2b JUR S HEA S RNFE 1 R,
RPHIER S KER NN T,
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# 1 IFN-c2b R IFN-o2a BB SR
Table 1 Comparison of the antiviral activity of IFN-a2b and IFN-a2a

Type of IFN Antiviral activity (IU/ (L » ODsg))
TFN-a2b L 4.09X10%
IFN-a2a 1.52>10%

AF1ITLIA Y, FISRAMETFFRIER IFN-a2b 5 TFN-o2a IR HERTESE
HER (p>0.05),
2.2 IFN-c2b §—34{k

LI BRI — B Ak eE, AT A A IFN-o2b 554k 500 fif, HLiFHER 2.58%
10°TU/mg, S EBRHKIET] 62% (L% 2). #H IFN-o2b TEFF R MR X R A PHELE.
RALEE S B MR P8 IFN-a2a #1557,

¥ 2 TFN-a2b g 4hift
Fable 2 Purification of IFN-o2b

Activity Specific activity Purification -
Procedure Recovery (%)
(I/L, X10%) (IU/mg) factor
Cell lysis 2. 08 1. 17X 10° 1.0 100
Acidification 1.52 5. 08X 105 4.3 73
Affinity
1.28 2,54X 108 500. 0 62
Chromatography .

2.3 SHLEBHEE
2.3.1 SDS-BFMBEREEERE K [H 1243 Hi4LAY [FN-azb iy SDS-BE 5 BERIEIE
Lk FE bR T MGG IFN-ozb 44, KLU MAEE . MR EHRER
HEATIEHE B F0 TFN-a2b 7= QB SUHEIAH] 97. 8% . ARIBLIKEE RS MR, TFN-azb
54> FR#5% 19kDa,

r 0.013

AZ!On m

A

0 1
100 . 140

Time(min}

|

Bl 1 IFN-oZb # SDS-38 75 H6 B B 5E Bt o ok IR & 2 IFN-a2b 5% EBALE AT B th 2%
Fig. 1 SDS-PAGE pattern of IFN-a2b Fig. 2 HPLC profile of purified IFN-a2b
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2.3.2 BT IE R EREREN . MEALEY IFN-a2b FTEER 1% R BN S 2. &
HHERTERL - FROTAR, RENEN 122--125min KD S S8ERDH
98.5% . Bt LA 2.

2.3.3 NEREERFISH:NREEBRTINEHEREN. 22 NHTBRH IFN-
a2b REMF AW A ERN N MEEBFF, B N RAH—, KH4 305048 F
FBT Met, KR T0%E5 FARE T Met, T 1| i T B8, WAALIE Ay
B % Jg: Met-Cys-Asp-Leu-Pro-GIn-Thr-His-Ser-Leu-Gly-Ser- Arg=Arg-Thr-Ley-Met-
Leu-Leu-Ala-Gln-Met-Arg-Arg-He (3% 25 P2, H N WP 24 TRE (L Met )5
R 23 MR B Arg AR Lys (A 3., BEHESKPERERAKNESNFER, T
RABW T £5% PTH £ ERHRQ 8 TR/ADT Spmol, #EBT IFN-a2b fHIE>95%,

150 = _
3
£
=
4
il n a1 n
A R ND €C E N G HI L K M F P § T W Y V
Amino acid
B3 5824 M RN EREES TEE
Fig. 3 Amino acid bar plot of the 24th cycle
3 W #®

- ANERFPAR RN IR AN IFN-a2b 5 IFN-a2a, HEWREEET BT
#Z 5. T IFN-a2b § HIEHEIR S IFN-a2a Ze4 50, $5HHERT, IFN-02a £ [ 1 IFN-a2b
EANEAXFXANKEHRERERHEPHRZK M.

REHBEERREN IFN-2 4 FERFEHT FHABHN M R RUESKEBEERAR
ZEMIEE N mAY—0ER, AR - BEREEE. K58E&. A5 4mW
BEHER®, ATH Mt IBEIBFREXATHREL THER B RN TR
ERURFAEERNEAONTHFEEZREE TR THE PR B Met fH 0B,
BRI X Eie. EHAXTEALRTHE A BESH 6T BITE P IR EBR Met fEH
B EER ., B—MTTRUAN, NW#HH Met HAEMER TR TRESNS LR,

& 3 X W
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Purification and Characterization of
Recombinant Human Interferon-oZb

Zhou Yuan Jin Dongyan Zeng Qing Li Yuying Chi Jie Hou Yunde
(National Laboratery of Molecutar Virdlogy and Genetic Engineering .
Institute of Virvlogy, Chinese Academy of Preventive Medicine, Beijing 100052)

Abstract Recombinant human a2b-type interferon (IFN-aZb) expressed in E. coli was
purified to >>95% homogeneity through affinity chromatography on Sepharose 4B cou-
pled with anti-IFN-22a monoclonal antibody. The purified protein, with a specific an-
“tiviral activity of 2. 54 X 10° IU/mg protein, appeared as a single band on the SDS-PAGE
electrophoretogram and a single peak on the HPLC chromatogram. The N- terminal 25
amino-acid sequence of recombinant IFN-a2b was determined on Applied Biosystems
477A protein/peptide sequencer and was shown to be correct. The purified profein was
found to be heterogenous, comprising two sequences which differ merely by the initiat-
ing Met 70% of Met-plus speicies and 30% of Met-minus species.

Key words . IFN-a2b, protein purification, N-terminal sequence analysis
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