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ERTELARSRENFRACTIZHRE
IHOE R F Ok EEE #ah HRY

(REBEEEMRATRF KEF  130062)

X4iE #E TR HBsAg, 8L TZ, /4 Ii#, DNA
ST Q780 IR A 0 X HES  1000-3061(1999)02-0263-66

EEHTHRZAFRERERFE(-HBsAg) RBEZMA S MR CHO £ 4 HEBW, £ Hibi &
EETRZIFEY. BWEERL, 3 CHO HHEFR TS UM o HBsAg Sk TEEERAZ S
BEWMEEHEAR, MERA, CHO £ rHBsAg W AMBEF MR K, Bk, By Sl . HkE.H
WiE BelEnaii THEE X, &3 rHBsAg RS, MIIRAT £ AR, QSR
BER BELER EEFER, SREAS, ENNAN 2 BEETEH#TRHEVHEM EXBEYT
—EFHLY., ORI P oA LR AEON DNA MK F R &5 B R
FT AW, CUSR S LB AR RB{E T 2858, SSOURIE e b iy B 51 SR B AL st
HIEEH,

1 H#fP

1.1 HH

1.1.1 CHO-C28 #iHd. th Z fF#i 8 S B EEH#ILA CHO TRAM B, H ik r HBsAg BFRIAH MM
%, i P B E R B R B R AR,

1.1.2 CHO M FH M. XA T 5% /ME MK DMEM 32383, A A 49 505 85 35 5% CHO B, DU
EONEERARREER DR,

1.1.3 & F/H4t 7 : Butyl S Sepharose 6 Fast Flow, Sephadex G-25, DEAE Sepharose Fast Flow, Sepharose
4 Fast Flow ¥ 033 Pharmacia LKB 2+ 7] 7=, 100kD #FLAB 38 Bi % Millipore 2t 8] 7= i, r-HBsAg R4
L& (RPHA)IAF & i DETEE S MHAMEHBE, HELP4RBBEMSHES 5,

1.2 F#%

1.2.1 EFRERBEBOERSEM4]3#T. 2R HARKERAERTFHERHIC), HE 7%k
HEHHEAREC), SR BN AR(GFC), ¥ LB% CM(5].

1.2.2 DEMERS R BRSNS AT 50 ng/dose{ WHO criterion). 7 4% H1 Ml DNA. & ¥
FrEt®7 M F 100 pg/dose( WHO criterion) . -HBsAg S84 : X AL(OH), fE S SEAE M, S BBt
Balb/c /INBL, % A e 3 3 5 I 34444 (- HBs) , 3 EDso F1 58 87 89 A8 X280 H O S i) & O (6 3R
WiITREHH).

2 ERER

2.1 3P TEREBrmIr
73 r-HBsAg /ML T 2 M BB R, = o fo-p E ST ERHBx v H BT, I & Pharmacia 2 5]

W RE T R9:1997-12-15, 53 B #1:1999-01-25,
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S HREHT 28/ MRALETE, RS EH BHBITENRA4LTE, FRIFGEHTZH
BT,
T PSR 2 R 4 M 7 M — (INH, ),SO, 347~ KBr Bl —=1 ¥ KBr # S48 8F 3.0 —~2 W KBr 2 ¥ 88
El L@~ BRI e BN 7
0 EERCERMRARE~BUKERARERT (B HE TR BB~ 88—~ ER i 2 e
I« 2 4 T B A PN P 85— 0 7K L A 2 4 — (IR R ) K Br 8 7 B0 BE 5. L—'ﬁiﬁ—-&&ﬁiﬁfﬁlﬁ
2.2 3L T E AL HBsAg

KA 3 ey TEALR —H#t CHO M M5 3 Wi, 1 HBsAg W8 % 1:128, S #rali{L T 2464k S0L
HRUTRNH,. ERIFTEETEESROBROERE 3IRTREHERIR 1,

¥ B3 RR{LTEN HBsAg B

TER A il B #H#/mL HBsAg/mg HBsAg W&/ % WK/ %

MR R I A 50000 60.0 100
1 (NH,),S0, #h#7 1000 55.2 92 8
LW KBr 8% 230 48.0 80 12
6d 2 KBr @i my 210 43.8 73 7
GFC 280 37.26 62.1 11

i 40 1 1 3 I 50000 60.0 100
HIC 10000 48.72 81.2 19
4d IEC 18000 30.0 50 3
GFC 200 21.90 36.5 13.5

i o0 B 3% 3% LK 50000 60.0 100
HIC 10000 48.0 80 20
4d KBr & 260 38.4 64 16
GFC 220 28.68 47.8 16.2
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Elution volume/L Fraction number

Bl BAKEAEREER B2 RER R
1.Process I ; 2.Process I ; 3. Process m

TEIMHICHHERE 1,3 B I M GFC Bi% LHE 2,

MEFELITR . TH ] HBsAg KM EE®, ¥ 62.1% MILLMKZ, H47.8%, T 1 Wk EHME,
}36.5%. WA{LRIME, TZ I AAMBRKASHBEX, E6d, LXTAHEEER, BT 44,
ITEMZETLZIMTLZNMMEAAR, HEHRPARE 4, B T 1R 7 HBsAg MK IKE,

M3 AL T2 A Bk W HBsAg IRKE, IEC —HMERKA, 7 31%, KR HIC X 20% %
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HEEASRKENRA HE 10%EH, RIABHRLT 2 3 4 5
LHFGFC—4REABERTLEIMIENFHMGFC — = :
£, 516%(%€1). AE2AUEH 3P TEZHGFCEHEHE @
WABCINTEAY., M TEAEGFCARCKATTEOR,
ESPKEBER) EENARK, £ GFC B (HBsAg ¥ R &EH
H)F GFC C WM TH I MRIE IR ) B2 FBK. ‘“
2.3 & HBsAg EWIBIES T 1 ,

B3 AT 28 HBsAg iR, HOHEFNRES R
Hot, R EHS SDSPAGE Btk EHEH 23 kD, .
27kD, 30kD, 45kD{ Bk E#H R E 3). TZ 1, 0, DL
HBsAg £ Bf 2 PAGE Sk 1 HPLC B 047, 4+ 5% 95%, M3 rHBsAg B SDS-PAGE ik M il
99%,97%, 3 L & 8k i 49 HBsAg PLIF # 17 W B j5 10 1 Marker; 2.r-HBsAg sample; 3. The final
pe/mL, SR N LR, KA A AT 1, B4 WHO MR product of rHBsAg from process 1 ¢
. 4. Process [l ;5. Process Il

®2 FREWHRED.NFDR.DNA FHrER

HBsAg AN I i DNA
T# k% BEH/mg /g 2R /(ne/ 104g) / (ol 108)

1 WEEEFRER 77794 60.0 1 100 >3200

(NH,),S0, s#7 7088 55.2 10 >100 > 1600

1 X KBr 8 282 48.0 221 >100 >800

1 2XKKBr#E 194 43.8 293 =80 =200
GFC 40 37.26 1208 =10 =50

IR R 77794 60.0 1 >100 >3200

I HIC 1750 48.72 36 >50 =100
IEC 40 30.0 972 >50 =25

GFC 23 21.9 1235 =6.5 =6.25

n GFC — — =13 =12.5

HIZIL, 0, N&EASBREBRREARDFME DNAKKFHT TR, HRE
8,3 ATt 5 HBsAg X SR A/ EMEG S K (<50ng/10:g BA), HeP, TZ 0 XHHB
vEE LTS B LR, 4 ) HBsAg RIS /MEMLE 6.5ng/10pe BE, T LE I L M4, 42§15 10ng/
10pg BAM 13ng/10pg EH. T CHOAREFRBEPREOIH EERSEDFIH, AR EEET
ELERRNFMBHAKTEAT ZRANDBRECOES.

B DNAZE HBsAg P9 S B & (<100pg/10pg EH). TER, TEM, TE 1 L/
HBsAg® DNA 72 B4 %1% 6.25pe/ 10pg TH, 12. 5pg/ 10pg B, S0pe/ 10pg EH. BTN <ITET
<T¥%#1.

RIat, %4 3 AT E b4 i HBsAg YRR T 007, T2 1 8ik# HBsAg WER Y. THERK
HARHAEEELTEH RS, TEL. TXLINERE —SRE, ARET S0, XAk Em
HBsAg AR E, ARG, SRBRRE A EFEARS, T4, BRP A BRIAKE,

3 i #®
3PEETEHARSET . TZ I RANFERERAAER, S 4E S BIERIEREQR S
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FR.EE AR AR RSB, £ B EOZIMNERBD, BT HBsAg WER, 1K
WoRBE. BT SBuibEiE, BakBER BR ALY I E, ML E HBsAg &7~
ROFERHESK BESE DNABRBRSEERGE L BETIZL, T2 %21 HBsAe 87 .

ITE0ERARERHHEEREAR, L HIC, IEC, GFC ZAH: B H R X80, ik 5 # HBsAg 4l
ERE. £ Brss g, E2. AT HICHRM IECERAMMEARMNGH . KE
HEW, e EEFLYFTEARMERMNESH, 4B RERIRE, HFTHRES
B BS, BN NSRECHE, BRPLHLRTLERFEORE, XRIZ 1 HBsAg fE &I
EFAEMEERR, AHE ECHERRERER.

BEFX— 8. BNE4TILIATEILI WRUKB- SESEHABROERIEC, 52 HMMLIEE
B AL Sephadex G-25 Bish b3, @ T —RMWAE T EMRN T 2N, IRHGETELES T 5L
FRMFENEEERMHEYE, RBTHEENFH R, H HBsAg BRFERIZ I HELE TIRES, MR
M T ] A THS, A8 TR, SR AxibRES, SN E N, H58 HBsAg HRAEHRE
BRI TZIATRABREMES.
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Study on Purification Process of Recombinant HBsAg

Wang Yan Wang Qun Luc Xuan Guan Guifan Wei Zili Yan Kunming
( Changchun Institute of Biological Products, Changchun 130062}

Abstract Recombinant HBsAg was excreted and secreted in culturing mammalian cell transferred
with hepatitis B virus S protein gene. We have applied and studied two kinds of purification processes
to purify r-HBsAg from cell culture supernatant. At the base of it, considering the physicochemical
properties of r-HBsAg, we devised and created the third purification process and brought better re-
sult. The result showed that the final HBsAg products from three purification processes attained the
criteria regulated by WHO in purity and immunity. The operating condition and applying measure of
three processes were certain, while the free level of impurities and residual cellular DNA in various
steps were analyzed and compared. These research indicated the character of each purification porce-

dure and realized the purpose of adopting purification process based on the feature of target protein.
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