& ¥ T 8 ¥ | 10Q1).50—55,1994
Chinese Journal of Biotechnology
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% | EETBRBAY THREERCWRMEGHT HPLC 447, BRI C Rk k. SHES
¥ (CE) B BMFFE B H R — SR M, B C WA [b%, AR —, 511 Lys-
125, Lys-128 1 Lys-130 %7K, B WISH/VSV ZE&ME EHEHEH NN, HEREY X
10'TU/mg, JRBHE C $iksk 1318 MEEBREN IR BWITE, R30EITR T C RETH
IR BE IR A ,

SH BEIRYTRE, CHMAN, kif, BHEFALH

Y THRERPMA WS —RTEBEFTED. EHEBEYEERAURIGEEH T RE
PERTAMBETHMERIAREY. HEETRERGXHFEFREEIREA
YTHREEENERBRI. Mt L BNl 143 MEERBREHER, 5 TEN 16 775Da,
JiA LR FHE K C I 1—18 MEERRE. HENS AR T L L, (E Kung
HACHIEER K 15 ME BB REN, WE TR . Luk S A HEHE 21 MEER
BRER, HHUWBEMILAMREREEM S BITRE 2 50 3 6%, Bk C Rk SimhM%
EMR—NEPUNRE, '

AHHARARRRE - THRE, H HPLC RABREHEATEEAT, HFHTRE dk
(CE) ZEAB/SKFI M FEFEHTHITNE, SREHERNTEA Y TREY
C W ERAH—H, S51F %18, 15, 18 MEEBME, A WISH/VSY Z4HREH
PR BT, OIS 2. 78X 107—3. 22X 10°IU /mg, BLHIH C S R g i,

1 M5 %

11 EEIEAY FRENHESEL

WH T FREEHEM A2 FR pBV220 # Rk 8 DHS« 3, 2 BBRNERN
TBEH, SRENR, SEREURQEE, ERTREFMULE, K5HEES
IR GESAL , T A HF 9T R R B A LAY B TR Y 4R 9202, 9203 Fl 9204 .

AUE “863" HrUFEHWHRIME.
* WiRmE A,
FXTF 19524 6 H 17 HWE,
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1.2 4y iEdNERZ

g Yy FRENFRZES, H WISH@M/VSV &4, A B4 NIH RAMHSEH
M E RSB ERRM dU).
1.3 SDS-PAGE &k

SDSREEN 0. 1%, S EBEMREE R 15 M PTRRIE, WRABIE N 4. S A MBI, ke
Spg, FE 40—120V 853k 5 /RS FI4R Je s . 0 B I 2 045 e £ /5 A 08 e 7 A 0 CS-910 LBk
K#E BN E#T.
1.4 FRARIETBRE ,

Y FH K 300ul (£0 100pg) FIEAEEE RP-300 ik, W Y THREE, SETH, &
BT 70 HERF, b 200ug BALE (2umol) AR, IR 24—48 B, IIABALK
1ml 4, BHEHT, FEEK.
1.5 BiEEH
' £, i#%{% ; Beckman System Gold; ¥ : RP-300 (Aquapore 30mmX 2. Imm}; W Eh4H
# A: 0.1% TFA, B: 0.085% TFA/ACN; #8: 0—50% B, 50 4+4f, 220nm iy
0. 1AUFS, -

BEBE 63 {Y . LKB HPLC %% ; &. TSK G2000SW 300mm X 7. 5mm; %214
20mmol/L BEESE A ; 0. 3mol/L NaCl, pH7.5 280nm 42 ; 0. 04AUFS
1.6 EHEHKEG

BTN ABI AR 270 A BY; HIIkFR{F. 100mmol /L BERE-10mmol /L FALET
bR, pH2.5; 20kV, 40pA, 304+4F, 214nm #24E, 0. 005AUFS..
1.7 EBRFFIRE

Applied Biosystems Inc. 477A/120A WUAHIK " E B BFFL, EFEERTFRE.

2 & £

1

2.1 FRMEERSTRMNE

RA# HPLC (& 1) fISE B 3 HPLC (B 2) B4 R R ™ & 9 — By, SDS-PAGE
Bk EH 3 H PR RS ER 90U L, BT 0.88% , HAFEAY 14. 8kDa
(FD, ‘

F* 1 SDS-PAGE W HliFER .
Table 1 Determination of purity by SDS-PAGE

Basch Non-reduced electrophoresis Reduced electrophoresis Melecular weight
) %) . ’ (%) (kDa}
Monomer Demer Total Monomer Demer Totat
9202 99. 52 - 0. 88 99.99 99- 34 0.15 . 99.99 14.8
9203 99.70 0.2 99. 99 98.93 0. 62 99: §5 15.1
920‘; . 99. 40 0.59 99. 9% 99. 44 0. 16 99. 60 14. 6
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B 1 -IFN 8§ HPLC RAHGB A o E2 BERAHE
Fig.1 RP-HPLC pattern of ¥-IFN Fig.2  Gel permeation chromatography of 7-IFN

2.2 &HIEERILEE
O SHALERTEAY FRENES S EANN LBEE, tt?ﬁl’i%zz 78X 10'—
3. 22X 10°1U/mg Ziﬁl, W ENSEE E#ER—8 Gt 2).

¥ IPRMIGELSE. HOROHTHE

Table 2 Protein amount, titer and specific activity in three samples

- ~ Protein amount Titer Specific activity
Batch
) (pg/ml) (X 1071U/ml) (X 107TU/mg)
9202 404 1.3 3.22
9203 464 1.3 2.78
9204 368 S 3.01
2.3 BRiEDF

BB RIS Y TR ER R L 100pmol /ul, 47 HPLC 4447, SRMAE 3
JiR . BUBA M SERE R BN FES B HZH Cnl, Cnl, Cnl, CaNFICaV,
2.4 NBEREREERFIGOMN

M HPLC BB, 2% %MmTE ABI 477A/120A EHBRF I _L#TFS
S, R .
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Cnl Cn-1  Ala-Glu-Leu...  (No.118—134)
Cn- 1 Asn--Va‘l-Lyf, o (No. 78—117)
Cn-I Asn—Val—Lys{: . (No. 78—117)
Cn-N Met-Glu-Asp... No, —1—45)
Glu-Ser-Glu... =~ (No. 46—77)
I Cn-V Met-Glu-Asp-Pro...(No. —1—45)

Cn-15Cn-Ef) N ¥ RMEMP, CaN
B —A Bk Co- V L RHFRA, TREMNEN
F—Bhk, BT Met TERLEBBE, WMo H
: BELERE, BARTERHLERNE, AW
Con |} Cav 1 BB Kt B R IR T R ARRE E R4 5k, o
' %3 No. 135—143 JLlk, A3 C MBkSk.
2.5 EHEBK (CE) 447
MWHPLC M ER&E, £ FHTIER
: EHERESN . EFRME 4R .CaNECE
Cnl ” FREANE, X5 477A/120A F N BT
A Jemn N HE—H. WMTBEE AR SRR A A
| FHAEFEHTRE, EAFREIHE LT
3 V-IFN f5 CNBr R -tiBkisE PR, |
Fig-3 Peptide mapping of V-IFN Cn I #F HPLC L 23 A —, W CE
after CNBr cleavage R B E LA (E 5), Cn 1 7 477A/
120A BAEBREH RPN LA N Wl EE R BR BN — N %G, #30 Ca T R
—HETRER CHSERFMFHM. '

I 5 CnlfyCE4#
Fig.5 CE pattern of Cn I

2.6 CHBAH—MMHEE
_ " % T Cn 1 78 CE [H EA—, Il N %
B, ROPFXERES (3nmols) #H—

Bl 4 CnN# CE4H4F AT Cnl REN2WEERBRET
Fig.4 CE pattern of Cnl F, EBERA.
120 \ \ 1304
Ala-Glu-Leu-Ser-Pro-Ala-Ala-Lys - Thr-Gly-Lys - Arg-Lys - (Arg)...
3089 1985 1179 2%pmols

ALY C 3 % Lys-130 251k, Wi 7E No-125, No-128 LA # B, £ HAN 1/3, X
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5CE#R (&5 W,
3 i #®

HEERLEX Y FRE CRRESAYEHOXRAEREMRES, RITWEH
SERERCHEE 1318 MEERBE, W EYiEHFTHER W, BATRMN%REEE
THE 1—125, 1—128, 1130 RO FHAZTEHNEETEAN Y FHE (1-—143)
et —E R HE., HRELEEERD—MEHKT, WREEP—-BrEEEr, ¥
SHES RN LI TR, B b 5 fy 34 RO FEHTY Luk FA®
IHFBINAZTRERRBIS CH AR LTHNERA, %E M g I B LAY . Luk
WARE CHARDEFLE, AEMEREEEN.

Y THER 4 4 Met, E M CNBr RMRIIENH 5 N8, F A HPLC BRiwsia 5
A, {BHE—5 BB RIS T B, AUGESE 5 MRS MBS RS, TEER
— BRI b FRASH C RAE—, RO FRBIEN AR MR7E cDNA
EETEY. B CHEAH—HRRAGHFERN. ﬂ%ﬁ%%TEEEﬁvmﬂ:ﬁTﬁﬁ
TEETEMRNERE,

Rose F*AREE TEAY TRE CHMMEE, TR T ABAE FHWEEOE
BN, EXMEERMZES, RIVEEEAEHEABH - ETERE Lys- X Ik
@t EEEFIRPINA—LETE S BEMH I, B0 Tosyl L}lrsyl Chloro-methyl Keteone
(TLCK) fil Phenylmethyl-sulforyl fiuride (PMSF) ¥-&HH| FTHH XA EOBMNER.
X FHEAWBHTHR, LEES Endoproteinase Lys-C* PR RFMHE € —H:., t
B LR AR,

£ F X M
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Analysis on Function and Structure of C Terminus
of the Recombinant Human Y-Interferon

Wang Haibo Xu Laigen Wu Gaode Xia Qichang
(Shanghai Institute of Biochemistry, Academia Sinica, Shanghai 200031)

Ying Guoguang Wang Xingjuan Tong Kuitang
CMinistry of Public Health, Shanghai Institute of Biclogical Productss Shanghai 200062)

Abstract The recombinant human Y-interferon has high biological activity and its N
terminus is intact. The C terminal residues predicted from the DNA sequence were deter-
_ mined by analyzing and sequencing the peptides after CNBr cleavage. All fragments sep-
arated from the RP-HPLC were analyzed by capillary electrophoresis and s;equenced by
Edman degradation. It is found that the C terminus of the recombinant’ human Y-interfer-
on was lost and heterogeneous.  The clips oceur at Lys 125, Lys-128 and Lys- 130. The

possible reason of C terminal heterogeneity of Y-interferon was also disscused.

Key words 7-Interferon, C terminal analysis, peptide mapping, protein sequencing
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