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A Colorimetric Method to Assay Biological Activity of
Recombinant Human IFN-y
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Abstract: The colerimetric method has been well developed to detect the sensitivity of most antiproliferative drugs with
the advantages of objectivity and accuracy. Many parameters including the dosage and the absorbance of crystalline vio-
let, the extraction time of the solvent, plate effect and marginal effect were investigated, then the optimized method was

applied further to measure the biological activity during the refolding of recombinant human TFN-¥ inclusion hodies.
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BUWETE. A THREREARE,. RE. RS, EEEYFSS, BREW EN
HTMETIRRIENMEYET L —. LTRSS EHNE BB, WERsk
PHER T, FRTRBANSEREMNELA v THERINE AR,

1 HEE5NE

1.1 FEiLH

Eagle's RIKFREE FE Fr B (MEM): MEM 83K (Gibeo AHEIF=5) 3 F IL WE K,
0.22pm WMAFLBEI SEBRE, /3B T 4CHRF. HARTMALZ S6°C/K i 30min Kk B/
g (HEFEPTEMHAGRAFMM), U (FEEXMEEEE 250 B4i/mL),
H NaHCO, ¥ pH £ 7.2~ 7.4, '

MM : 1% BEEE (Difco) Sml, 1%/ (Versene) 2mL, FR S MEEN
PBS (pH=7.2) EAZE 100mL,

BRI S5R%0.5% (wiv), NaCl0.85% (wiv), ZEES0% (viv), HEE3%
(viv), ZIBK4T%., PEW. L _REHEES0%, /K 0%,
1.2 FE{EE

AtRiX MR550 &) (3£ E Bio-Rad 22 R/ a8 ) o
1.3 NNEARSHEHRE

AFERM Wish BRAZKHRME D RpE (VSV) Bl LR _—ERACFER,
1.4 #RAS

FRE «AFHES 100 FHBAEG, BH 120 Wik, B EEE _FEEKEEMN,

2 XRAZE

2.1 Wish R RY1E 3%

HL B (R A7 F-80°C ¥ Wish ZEHUER, 37C/KIGMEST, 1,000 t/min B.0> Smin, ¥ b
; DIERE 10%/MEME K MEM 5B, BEMAMIERE, MAEREFEE
T&5%C0, M 37CHEFRMN, 82~ 3dMHH—K, TREBRAKSINE.

2.2 VSV 5RE"

AE10% /M EMF K MEM B350 1. 200 BB VeV, BEMTAERBRHHARE
Wish AP HITIRA, BEZHAMBTEL 75% ~ 100% 8, B EHEHFF-20CUTF,
WHIRH, REFM2~3K, FHEREKT, 3,000 /min 5.0 20min, WELE. B
EERAREME, HT-0CUT, EMNEHETFRES.

2.3 VSV EMARE

A 24h B BRI FEOL BAERA TR E B EE N 1 D TCID,, MHREERE
LA 10 f51E AR BN (TCIDg/mL) .

2.4 #i CPE REZ"

# (PEEYRSAE) (—F) PERRE Wish i/ vsV R EZ#IE, BIETH
EXT Wish HMRARIME, BEAMAREI AR IEIE S KT BRI RA R ER (E P 7.
AEEFREM, (Lot 03/94) AHErEH UHE.

2.5 ERELENTZEY
L5 AR L (AN E B B TS AR TV RT3 o T B A R R R T R R M A
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W, FETAIHIMILE R, XBERERNNREE SEMARBERIEL, fg
(DNA) B it frty 2 048 U] g HUIS AR IR, BT A T AR 408 38 B ok B 0 1 15 0 34 W 35 440
M0, BB EREK K (0D) RHEEMMAGEEY

A RIFH B Wish & 109 /N 1M1 55 B MEM 55 2% i B i ARk BE 240 5
x 10° 4~ /mL R, 0F| 96 FLAMMKE IR |, 75u/FL. #EF2~4h )5, BILINA 4 £5
BEBBNTINRRESN 75.L, BREHEHS 8%/ M MiEK EM 5558, 8/ Hdab 4
AL, PA¥E (EP4mAERRE) ffHdE (EmEXTE) MRS AmMFRE, S4m
A5l & 8% /N LTS MEM 55955, 535 20~24h 5, F L, A& 4%/ MmiF
MEM 855 R R0 VSV SE I, 100uL (200TCIDg, ) /L, BATEXTEEFL A 100pLAL
& 4%/NF T MEM 355855, SRJ5 T4% 5% CO, B9 37 CHHAE TS R EFTA ML B
FRBIRE, FLEE, BAMAW0L ZRERK, ZEPE 20mn, FHELE, A
KB RARRE, BTE, SPLMA 100uL MBEREE, WEST AWl
2.6 FHEXMEIHEAES

AL HASE WM ER Reed-Muench ¥t E TR ER (UmL), HUTHE
PR ASE, REFARGHEN (Wml), BiF E8ERHOHE TIRERENT
ERIERENSREREY, MEAPEEMREZRTRENFNREREENE
BEHTIREREMN . BEHENSER:

@ #48 ELISA & 550nm RWE#HITHE

[(OD]lgp = [OD]am - [OD]gmum
[ODlgs = LODlgmmm — [OD]xn;
@ EEMTRRP AT
® HBAARKITE IFN %4
HT 0% 3 5-50%

log, (FESh IFN SGHIAU) gt i +log gegewe (1)

A x N BRRBENBRER, BBENE T 50% 8 a8 o Ut PN 7 &
Ec ’
@ FRATERAERIRIE T bR HE TFN TSR M b E (B 4T TAE B 5 1E

PESH TN ALHY (/L) = SEBRESH TEN T (Umi) x g BN (Uml)

27 BAA Y THREM SEC £H¢

F F Superdex G-75 BEEAH E 4k thulbN-y @#{k, EHE®E 12em, H2 16mm, EH
& Q.5mL, HEE 0.4ml/min, PEMRAE (BIEER H#) 4 50mmol/L Trs-HCl pHB.0 &
3mol/L Urea. 0.15 mol/L NaCl, 10mmol/L EDTA #l 3mmol/L GSH: 0.3mmol/L GSSG. 4
T BARE B IEEE 726,000 Mmin T B0 15min, FELHE, FERBBEEENEN,
50mmol/L Tris-HCI pH8.0 1 4°CIEAT 24h /5, Hi#458,000 r/min &> 15min, % -iF,
Ao.2pm WRBELERE, MERAEARE (mg/ml), EtE (IU/al) RS
(IU/mg) o

3 £R5i

3.1 SGREREMNARRERRE
BEAEIME S SR FAEE, 23A 20, 30, 40, 50 M 60l S ERE, =
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BTFEE 0mn, FEE, HERTRE, TEMETHE, 0~50L HEEE. BEA
b, RRATSE; HENS, DEXSFBRRBRTFHRE, FoEmITRER, S50
R A IE AR SCRR e B, 30uL 46 30min, 40uL Fe 65 20min A SOuL €5 10min )
RAREANY, HlOTR TR MBS 5 R R A B A MERR A
3.2 FRELEOERRE

96 fLARBFLINA 100uL BEHE, 7% BHE T WEAKREARF, TR 10min HEBPR{X
ME A, M. BREUEBERE R, 10mn I, IRCSE LA EHR, HBEREHED
BEEAERT SARESEAHESERE . MEMNE NN A, EAKEE/A, 30mn i
CARERERX (20.2), 30min FHATFE (£0.02), FHLAMTERDMEER
A5, 60min LIS ESGEBFTABA TR, RS MEF B mEAd. Bk, B
£t 30 ~ 60min f5 FBR{GEMREAE
3.3 h&E¥E

A% RIEE TRERNENBERMMTATHE, FHSAABRKLCF
RALFRERAR, SR &AL AR R NERARMNAR. XREAN, WEMERE
SIEFRAHAIRE S 48h, FIEMUERANE, A VSV AL LR R
MEREX (24h B (0D gt [OD]gsn /0.3 ~0.5), TobE A 40 X B inf 2 0 of 1A
BB ([OD])yan 1 [ 0D )gny ZIRIARZE 48h P/ T 0.05),
3.4 FLEWE

EpEE i EEm HERR TR T, T E B EFEN 60 MLFEL G AR AR
AFBHHIFE  HRMBEFTLER, BRZATLIREA . TEEH, AR HER
P, PRIES] (e HE 75) &E, MKMELER, S25HE N FEE. £
LAAHHRARE, YFFAMEARENR, BRBRRENGME b IgE, &
AR EL 3 -4 Fr, ERMHERT.
3.5 ZRERCETRAPSLEN thulFN-y FiE

¥ chulFN-y LA EIS M B, EFFERE 15.6mg/mL, BEFEHENORE
0.191mg/mL, W% [ 0D lygenm =1.076, [ OD ] ygam =0.716, 4 f5B KM BEH thulFN-
y [OD gtz |, HEARERES, RALR (1) BIAHE I halFN-y BTSN
"1449.6U/mL, A% FBIRAER FN-o MW EHE N 83.0Unml, ALK (2) BREH

EE B AR B A7 B 2 2005.8 TU/mL, LIS 10972.8 TW/mg.
&1 Reed-Muench it W IN-y R B2 |

BEE [ODzm [ 0D gy [ 0D gw [ODppre [ OD]gxws BAR%
o ;7 o 17.614 o _C;% B 0 B _72.416 o -_T o 1007
4 1.256 0.540 0 1.518 0 100
4 1.040 0.34 0.036 0.978 0.036 96.4
e 1.022 0.306 0.054 0.654 0.090 87.9
£ 0.923 0.207 0.153 0.348 0.243 58.9

46 0.857 0.141 0.219 0.141 0.462 23.4
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4 S

A LR RMIET TR, EHAARN halFN-y BOURE TSP E MR, %
REERFH . O S EFRBAMARTE 30 ~ S0pL ZRIEE R, M6 SR ER R A
*, HEARERBFEHEGELD . QAN E 30min 5HERE, R HHE T 50
HRFCHRIGLE, MERETERCHEPERBENFE. OF r R XBEH A
iR, FEEEBDEASBAK AL, &1 ME 12 A nmHR R, 86 fE7
FUIGRT X B

Lien MR AT KT oD (R IRAME AR ERE, AT HAZESRMS MR
ARFREIRER . FW, BOTANEESUESERHE R, BiXEEE o6 LR+
BILAMEEMAERE -3, MERFRE PR T RH N H LB RN FE
HOLERES, ARLEL, A LEUNANELERMR, BAOBERE.
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