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Quality control methods and requirements for recombinant
human lymphocyte function
associated antigen 3 IgG1 fusion protein ( rhLFA3-IgG1)

GAO Kai , HAN Chun-me1 , DING Y ou-xue' , HOU Sheng2 , RAO Chun-m ing1 , WANG Jun-zhi’

(1. National Institute for the Control of Phanmaceutical and Biological Products, Beijing 100050, China;
2. Institute of Cancer Research, Second Military Medical University, Shanghai 200433, China)

Abstract: To establish methods and requirements for quality control of thLFA3-IgGl, biological
potency of thLFA3-IgGl was detemined by CD2 molecule competitive binding assay on Jurkat cell
surface. Purity of hLFA3-IgGl was analyzed by SEC-HPLC and IEC-HPLC. Peptide mapping was
prefomed by tryptic digestion and RP-HPLC after sample reduced and carthoxymethylation by DTT and
indoacetic acid, mspectively. CHO host cell protein and Protein A rsidual were detected by ELISA
separately. The quality control methods and requirements, such as biological potency, the physical-
chemical characteristic of thLFA3-IgGl had been established. The methods and rquirements for quality
control of thLFA3-IgGl showed advantages of assuring the products safety and efficacy, which can be used
for routine quality control of thLFA3-IgGl .

Key words: recombinant human lymphocyte function associated antigen 3 IgGl fusion protein
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mmol* L' Na,HPO,* 12H,0, 1% , pH 7.0;

B : 60 mmol® L' NaH,PO,* H,O, 140
mmol* L' Na,HPO,* 12H,0, 1.0 mol® L' NaCl,

1% ,pH 7.0; A ,
:0~20 min, B: 0 ~100% ;21 ~30 min, B:100% ;
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Figure 1  Juikat cell competitive binding curve of

thLFA3-IgGl against mAb CD2-FITC
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Table 1 Requirments for quality control of thLFA3-1gGl bulk ( batch No. 20031101)

Subject Method Specification Result
Identity Western blot ( antiCD58, anti IgG) Positive Pass
Protein content/mge® mL~ ! UV spectrophotome try >17.5 16.9
Relative activity ( compared to reference, % ) Competitive jutkat cell binding assay 70 - 150 114
Purity /% Reduced SDS-PAGE 292.0 98.2

SEC-HPLC 298.0 99.5
[EC-HPLC 298.0 99.9
Molecular weight( kD) Reduced SDS-PAGE 46.0 - 56.0 49.3
Ultraviolet Spectroscopy /nm UV scan 277 - 283 280
Isoelectic point Isoelectrofocusing Confomed to reference Pass
Peptide Map Tryptic digestion/RP-HPLC Confomed to reference Pass
N-Acetylneuram inic acid Resorcin assay 70 - 130 95
Host cell DNA residual/pg* dose™' Dot hybridization <100 Pass
Host cell protein residual/% ELISA <0.1 Pass
Protein A residual/% Residual <0.02 Pass
Endotoxin/EU* mg™' LAL <2 Pass
N-Tem inal am ino acid sequence Edman degradation Correspondence versus theortical FSQQIYGVVYGXVTF
. T CD2 . )
, hLFA3-IgGl FITC (DTT)
CD2 , , ,
« g” , ,
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