— 1064 — Chin J Pharm Anal 2011 31( 6)

ELISA

ok
( 100050)
: ELISA . :
ELISA 3355-
( TMB) SOFT MAX
: ELISA 0.5~40.5 ng * mL™' ty=(A-D) /
1+(X/C) * +D #*=0.99; 15% 20% 80% ~120% ;
. . 1 ( CNTF)
CNTF( 100 pg) 0.5 ngo : .
- ELISA; ; ; ;
:R917 TA 10254 —1793(2011) 06 — 1064 —03

Determination of residual kanamycin in ciliary
neurotrophic factor ( CNTF) by ELISA

WANG Lan BI Hua RAO Chun - ming o

( Division of Biopharmaceuticals National Institute for the Control of Pharmaceutical and Biological Products Beijing 100050 China)

Abstract Objective: To establish ELISA method for determination of residual kanamycin for the quality control of
recombinant products. Method: Using indirect competitive ELISA residual kanamycin in the test sample can com—
pete with pre — coated antigen in the microplate for antibody specific for kanamycin. An enzyme — linked antibody
specific for kanamycin was added to the wells then a substrate solution was added to the wells and color developed
in negative proportion to the amount of residual kanamycin. The results were read using microplate reader and ana-
lyzed using SOFT MAX software. Results: The ELISA method for residual kanamycin had good linearity ( > =0. 99)
in the concentration range of 0.5 —40. 5 ng * mL~" and complied with the 4 — parameter equation:y =( A = D) /

1 +(X/C)"® +D. The relative standard devation for intraprecision studies was less than 15% and for interpreci—
sion studies less than 20% . Mean recoveries ranged between 80% and 120% . This method did not have the cross -
reactivity with gentamicin tetracycline hydrochloride streptomycin and ampicillin. The method was used for determi—
nation of residual kanamycin in one batch of CNTF bulk. The results indicated that the kanamycin content was less
than 0. 5 ng per dose ( 100 wg) . Conclusion: The method is sensitive convenient and quick and can be used for
determination of residual kanamycin in recombinant products.
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Tab 1 Kanamycin content precision and recovery in CNTF
(content of kanamycin) /ng * mL !
( sample) ( times) x =SD(RSD %) mean sb RSD/% (recovery) /%
CNTF 1 0. 185 £0. 093( 50. 3) 0.116 0. 064 55.3 /
2 0.059 £0.007( 11.9)
3 0.103 £0. 043(41.7)
(added 40 ng *+ mL 1) 1 35.788 +0.870( 2. 4) 40. 672 6.673 16. 4 101.7
2 48.275 +6.049( 12. 5)
3 37.953 +4.182( 11.0)
(added 30 ng * mL 1) 1 28.159 £0.971(3.5) 31. 568 2.959 9.4 105.2
2 33.472 +3.347(10.0)
3 33.073 £3. 441( 10. 4)
(added 20 ng * mL 1) 1 18. 687 +1.479(7.9) 21.244 2.226 10.5 106. 2
2 22.289 +1.435(6. 4)
3 22.755 +1.318(5. 8)
(added 10 ng * mL 1) 1 10.218 +1. 151( 11. 3) 10. 699 1.743 16.3 107.0
2 12. 632 +1.768( 14. 0)
3 9.248 +0.207( 2. 2)
(added 0.75 ng * mL 1) 1 0.811 £0.037(4.5) 0.752 0. 066 8.8 100. 3
2 0.766 0. 059( 7. 7)
3 0.681 0. 080( 11.7)
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