TEAMZYZGE 2016 4E55 4 ) B 36 % AR

RIAESE PCRZEMEETAANFIKLE o2b
BEi#dhiE £ DNA B95% 8

RE, ANA, U8, BX

(1. REFTHRBEIRAT ALF, RE 30007052, RF4e 8 2 TRA RG], RE 300457)

[HBE] BN B LEAATHE o2b BRFHEEDNA KRG ENE O 7 EFAATRIE, AT RS BN REEH, HE A&
it wako DNA £ BUR | & # BT 30 K & 4+ 89 £ 7 1 DNA, 5 F| H| SYBRGreen % £} 3% 3 # & o A7 DNA #£47 % & PCR U = , AR
AT v b 2 A B P Y DNA 7% 8 B 7. AT B SN 7 sk HEAT 51 A4 R M DL R4 RO M A i M B B0 E , R B XA ML AR R Y 3 4
THERBFWAYDNAN E, R ZFEARNBREREELE Y DNA B ZKEH € E R E T 12 fgy/pl, DNA 4 E#&
12 fg/pL ~ 120 ng/pL 35 B 79 & M B 4T AR dh & B 40 X £ 30 r =0.998; wako DNA #2 BUK 7| & 32 BUF [ & oy A A7 B b B 0 3 78
50% ~200% 3 Bl /5% 7 B 3 44k R KM DNA & B4R TARERE, A6 (4 B 2 38) = 46 2010 4 jifn 2015 4F i %
TEREBHFELAATHRE 2b Bk FHEDNA G EWMER, G wako DNA REK Al e R TR E R M PR WA E
WA K, 5% EPCR AL AHGEME Rk VERH TR ER K F A G DNA B E,

[XEIA] wako DNA £ BK | & ; KL% & PCRy R 2 M ; T 48 % ;DNA 29 ; R B &5 4
[FES2ES] RI17 [CHtFRINAS] A [DOI]  10.3969/j. issn. 1005-1678. 2016. 04. 61

Determination of residual host cell DNA in recombinant human interferon
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[ Abstract] Objective To develop and verify a method for determination of residual host cell DNA in recombinant human interferon o2b
substances, which is used for the quality control of the product. Methods The residual host cell DNA was extracted by wako DNA extractor kit and
determined by SYBRGreen based q-PCR using standard DNA as control. The residual host cell DNA was analyzed according to the standard curve. The
developed method was verified by primer specifity, results accuracy and precision and used for determination of 3 batches of interferon substances.
Results The minimum quantitative limit of residual host cell DNA by the developed method was 12 fg/uL, while the linear range was 12 fg/uL-120 ng/
pL, with a correlation coefficient (r) of 0. 998. The designed primers were specific to the DNA templates. The recovery rates of spiked samples with
different DNA quantity were between 50% 200% . The residual host cell DNA determined by this method were not more than the limit, which were
complied with the requirements for residual host cell DNA in Chinese Pharmacopeia ( volume 11,2010 edition and 2015 edition). Conclusion The wako
DNA extractor kit could successfully solved the technical difficulties of sample pretreatment during residual DNA assay. The q-PCR method was simple,
rapid and accurate for quantitation of residual host cell DNA in interferon substances.
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Fig. 1 Standard curve of pseudomonas genome DNA
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Fig. 2 Analysis of melt curve
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Tab. 1  The recovery of interferon stock solution of adding

different amount of samples

Wi . SN FcE  PHENCE  ASRRECCY
(pp)  WEVEC (%) (%) (%)
1200 1 1894. 1 157. 7% 146. 1% 7. 1%
2 1656. 1 138. 0%
3 1710.0 142. 5%

120 1 135.1 111.3% 107. 1% 3.5%
2 125. 1 104. 2%
3 126.7 105. 6%

12 1 12. 4 90. 7% 97.6% 6.5%
2 11.9 99. 1%
3 12. 4 103. 0%
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Tab. 2 Determination of residual host cell DNA content in

interferon stock solution

Eilne2 5% F8 DNA %t (pg/iilit) CV(% )
BD150102 0.3 6.5
BD150201 0.2 5.2
BD150202 0.3 8.2
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