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Detection of residual host cell DNA in insulin detemir substances by Real-time
PCR

ZHANG Jing, ZHOU Chao-dong, HUANG Zhe-su
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Abstract: Objective To establish a Real-time PCR method for quantitative detection of Saccharomyces cerevisiae nucleotide
residues in insulin detemir substances, to control the quality of insulin detemir substances. Methods The 5S ribosomal RNA gene of
Saccharomyces cerevisiae was used as target gene to design primer, and the residual host cell DNA was extracted and determined by
SYBRGreen based g-PCR. The residual host cell DNA was analyzed according to the standard curve. The developed method was
verified and used for determination of 3 batches of insulin detemir substances. Results The calibration curve was linear over the range
of 0.18 — 180 000 ng/mL, the correlation coefficient r* was 0.998 5, and the recovery rates of spiked samples with different DNA
quantity were between 80.0% — 106.3%. The residual host cell DNA determined by this method was not more than the limit, which
was adopted by imported drug registration standards. Conclusion The method can be used for the quantitative determination of
Saccharomyces cerevisiae nucleotide residues in insulin detemir substances.
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BRI IR, ST AR UL R AR, L
AR 43 66 FE TN e VR B AN AR R, RN
180 ng/uL, 4iJF Ago/Asso N 1.92. HL PCR F/K¥
PREFEN AL DNA % 10 586 AT RRe, WRE N
0.018~18 000 ng/mL, 3t 7 MK s
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NF], 2XPower SYBRGreen Master Mix ) EH & [H
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Fig. 1 Analysis of melt curve
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Table 1 Determination of residual host cell DNA in insulin

detemir (n = 3)

5 ¥4 DNA /(ng #I1&™7) RSD/%
HL1DHP271 0.08 18.3
HL1DHP272 0.09 17.6
HL1DHP273 0.15 9.6
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PCR J£{F 15 1= DNA 5% B RIFRAER TG 777E1, 4]
E T KB T EAG RN SE4E0 R (CHO) il &
(2T = R R B 5 . DNA BV E A58 77
%, Real-time PCR ] 5. /& A< K5k B 75 3= DNA %
il A e . A AR b 0 AR 7 T A R
TR REETE T 5, XTERIN I RETR B DNA (PRI
IVEEIF P ST
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Jil 5 22 J5URHP) DNA BR B Sz /N T 1 ng/77) & 1) R B
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W ORREFEDOHE E P AE R, B/ e] DU SRt
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SIS E R . 15355 DNA J& THlE 440,
Gy S AT, KRR R R B AT Y
RIL PCR MLt 4ih]. A<CRH] T wako DNA
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