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Content Determination of Residual Ammonia in Antisense Oligonucleotide Antiviral Drugs by Ion Chromatog-
raphy

ZHONG lJie, LI Bao-shan,ZHU De-ling, ZHANG Jin-zhong, JIN Yan, SHI Ming-zhu, YIN Ai-jun(Hangzhou Tian-
long Pharmaceutical Co., Ltd., Hangzhou 310021, China)

ABSTRACT OBIJECTIVE: To establish the method for the determination of residual ammonia in antisense oligonucleotide antivi-
ral drugs (Flutide). METHODS: The sample was pre-treated by anion-exchange resin and removed interference from nucleic acid
(monitored with UV spectrophotometry). The content of ammonia was determined by cation exchange chromatography. IonPac
CS12 column was used with elutriant consisted of 12 mmol/L loprazolam at the flow rate of 1 ml/min. The current of suppressed
conductivity detector was 59 mA. RESULTS: The linear range of ammonia ion were 0.6-30 ug/mL (»=0.999 5) with average re-
covery rate of 99.44% (RSD=1.3% , n=6). The detection limit was 0.12 ng. CONCLUSIONS: The method is accurate and suit-

able for the residual ammonia control in macromolecule water-solubile antisense oligonucletide.
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Fig1 Comparison of the effects between 2 kinds of pretreat-

ment method
1. sample before treatment; 2. samples prepared by distillation; 3. sam-
ple through anion-exchange column; 4. effluent liquid after for regenera-
tion treatment
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Tab 1 Results of recovery tests of 2 kinds of methods

IR FH B e A 1
%5 /46 R B, AR, RMCE, AR, AR, R,
pg pg % ng pg %
1 600 20598 3433 40 4051 101.28
2 600 339.60  56.60 40 4036  100.90
3 600 41094  68.49 50 49.18 9835
4 600 51432 85.72 50 49.15 9831
5 600 46182  76.97 60 59.19  98.65
6 600 45822 7637 60 5948  99.13
SRR, % 66.41 99.44
RSD, % 27.90 1.30
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Fig 2 Ion chromatograms

A.ammonia standard solution; B.intermediate ; C.sample; 1 .ammonia ion
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