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Deter mination of Poloxamer 188 in Recombinant IL-12 I njection by
HPLC-ELSD

LI Xiang, LI Yonghong, YU Lei, JA Chuncui, ZHOU Yong, RAO Chunming
National Institute for Food and Drug Control, Beijing 100050, China

Abstract: Objective To develop a HPLC method for potency determination of poloxamer 188 in recombinant human IL-12
injection. Methods A Waters Alliance 2695 system with a sepax poly RP-100 column was used for separation and subsequent
detection by an evaporative light scattering detector(EL SD); 0.1%TFA-water and 0.1%T FA-acetonitrile were used as eluent A and B,
and gradient elution conditions were as follows: 0—5 min, 50%A - 50%A; 5—6 min, 50%A - 5%A; 6—12 min, 5%A - 5%A; 12—
13 min, 5%A - 50%A; 13—20 min, 50%A - 50%A. The flow rate was 1.0 mL/min; the column was maintained at 30 . Results
The RSD of retention time and peak area for poloxamer 188 were 0.19% and 1.7%, respectively (n = 6); the recovery rates at low
(50%), middle (100%) and high (150%) dose were 93.3%, 93.1% and 93.8%, and the average was 93.4%; the potency of poloxamer
188 between 1.5 pg and 9.0 ug was linearly related to peak area. Conclusions A HPLC for potency determination of poloxamer
188 in recombinant IL-12 injection was successfully developed and validated in specificity, accuracy, precion, limit of detection
(LOD), limit of quantitation (LoQ), linearity, detection range and robustness. The devel oped method was finally applied to potency
determination of poloxamer 188 in three recombinant IL-12 injections.

K ey words: recombinant human IL-12; poloxamer 188; high-performance liquid chromatography; evaporative light scattering
detect; pharmaceutic adjuvant
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Fig.l1 HPLC-ELSD of blank reference (A), rhiL-12 with poloxamer 188 (B), different content poloxamer 188 standards (C)
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