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Establishment of 3rd batch of national standard of oxytocin
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Abstract: Objective To establish the first batch of national standard of oxytocin for high performance liquid chromatography
(HPLC). Methods This batch of standard is prepared by freeze-drying. The structure of oxytocin was confirmed by NMR and
HPLC. HPLC was used to determine the purity of the standard, moreover the water and amino acid ratio of the standard were
determinated. The biological potency of oxytocin was determined by HPLC external standard method and rat uterus method against
the oxytocin USP reference standard. Results The structure of oxytocin was confirmed by NMR and HPLC. The water content of the
standard sample was 4.8%, the ratio of each amino acid was within the limit, and the mass fraction is 99.69% by HPLC. The content
of oxytocin national standard was 274 IU per ampoule by HPLC and 275 IU per ampoule by rat uterus method. Conclusion This
batch of standard substance can be used as the first batch of oxytocin national standard for HPLC content determination for oxytocin
potency determination and HPLC identification.
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Fig. 1 'H-NMR spectrum of identification reference sub-
stance of oxytocin USP (A) and 3rd batch of oxytocin na-
tional standard (B)
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Fig.2 "“C-NMR spectrum of identification reference sub-
stance of oxytocin USP (A) and 3rd batch of oxytocin na-
tional standard (B)
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Table 1 HPLC elution condition of oxytocin
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Fig.3 HPLC chromatogram of reference substance of
oxytocin USP (A) and 3rd batch of oxytocin national stan-
dard (B)
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Table 2 Results of amino acid ratio of 3" batch of

oxytocin national standard

S FERRAXT BE /R LU AR

SIS G HES A o

WA EEERRA N R A ke
Asp 1.00 0.95~1.05
Glu 1.04 0.95~1.05
Gly 0.95 0.95~1.05
Tyr 1.03 0.70~1.05
Cys 2.10 1.40~2.10
Tle 1.02 0.90~1.10
Leu 1.03 0.90~1.10
Pro 0.96 0.95~1.05
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Fig. 4 HPLC chromatogram of system suitability (A), sen-
sitivity solution (B), 3rd batch of oxytocin national standard
(C), 1.0% self control (D)
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Table 3 Collaborative calibration results of 3rd batch of
oxytocin national standard by HPLC

ML ¥IE/(U-3 SD RSD/%
A 273 3.48 1.27
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Table 4 Collaborative calibration results of 3™ batch of

oxytocin national standard by bioassay (n=4)

Gk YIfE/(1U- 32 SD RSD/%
A 279 4.80 1.72
B 278 4.57 1.64
C 268 10.30 3.84
EIER 274.75 — —
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