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Determination of sixteen kinds of amino acids in the capsule of sheep placenta
and medlar by online pre-column derivazation-reversed-phase high
performance liquid chromatography

YOU Jing-Shui’, WANG De-Wei

(By-Health Co., Ltd., Zhuhai 519040, China)

ABSTRACT: Objective To establish a method for determination of sixteen kinds of amino acids in the
capsule of sheep placenta and medlar by reversed-phase high performance liquid chromatography (RP-HPLC).
Methods Proteins in the samples were hydrolyzed into amino acids in 6 mol/L hydrochloric acid solution,
o-phthalaldehyde (OPA) and 9-fluorenylmethyl chloroformate (FMOC) were used as online pre-column deriva-
tive reagents for the primary amino acids and secondary amino acids respectively, and the chromatographic
experiments were performed on an Agilent Hypersil AA-ODS column. The 0.16% sodium acetate solution was
used as mobile phase. Signals were detected by fluorescence detection (FLD) (excitation wavelength: 340 nm,
emission wavelength: 450 nm, excitation wavelength changed to 266 nm and emission wavelength changed to
305nm at the 15 min). Results The concentration of sixteen kinds of amino acids demonstrated a good linear-
ity in the range of 5 250 pmol/pL(r: 0.99959 1.00000, n=5). The recoveries were 91.6% 104.1% (n=9).
The RSD were 0.9% 3.7%. The limits of detection were 0.4 1.2 pmol. Conclusion This method has ad-
vantages of high sensitivity, precision and accuracy. It's suitable for the determination of sixteen kinds of amino
acids in the capsule of sheep placenta and medlar.
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Table 3 The experiment of the precision (n=6)

# 3 BEHEEIRL(n=6)

(mg/g)  RSD(%) (mg/g)  RSD(%) (mg/g)  RSD(%)
22.65 1.5 21.25 1.0 11.92 1.7
44.14 1.3 12.90 0.8 22.94 0.6
7.74 0.3 8.60 0.5 13.87 1.8
4.14 1.8 15.48 1.5 16.13 0.5
22.60 1.5 6.92 1.3
, 251.44 1.4
9.89 0.4 10.27 2.0 (mg/e)
F 4 hEREME R (n=9)
Table 4 The experiment of standard addition recovery (n=9)
(%)  RSD(%) (%) RSD(%) (%)  RSD(%)
91.6 1.1% 95.0 0.9% 98.1 3.4%
94.3 1.8% 96.3 3.1% 94.7 3.3%
98.3 2.7% 99.7 2.4% 99.2 2.7%
93.1 2.6% 96.8 3.7% 99.2 2.1%
104.1 3.0% 100.8 2.3%
100.3 3.1% 98.7 2.4%
250
200 4
150 -
100 -
50
O i _—,_//\_’_,_o—/
—————T— —— —— ——— T
0 2 4 8 10 12 14 16 18 min

The chromatogram of blank samples
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Fig. 2 The chromatogram of the sixteen kinds of amino acid standards
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Fig. 3 The chromatogram of samples
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