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HPLC fingerprint of free amino acids in micropowder of Eupolyphaga
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ABSTRACT: AIM To determine the HPLC fingerprint of free amino acids in ultramicro powder of Eupolyphaga
and test its contents. METHODS Derived pre-column derivitization with phenyl isothiocyanate( PITC)  Chroma—
tographic conditions were as follows: column Hypersil BDS C4(4.6 mm x 250 mm 5 pm)  mobile phase was
( A) acetonitrie-water(4 : 1) ( B) natrium aceticum buffer solution( pH =6.5) -acetonitrie( 97 : 3) ; the detective
wavelength was set at 254 nm column tempemture maintained at 30°C and the flow rate was 1 mL/min. RESULTS
The fingerprint of micropowder Eupolyphaga was established and 24 common peaks were found in the fingerprint
and six kinds of amino acids contents were quantitatively analysed. CONCLUSION The method is sensitive ac—
curate simple thereby can be used specifically for the quality control of ultramicro powder of Eupolyphaga.
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Tab. 1 Ten batches of Eupolyphaga from different sources
20100803 20100901
20100605 20100403
20100806 20100508
20100608 20100902
20100603 20100602
2 2.3
2.1 > Hypersil Ciq 50%
BDS (4.6 mm x250 mm 5 wm) A - 2 mL
(4:1) B (pH=6.5) - (97 o
1 3) 254 nm 1 mL/min 2.4 50%
30 C. 2 o 2 mL o
2 2.5
Tab. 2 The gradient elution 2.5.1
/ min A% B/% N N N 5
0 0 100 e 52 min
8 7.5 92.5
20 7.5 9.5 1.
22 24 76 2.5.2 2.3
37 24 76 5 0.99
40 30 70
45 30 70 °
52 100 0 2.5.3 2.2
55 (NO.1 ) 0.2.4.6.8.12.24
' h 5 ul 0.98
0.4¢ 25 mL 50%
. 24 h 0
30 min
2.5.4
2 mL 10
(NO.1 )5 2.2
mL 0. 1 mol/L
5 ubL
( PITC) - (12:988) 1 mL 1.0 mol/L 0.97
- (139 : 861) 1 mL 1 min )6 o ’
1 h 4 mL, 1 min '
10 mi 0.45 2.6.1 (
min . m
. ( )y
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Tab.3  The similarity evaluation of Eupolyphaga
| 23 43567 39‘0“12 5 14185 7819 g 3 “ for 10 batches of samples
_JL all A 3
} $2
d T . 1 0.994 6 0.996
0 4 8 12 16 20 24 28 32 36 40 44 48 52 2 0.987 7 0.996
¢t/ min 3 0.998 8 0.997
4 0.998 9 0.956
1 HPLC
5 0.997 10 0.997
S1. S2. S3. 4.
2. 3. 5. 6. 7. . .
9. 10. 11. 15. 16.
17. 18. 20. 24. X ) X
95 0.012 6.0.068 0.0.019 5.0.072 0.

Fig.1 HPLC chromatogram of free amino acids

in Eupolyphaga

S1. reference mixture S2. blank sample S3. reference sample $4.
sample 2. Asp 3. Glu 5. Ser 6. Gly 7. His 9. Arg 10. Ala
11. Pro 15. Val 16. Tyr 17. lle 18. Leu 20. Phe 24. Trp
25. Ly
1 (
24
80%
RSD% 0. 49% . 0. 63% . 0. 39% .

0.43% 0. 32% 0. 29% 0. 22% 0. 13% 0. 13%
0.08% 0. 00% 0. 03% 0. 18% 0. 24% 0. 25% -
0.25% 0. 30% 0. 35% 0. 52% 0. 85% 0. 43% -
0.38% 0.45% 0.32%

2.6.2
(2.0 ) 10
o
0.5
( 2) 10 0.95
3,
R(1)
S10(1)
Sa(l)
S8(
ST(1)
i S6(1)
— = e S5(1)
H— — —t S3(1)
H S3()
! - i S2(1)
A A e A L e SI)
0246 81012141618202224262830323436384042444648 50
t/ min
2 10 HPLC

Fig.2 HPLC fingerprint of 10 batches of samples

2.7 N

0.015 2.0.015 6 mg/mL 2.3
o 4,
6 N
A) A) Y AY 2. 2
90. 26% +92.53% .91. 22% 96. 20% -
95.57% 98. 27% . RSD% 2. 1% 1. 8%
2.5%2.4% 3.2% 1.2% »
10 6 o 5.
4 6
Tab. 4 Linear relationship of six kinds of free
amino acids
/ng R
Y=4924.8X-8113.3 25.2 ~126 0.999 8
Y =1 840.3X -16 960 136 ~ 680 0.999 5
Y=3690.6X -11 341 39 ~195 0.999 8
Y =3585.4X -38 679 144 ~720 0.999 5
Y=2965.3X +486 0.4 30.4 ~152 0.999 6
Y=2576.2X-6995.6 31.2 ~156 0.999 4
5 10 6
Tab.5  Content of six kinds of free amino acids
in 10 batches of samples
/ / / / / /
(mg/g) (mglg) (mg/g) (mgl/g) (mglg) (mglg)
1 0.69 2.62 2.12 4.62 1.81 1.43
2 0.61 2.39 1.68 3.78 0.89 1.29
3 0.65 2.68 2.13 4.16 1.58 1.42
4 0.48 2.22 1.20 3.29 0.93 1.03
5 0.58 2.66 1.35 3.89 0.84 1.36
6 0.57 2.72 1.33 3.95 0.76 1.09
7 0.37 1.27 1.32 2.84 0.63 0.71
8 0.44 1.68 1.59 3.03 0.76 0.83
9 1.90 5.98 0.69 1.73 0.51 1.80
10 0.36 1.35 1.41 2.72 0.64 0.72
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