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Determination of Amino Acids with OPA-FMOC by On-ine Derivatization

SU Jiandun WANG Xue LU Jian-giu QIAO Yangiang GAO Xiao-yan’
( Center of Scientific Experiment Beijing University of Chinese Medicine Beijing 100029 China)

Abstract Objective: To develop a method for determination of amino acids by on-ine derivatization.
Method: The amino acids were analyzed by HPLC with orthophthalaldehyde ( OPA) and 9-ormic acid methyl ester
of fluorene chlorine ( FMOC) on line derivatization. The sample was analyzed on a Zorbax Eclipse-AAA column
(4.6 mm x 150 mm 5 wm) with gradient elution of 40 mmol * ™' Na,HPO, ( make pH be 7.8 with 8 mol * L™
NaOH) ( A) and acetonitrile-methanol-water (45:45:10) ( B) at the flow rate of 2.0 mL * min~' detected at
338 nm and 262 nm. Result: This method could be used to analyze 27 amino acids in the range of certain
concentration but it wasnt fit for the determination of amino acids in Qingkailing injection. Conclusion: This

method couldnt determine amino acids in Qingkailing injection accurately.
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011706A) ( Asn) . 100 mL 0.1
( Gly) . ( Ser) . ( Asp) . mol L' o
( Ala) . ( Thr) . ( Orn) . ( Glu) . 2.2.2 (
(Lys) . ( His) . ( Arg) . 011706A)
( Pro) . (Val) . ( Met) . ( Tyr) . o
(Tle) . ( Leu) . (Cy2) . 2.2.3 0.1 mol*L™'
( Phe) . ( Trp) o
>99.5%; ( Asn) \y- A
( AABA) Sigma  ( 91H0762) U R
>99. 0% (i) . (- BEEBT WG
Hypro) . ( R-Hypro) Alfa Aesar 0 3 10 15 20 %
>98. 0% ; ( Sar) .
>98%:; ( Nva) M N 2159
>98.5% ;
( PN 5061-3339) OPA 0 > 10 = 20 23
( PN 5061-3335) FMOC ( PN . L
50613337); . Pl sl 1Y sy
: ( 1 ) . N 0 3 10 15 20 25
2
2.1 Zorbax Eclipse-AAA
(4.6 mm x 150 mm 5 wm) 40 C A D
40 mmol*L"'Na,HPO, 8 mol*L™" 0 5 10 15 20 35
pH7.8 B ACN-MeOH- (45:45:10) .
338 262 nm *¥ . : 1 2.5 M
pL( ); 0.5 pL ; 3 J(')L/Ww%"ngo %5
wL 2 0.5 min; 2 0L t/min
( ) 3 0.5 pl ABD (338 nm) ;
(OPA) ; 3 uL 6 ; 2 . (262 rm)
0 wL( ); 4 1. Asp; 2. Glu; 3. Asn; 4. Ser; 5. Gln; 6. His; 7. Gly;
0.5 pL( FMOC) ; 4 pL 6 8. Thr; 9. Cit; 10. Arg; 11. Ala; 12. AABA; 13. Tyr;
; 5 Rl 18 ul. 14. Cy2; 15. Val; 16. Met; 17. Nva; 18. Tup; 19. Phe;
) o L 20. Tle; 21. Om; 22. Leu; 23. Lys; 24. L-Hypro;
25. R-Hypro; 26. Sar; 27. Pro
1 1 (A). (B)
t/min B/% /mLe*min ! (C)
0 0 2 2.3
1.9 0 2 0.5 uL
18.1 50 2 .
18.6 100 2 2~3
22.3 100 2 2 10
23.2 0 2 0 25 mL
0.1 mol-L™" o
2.2 0.10.51.02.0 5.0 10.0 mL
2.2.1 20 mg 27 10 mL 0.1 mol*L "' .
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2 23
No. r /mge1,~!
1 Y =157.093X +11. 798 0.998 7 18. 46
2 ¥ =80. 020X +10. 408 0.997 7 36. 83
3 Y =86. 674X +10. 990 0.998 6 50. 00
4 Y =337.279X +2. 069 0.999 8 1.28
5 Y=27.230X -1.889 0.999 6 12.32
6 Y =154. 886X -7.529 0.999 5 7.02
7 Y =166. 340X - 27.639 0.997 3 4.32
8 ¥'=359.447X -1.854 0.999 9 3.29
9 Y =116.236X +5. 836 0.999 0 3.33
10 Y =181.431X +16. 488 0.997 9 4.62
11 Y =62. 610X +1. 230 0.999 8 1.46
12 ¥'=35.313X +2. 946 0.999 3 6. 84
13 Y =95. 744X +4. 341 0.999 7 12.96
14 y- Y=32.223X -4.152 0.999 6 2.92
15 ¥'=35.313X +2. 946 0.999 3 2.36
16 Y =59.077X +3.073 0.999 8 3.56
17 Y=0.017X -0.004 58 0.999 7 4. 85
18 Y =88.225X -9.011 0.999 7 3.38
19 Y =55.510X +5.771 0.999 0 3.36
20 Y=136.227X -7.123 0.999 8 1.90
21 Y =53.948X +4. 578 0.999 1 3.99
22 L- Y =167. 906X +13. 075 0.999 2 7.30
23 Y =752. 090X +33. 109 0.998 0 30. 57
0.5 pL 2.7
Y
o 82.7% ~
109. 2% (
2.4 127.8%) »
0.5 pL 6 o 49.6%
RSD 1.81% ~2.95% o
RSD 16.85% ~19.51% - 2.8 2.2.2
2.5 2.1 (
6 0.5 pL o 011706A) 23
RSD 1.58% ~3.65% ) 3.
RSD 7.20% ~9.19% 3
2.6
02468122448 72 h 9 2
RSD 1.10% ~ 3
4.26% RSD 7.58 ~ 5 o
9.32% .
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