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Abstract Objective To establish a method to detem ne the related substances of tetra— acetylated puerarn
(TAP). M ethodt RP- HPLC was adopted for the determ nation of the related substances of TAP. The chramate-
graph ic procedure was carried outw ith A gilent Cis ( 250 mm X 4. 6 mm, 5 Pm ) and m ethanol— water( 56: 44) asmo-
bile phase at a flow rate of .O0mL* min ' The detectbn w ave length w as set at 250 nm. Result Hexa— acetylated
puerarinlHAP)was not found in TAP, and the content of the penta— acetylated puerarin( PAP) and the unknown
substances did not exceed 1%. Conclusion The method is smple and acairate and can be used for the quality

control of tetra— acetylated puerarn
Key words HPLC;, TAPR. related substances

( puerarn) (Puer ,
aria lobata(W ild ) Ohw i), 1
o Agiknt (G1322A Degasset
, GI1311A Quatpump G1313A ALS GI1316A TCC
, G1315B DAD A gilent , Agilent );
, , (Fisher U.S. A), s
, ; AUW 220D ,
, ; TAP ( : 060501, 060502
060503) (PAP) (
(TAP) ", TAP 98.1% ) (HAP) (
( PAP) (HAP) 96. M )
, TAP , 2
TAP , : Agilent G5 (250 mm X 4.6 mm, 5

* Tel (0755) 26737459 E- mail liy— chd@ 163 can



— 382 — Chin J Pham Anal2009, 29( 3)
Hm); : — (56! 44); : 1.0 mL-
min : 250 om; : 20 UL : 30
1
C TAP 5000 PAP
5000 HAP 5000 1
1
|
0 10 20 30 0 10 20 30
\ A B
; 5 T R S S ! 1
A
2
S T
B 0 10 20 30 0 10 20 30 t/min
1 PAP (A) HAP (B) ¢ D
Fig 1 HPLC chrmatograns of reference substance of PAP(A) and ref
2 HPLC

eren ce substance of HAP(B)

1 PAP(11. 17min) 2 HAP(15.28 min)

3
TAP 10 mg 0.1mols L
0.1mol* L' 0. %
50mL (65C) 30m i
o8l .
100mL,  HPLC
TAP 2
4
4.1 PAP PAP
: , 0.4028 mg* mL
. 0.1 0.4 0.46 0.8
1.02.0mL 10 mL ,
, 20 BI, (4) .
(C,mg* mL™") )
A=5423x10'C+ 7.407 r= 0.9999
PAP  0.081~ 1.611Hg
4.2 HAP HAP
, , 1. 024 mg* mL '
, 0.,02040.60.8
1. 0ml, 10 mL

Fig2 The excluision mspection of HPLC chran abograns
A (‘heatw ith 0. Imol L~ 'N&OH tst) B. ( heat
withH,0, test) C (‘heatw ith 0. 1mol L™ 'HCI test)

D. (without des troy)
1. TAP(8 51m i)

20 HI, (A) . (C
mg* mL ') ,
A=4.225x10'C+ 107.9 r=0.9992

HAP  0.2048~ 2.048 U g
5
PAP HAP (
) , PAP SN =3.1
0.0645ng SN = 10.0 0.215 ng HAP
SN=3.2 0.0995 ng SA = 10. 4
0. 332 ng
6
PAP (0.0510 mg* mL )
HAP (0.0494mg* mL ")
6 . 20 UL, 6
RSD 0.03%%; .. 0.500;



Chin J Pham Anal2009, 29( 3) — 383 —
6 PAP 6 HAP \ 2
( 0.05mg* mL '),
, RSD .1% 0.7%,
PAP HAP
024638h , PAP HAP 8 h
, RSD < 2%,
7 2 L i | . i
PAP 25 mg o 2 4 6 & 1o 12 14 0 5 10 L, 20 % vmn
° A
100 mL , , 1 3 TAP
ml 10mL , , Fig3 HPLC chranatogran s of rehted substances of TAP
A TAP ( reference solution of TAP) B TAP
PAP ( 0. 62% ) (smple solution of TAP)
TAP 6 100mg ) 100 1 pap 31AP
mL , PAP 25 mg 1
> I mL 10mL Tab 1 The content of unknown substances
) ) 20 BL, ,
’ PAP (n=6) TAP
(sanple ( content of wotal
101. &% , RSD 1. %o No ) ( peak area of reference ( total area of foreign e ign matten
HAP ( n = 6) solution of TAP) matter n sanple solut on) ® )
101. % . RSD 1. 4% 1 398.2 278 7 < 1%
8 ’ ’ ’ 2 381.7 223 8 < 1%
3 381. 8 2418 < 1%
8.1 PAP HAP
1, 10 mg
100mL : 7 _ s6a1
ImL 10mL s TAP
) 3 TAP 2
, 70mg 100 mL _TAP
20 UL : ’ ’
.3 TAP PAP (n=2)
0. 9%, 0.6, 0. 6% HAP ’
8.2 TAP )
8.1 TAP ImLL  100mL , TAP
20 KL,
TAP 2, 3 TAP 1 TAN Kan- yu( ), WU M in( ). Analyz the phamace
200 1 bgical action and the unoward reaction of pur(
9 ). China Pham ( ), 2007, 16( 3): 60
2 GUO Dong— yan( ), YANG Da- jian( ), CHEN Shi
’ — lin( ). Effects of pur and derivatives on hem otheology of a
’ cute bbod stass n rats( SD
TAP PAP HAP  320nm 250 nm ). Lizoning J Tradit ChinM d (
,HPLC 250 m s 320 m ), 2006, 33( 10): 1363

( 008 10 18 )



