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W OE A IR R SR KMRN Tk, Tk R BT ARG MR &%, &3%42 % Thermo Hyper-
sil gold, i Zh A8 A A # ik 2 2 i (pH 7.2)-w9 T 2k S A4 (TBAH) -V BE-7K (250:50: 100: 600, V/V/VIV) , A ZhAB B A Ak 2 4
i (pH 7.2)- TBAH- ¥ BE-7K (250:50:500: 200, V/V/VIV) (4 F#6BE) L i#ik 4 1.0 ml/ min, #0) 9k & A 235 nm, 258 %4 40 °C, #E4F
FAH20 plo LR A-FIRE 2,5-=F KT B & I A S R E 5 42 0.039~0.79,0.04~0.81,36.12~48.16 png/ml & B A
5 & gl @mARROAE RIFHEE £ & (7=0.998 7.0.999 7.0.999 2) ;45 % JE Fa20  F E X169 RSD<1.5% ; 4-R I KB .2,
5-—# R TR -TF ¥ AR F 55 4 102.91% .102.33% ,RSD 5 #1 4 1.5% 1.3% (n=9) . %35 sk EH MR ZHE S .
L AT, TR T £ 1 m RS A4
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Content Determination of 5-aminosalicylic Suppository and Its Related Substances by Ion-pair RP-HPLC
MA Zheng,DONG Yu,PENG Tao(Dalian Institute for Food and Drug Control, Liaoning Dalian 116021, China)

ABSTRACT OBIJECTIVE: To establish a method for the content determination of 5-aminosalicylic suppository and its related sub-
stances. METHODS: Ion-pair RP-HPLC method was adopted. The determination was performed on Thermo Hypersil GOLD col-
umn with mobile phase A consisted of phosphate buffer (pH 7.2)-TBAH-methanol-water (250:50:100:600, V/V/V/V) and mobile
phase B consisted of phosphate buffer (pH 7.2)-TBAH-methanol-water (250:50:500:200, V/V/V/V) (gradient elution) at the flow
rate of 1.0 ml/ min. The detection wavelength was set at 235 nm and column temperature was 40 °C. The sample size was 20 pl.
RESULTS: The liner range were 0.039-0.79 pg/ml for 4-aminophenol (»=0.998 7), 0.04-0.81 pg/ml for 2, 5-dihydroxybenzoic
(r=0.999 7) and 36.12-48.16 pg/ml for 5-aminosalicylic (#=0.999 2). RSDs of precision, stability and reproducibility tests were
lower than 1.5% . Average recovery rates of 4-aminophenol and 2, 5-dihydroxybenzoic were 102.91% (RSD=1.5% ,n=9) and
102.33% (RSD=1.3% ,n=9). CONCLUSIONS: The method is accurate, simple, sensitive and specific, and can be used for the
quality control of 5-aminosalicylic suppository.
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{4,3%+: : Thermo hypersil gold(4.6 mmx150 mm, 5 pm) ; /i
ShAH A IR ER 2% ik (pH 7.2)-TBAH- I fE-7K (250: 50 : 100 :
600, VIVIVIV) , T dhA B : R ELZE M (pH 7.2)- TBAH-H -
7K (250: 50 : 500 : 200, V/V/VIV) , A B UE AR e DL 25 15 3k
1.0 ml/min; KA 235 nm; 1R - 40 °C; R 20 ulo

x1 HEXRERERF

Tab 1 Gradient elution procedure

i}, min A, % B, %
0 90 10

2 10 90

35 10 90

36 90 10

48 90 10

22 BRHEE

221 ARG AT S PRICE VORI X R
9.63 mg ., 4-Z FE A BT B 10.01 mg. 2, 5- 3L FH Rt Y
mi 10.13 mg, B T [F]— 25 ml s rh, in A HVBSEIE fi figm , n
AR EE 2 il (pH 7.2) R B ZE 205, 257, VB IR A HEL
W £ o R 2 B R VR A X B 745 W 1 ml, & F 100 ml
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T I ABERRERZE W (pH 7.2) W B 2B 21 1250 IR &
Gl TR
222 XTERRBVESBGTAS ORGSR IS VDR X IR 40.13
mg, & 100 ml &I H, A BFIRER 28 vl (pH 7.2) A 14
FE AR L ml P SEVDRIE 401.3 ng VA TR . K% m I ik
PRI L ml, BT 10 ml A, AR ER SR 2% vhil (pH 7.2) Fi i
B, BIFS4AE 1 ml s & 32 VD HiE 40.13 pg (R HE LA T -
223 PERARERHE RS FREURE S 2560 mg, B T 50 ml
R, ARG IR 2.5 ml, SEBVEIL , I A BR L 22 vl (pH
7.2)3 R R, A B ER £R 2% v (pH 7.2) B B 2
FELRRAT KIS L b R A I, uk A R R RS DR 2
ml, & T 25 ml &P, I ABEIREE 2% v i (pH 7.2) i B 2 41
BEREAT RS R mlE T 10 ml B, 0 AR ER 2% vh ik
(pH 7.2) BB 21, 257, B S A
224 EMBERAH S BORS B AR R,
$442.2. 3TN il i as v BRI R -
2.3 REERMELE

R LI 2,27 I0 R 28 O BB TR L R e PR T ik
FRVATRAS 20 pl, $5C2. 1T R A REREI A2 , 0 SR,
TLE 1, BEITATA, SEVDHIgE AT E] D9 10~12 min, B2
M BT SE VPRI W AR T 10 000, 4506 22 1] 438 FE 24 K
F1.5.
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Fig 1 HPLC chromatograms

A. blank control; B. system suitability; C. test samples; 1. 4-amino-
phenol; 2. 5-aminosalicylic; 3. 2,5-dihydroxybenzoic; 4. unknown im-

purity

24 EREMWRE

(1) FRRE IR - 4 2 FR HIURE i 250 mg, BT 50 ml &, Jin
AFGERIR 2.5 ml, AL, A BRI ER 22 vhifk (pH 7.2) 38
R, A BERREL 22 iR (pH 7.2) TR 2 201 #2857, vk
VRN h, il R IR RS R IR 2 ml, T 25 ml
L, IARGERR 2 ml, 80 C/KIAINAR 20 min, B £ Z= TR, A
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WA ER 2% M (pH 7.2) W B E 2, ¥257, & 5 (2) Bl 3k
W ()" ZEER 2 ml, B F 25 mlHER A, A
1 mol/L F A ALANIAE W 2 ml, Z IR E: 10 min, in ABERR 522 ur
T (pH 7.2) R B 205, 250, 4 5 (3) A AL IR R 25 = B
CD)7IN LR 2 ml, BT 25 ml A, A 0.3% 3 481k
S 2 ml, B EEIR N 45 min, iR =, AR EL 28 1
W (pH 7.2) Wi B 208, 257, 45 5 (4) IR 3R kG 2 =
“(1)7IF FLEIEI 2 ml, 80 CAKE INFA 20 min, LR, B
T 25 mlIf A, A BEER ER 2% vhil (pH 7.2) W B B 21 1, 2
A, 4 (5) G HRBE IR RS2 B (1) "R A9 2208 2 ml,
(4500 +500) Ix £ T BR4F 2 h, BT 25 ml &), A B R
R (pH T.2) T B B 2R, F2 47, 45 Ao B0 5 FA
2420 wl, 43 BIFEA HPLCAY , je s (o3, PELIE 2. I 2 m] %,
TERRYE BE RAL R OGRE SRR R RE L IBERIR I A
W, BT A B AR R 2.1 I 1 A5 F T S RE IR B8
T4 B, AT 4- 25K W .2, 5- PR iR & Vb
W B o
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Fig 2 HPLC chromatograms of destructive test
A. treated with acid; B treated with alkali; C. treated with oxidation;
D. treated with high temperature; E. treated with light; 1. 4-aminophe-

nol; 2. 5-aminosalicylic; 3. 2, 5-dihydroxybenzoic
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25 ZMEXEELRE

%I 2.2.17 W0 F B R G IE MR W45 1.3.5.8.10,
15,20 ml, 43 5 & F 100 ml &0, A B B2 3 2% vl (pH
TOMBZEZIE 75, B XY R R R H IR . K
S I2.2.37 W X R AL VA 3.2.5.2 ml, 43 A B F 25 ml
P, I ABERREL 28 0P (pH 7.2) M BR B 213, B48 404
PEXRRFZEVEWT VTS R B 2.2.37 00 X B V5 T
11.9 ml, 435 '&F 100 ml &I, MABEERER 2% vk (pH 7.2)
20, A E LB 8EmV IV, ke
IR 20 Wl #4217 TUT g A AR o LUK BT
VR EE (x, pg/ml) g As bR, WA (v) AL AR, EF T4 1 [l
VAL, 8105 7 Rk ey e % 2,

Fz2 EEFFEMEEER

Tab 2 Regression equation and liner range

e [ElEyE: r B, pg/ml
4 IR y=16957x—135 0.998 7 0.039~0.79
2,5-ZRIRHR y=21 514x—220 0.999 7 0.04~0.81
Bzl y=25 5500—312 0.999 2 36.12~48.16

2.6 HMPRFAEZ R

FEEREL2.2.1" R ARGk VL ORI BE 42 42.17
TR @G A REINE e ST FAF 0t SIN=3 115 4-24
LIRS 2, 5- " FRFEIR R ARG BR 144 0.014 pg/ml; #4475
e SIN=10 3145 4- S 52K Wy .2, 5-— 5L 08 FH R 1) 2 Tk R 34 h
0.040 pg/ml,
2.7 RBEERR

RE 2 R 2.2.1 "I R G008 FAPERS T 20 wl, #2217 TR
O R B ERE 6 R, I E o B A-G AW 2, 5- R0 Ak
FHR VR TR AR RSD 4330 0.9% 1.1% .0.8% , 3%
AR R 2 R AT
2.8 FEEMRIE

IURE S (1L 5 13B50) 3 1, $¢2.2.37 39 Jy 2 i & it ik
SRR, AT P 0.2.4.6.8.10, 12 h Bf gEEEDIAE . 4551,
2,5-CRFRWR VPRI I RSD 40510 1.3% . 1.0%
(4-FIIE AR ), 0 12 h SR R R I LA
2.9 EEMHRE

BORE dh (L5 - 13B50) i i, HL 6 10y, 3 % “2.2.3" T
Vel A R VA T L H 2.1 IR (3 S PE R RN E . 45
2,5- IR H R | VD h W g T AL B RSD 43l R 1.5%
1.1% (A-BHAEM ARG H) , RUA T ERERE R
2.10 HERWEMEEEYRXE

F BRI A-F AT X B 25.33 mg . 2, 5- R AL iR
X B 25.19 mg, 43 B E T 100 ml &I, A B S G R
S5 A IR R 22 0k (pH 7.2) W B 2 20 BF , 425) ki =
L ml, BF 10 ml i, i A SRR ER 2% ik (pH 7.2) i e 2 %]
JE L BEAT, RIS W TR [DIscRaaaae xof B A, TRORE
(L5 13B50) 3E fit, 43 A AR P L AN [ i B9k BE
VW% 2.2.37 T Jy el a5 Bk VA VL, #2217 I A 4%
PEEREIN RE FET A S R IRE DR 25 R L3R 3.
211 HHEENE

T3 HERE 3 £, $02.2.37 T Ty v B A AR S R R, R
“2.17IN (5 SRR A D SR, MR LA T A
AR R R A
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®3 BRYBEMZEERFRRXBLER (n=9)

Tab 3 The average recovery of related substances(n=09)
i, MASE, W, MEERNCE, SEMIEERICE, RSD,
g g g % % %
7992 8390 105.0
7992 8293 103.8
7992 8228 102.9
9990 10.253 101.2
9990 10.053 103.0 102.91 15
9990  10.203 105.0
11988 12203 102.6
11988 12353 100.6
0 11988 12403 102.1
25-THRAKHE 285 8053 11.090 102.6
2825 8053 11228 104.3
2825 8053 11140 103.3
2825 10066 12878 103.0
2825 10066  13.053 101.0 102.33 13
2825 10066 13.088 103.3
2825 12079 15.028 100.8
2825 12079 15303 101.6
2825 12079 15.088 102.0

F4 HREENELER(%,n=3)
Tab 4 Results of content determination of samples( % ,n=

ALY

4-BERB)

o oo o o o o o

3)
s U
13B50 101.4
12K19 101.6
10B11 101.8

2.12 HREXYRNE

K BEARIBORE b 250 mg, BT 50 ml A, INA R $h#Z 2.5
ml, R AL , A BERR 5 22 whi (pH 7.2) 38 &, e %0,
ABEIREL S vl (pH 7.2) W B B 20 3250, vKIR 8 30 1 h, i
R, SRR i IR 2 ml, BT 25 ml B A
TR ER 22 thl (pH 7.2) R B S 20 B, #8257 A A 4 ol o
BER A RBEC2.2.17 0N R500E AR L ml, BT
10 ml S, I ABERR 522 Wik (pH 7.2) W R R 21 B8, #8257,
RIASSE VD 0 B R B2 0.384 3 pg/mll 42 JE 2R B o i Wk
470.394 8 pg/ml .2, 5- 37 FHE IR HI R BT i vk i 4 0.404 8 pg/ml
MY 2400 3 0 o B VR o B T TR Y A A5 A, 9
“2.17TR AR SRR A SRt F A MRk LA A
A B i (A BRI T S VDRI OR B I ) 24y
0.14,2,5- " FER H R AR X T 2L VDRI (R B B 1 294 1.86)
SRS,

R5 HREXMRNESER(%,n=3)
Tab 5 Results of content determination of related sub-
stance in samples(% ,n=3)

e LRI P
13B50 0.5 0.05

12K19 0.4 0.07

10B11 0.4 0.04

3 iTFie

3.1 MR HERE
WL ERAMAR AT AL, A-EERE 2, 5- TR IR R VD
FEETE 235 nm KA A e R, FLTE % K AR S T ) T
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B2401 ) L1458 (Infantile hemangioma, TH) J&— 7 JL 2 i+ 35
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1:3~1:50, @ F AR AL B 4y R A | R B AR A
B AR A8 SR AR A3 S 3 AR 0 TR S AR S .
B ADIG R R AR IS 1 AR PR A , DL 2 12 THIR .
[ 72: [# £ i Leaute-Labreze C 25T 2008 4 6 H 7£ GHT 4% %
B2l BB URIGE I 296 R T IHRYT IS, 7 o B
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PR et 235 nm AE AR5 B RN
3.2 mENERERE

-G OR WY 2, 5- KRR SEUV R N IR AE A
Y AR AR S S I T 8 XA TBAH, LA ER @
TEA RS

ARWFFTEE KB, A S e B A R AL e IR A
TR EBIATRE , KW Z) S A R R B i = AR
PRI, AR 72 I S R v 1 7 TR A AE Ak | iR G BE R
AR

E2 S 8 Ny 7 Y N G- o2 U= e ek 3 SO B
FRVPRIE R T

S 3k
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