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Determination of 2,5’-Dibromo-4,5,2’-trihydroxydiphenylmethanone and Its Related Substances by
HPLC

LI Yong, FENG Xiu’e, LIANG Taigang, LI Qingshan*(School of Pharmaceutical Sciences, Shanxi Medical University,
Taiyuan 030001, China)

ABSTRACT: OBJECTIVE To establish an HPLC method for the determination of 2,5’-dibromo-4,5,2’-trihydroxydiphenyl-
methanone(LM49) and its related substances. METHODS HPLC method was carried on a column of Diamonsil C;3 column
(250 mm % 4.6 mm, 5 pm) with the mobile phase of methanol-acetonitrile-water (adjusted to pH 3.0 with phosphoric acid) (70 :
10 : 20) at the flow rate of 0.8 mL-min~' and the detection wavelength was set at 261 nm. The column temperature was 25 C.
RESULTS LM49 was completely separated from the impurities. A good linearity(=0.999 9) of LM49 was obtained at the
concentration range of 1.0-100 mg-L™". The minimal detection limit was 0.02 mg-L™". The average recovery of method was

99.8%(RSD=0.88%). CONCLUSION The analytical method is simple, rapid, sensitive and accurate for the determination of

LM49 and its related substances.

KEY WORDS: HPLC; 2,5’-dibromo-4,5,2’-trihydroxydiphenylmethanone; related substances; content determination

2,5°- " YR-4,5,2°- = ¥ TR HE (LM49) A 2R
A H FE ARG FAT 208450 1 Rk IR 4k
G, HON I A A S0 N i Ik N R Al A
S AR A F U, SRS A A et o I LB 959
HRGEM N IR, T LM49 AR S 2
HEAR, H e A A e AT W) it
(RARTIN J7 ¥ o OB 245 1) Joit A oA it 57 B o S
SEHEEE RGN R TARRAERE, Al LM49 (1))
0PI N 5 S s R A AT AR, AR SE
5K H HPLC %F LM49 JsUkl 24 1) 55 i S A3 W) i
MR A AT THEE, S5 RRM, P i)y ikde
. TR, RS 5B ELH, WA 8k
MR h LM49 15 8 0 W it A7 #5361
1 UES5RY

Agilent 1200 /= 808 AH (435 A (S5 H Agilent 24
H]); BT25S B 7R °F- (45 [EH Sartorius); LM49 X%}
HE (LA FA R R RS 1,2- AR i
IR AE, & 3 REL S, mARE AR E
H a5 >99.85%); LM49 ftiksh(EHl, 5.
20120302, 20120511, 20120723); HEE. 45N
e al; A K(H BRI pH 2 3.0), HAhiXH
B3k 3 el
2 AEEHER
2.1 kA&t

%4 : Diamonsil C5(250 mm X 4.6 mm,
Sum), Vs FEE-ZM5E-/K(70 110 1 20) (K H
BRI pH % 3.0), ik 0.8 mL-min~', Ky K
261 nm, FEiR 25 °C, HEFEE 20 uL.
2.2 0] FR VA BORIT ALK o I ) T

L P wUE TR E ) LM49 6] f I

e R BUAR N 242 2013 4F 10 H 55 30 25258 10 31

LM49 R 5. 20120511)%2) 5 mg, K525 HR
S, SrE 50 mL BT, RS T AR
ZIRE, 4257, B 100 mgL" IR e 4% v Rl
PER IR, BT 4 CUKAE R AT .
2.3 KR A

K2 B 5.0 mL XS AT, R R R
IR 10 mL, FCHIK 50 me L™ (R%H, AT
DAD Krill, 45REW, 1E 261 nm 4 5 KL,
%€ 261 nm R R K
24 RGUEMERK

i “2.17 TUR B S AR E, LM49 11
TR B W] 7.48 min, FIRHRER LM49 7 EAMK
T8 000, SAHALIL M EAE>1.5, e R,
WETEXIRR, S5 RILE 1,

A

02468101214161820 0 2 4 6 8101214161820 0 2 4 6 8101214161820
t/min t/min t/min

1 AR A X HPLC 15

A-LM49 M HRVETR: B-LM49 LISV C-LMA49 XTI i/ J5kL
AR GG 1-LM49; 34—k 2-JURH R I 25T 5,6—H ) {4
Fig1 HPLC chromatograms of system suitability of LM49

A-LM49 reference substance; B-LM49 test sample; C—-LM49/raw
materials/intermediates; 1-LM49; 3,4—raw materials; 2—impurity of raw

material; 5,6—intermediates

2.5 SR RMITIEAE

250 ZRMERR 4 RS B IO B P 25 V0
&, HF BB RGRE N 1.0, 5.0, 25, 50, 75,
100 mg'L™" BIEWE, 4% “2.17 T (O3 skt Rt
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W, DA BE(C) I BAL KR, (ORI i R(A4) A DAk
b, BEATZMENA, [BI)H 7R K 4=37.546C-27.8,
7=0.999 9. £ FEKY], AhIE 1.0~100 mgL™ AL
PEXRR RAF.
252 KUNPR R PR R A O R £
W, BEME, 4% 217 TN (SRR
S, WA M LE(S/N) A 3, 10 (0 & . 45 5 LM49
(R B AR A IR 4 0.02 mg L™, S A W B
0.4 ng; FAREERIE N 0.05 mg L™, MHALEEM
A 1 ng.
253 FEE R EDOT RS SRER, H
F AR RE B P 50 mg-L™" RGBSV, 3%
“2.17 TR GG SATIEREIE, 1 d WIESIHERE 6
W, ZERHWIEEEE, RSD A 0.67%; B A%
W, REREERE 1K, BN 5d, HEH K
f%, RSD 4 1.08%. KUK RUT,
254 HEM BRI #AE RS 20120511)
2.5mg, 54, Ki%PE, BT 50mL &,
SRR RSt e R B L, Y. & 2.7
WU R4 0F, f e rikiile, 4581107
BI5 5N 99.26%, RSD A 0.51%, KW GILEEE
PER T
255 FEtt BOKRIE R 50 mgL'(H 5
2012051 1)K R R, 4% “2.17 TR (o i S
BERENE, e ILAE & PR 0, 2, 4, 8,
12, 24 h J¢ 3 d JEHIUETIAL, DL TRIAR 25 580 i 1)
FasetE, RSD Ny 1.46%, 45iEW, =EME 3d
(AR T T VR S TR R
2.5.6 IR BRECH H T o 2 51 [R]) —ft it
Wi : 20120511)5.07 mg, FHH R AT @ 2%
£ 50 mL . R A R IAER Y 1.0 mL T
10 mL s, 3L 9 By 20l AT L v
(100 mg' L)% 0.6, 1.0, 1.4mL, % 3, hnfEs
R EZIE, €5, 4, 4045 um THFLERIE
i, HUSEUEW, e “2.17 TR OSSR, G
SRUETRL, THECFI RS, 455K 1.
2.6 SENE

WA S 3 fk, R I O RN R
100 mg-L™" (AR B, 59 K5 2 PRI LM49 %o JIE
5.0 mg, &1 50 mL &), HHREEEIFERR
ZIBE, PEAY, WCHIIRIE A 100 mg-L™" (6 A
W, 3RS S E 20 pL vEANRAR G, il
W&, F bR A B 45 S 0 20120302,
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20120511, 20120723 HIFE & & /=54 100.1%,
99.3%, 100.4%, RSD 43 51| 4 0.56%, 0.62%, 0.44%

F 1 LM49 8 B3 E (n=9)
Tab 1 The recovery determination of LM49 (#=9)

FEabEY MANEY R/ [leRs PRl RSDY
mgL™! mgL™' mgL™" % W% %
10.14 6.00 16.16 100.3
10.14 6.00 16.19 100.8
10.14 6.00 16.18 100.7
10.14 10.00 20.03 98.9
10.14 10.00 20.05 99.1 99.8 0.88
10.14 10.00 20.17 100.3
10.14 14.00 23.90 98.3
10.14 14.00 24.08 99.6
10.14 14.00 24.17 100.2

2.7 LRl

h#%E HPLC WML EbE, Wisam T2, i
BV AR AR SAT, X LM49 AT T IR
Bl K T SR R SR AR s D,
Ht LM49 i i dit 5. 2012051105 &, Rk
J% 100 mg- L™ (¥, BURE 2 mL, JE5 6. ok
143512 mL 0.1 mol-L™" ) £5 R 80, ANFAE137 2 h,
AHIAE N, 0.1 mol-L™ A AL v b F
ZEs 1430 2 mL 0.1 mol-L™" () 2L 8 AL BV,
BB 2 h, AAIE RN, 0.1 mol- L™ 151
AR A, 1 i 30% 1 A AL A TR
0.5mL, JIFENR 1h, AHIEER. 14 80 Chn
AW he 541 E T 4 500 Lx BE FCE
72 he 4% “2.17 TN LEEREI . S50
Bl 20 FHI AR AR S 5 45 BT 40, vt HPLC J7
B ORI HR A5 AR A S 56 7 AR 1 B A
H &M= ae s EIE 3 RIF0 8, R
PR AR L =Y
2.8 HXRYFEIK

F 4 B LM49 FE 5 5.0 mg T 50 mL &,
IR BRIt e BRI, B, VAP,
R AR 1.0 mL, & T 100 mL &3,
PRSIt BB 2%, 5, 1E 0 .
R s UG R 20 L, VE B GRS, TR
D28 1R RAE A 28 43 1) i 06 o &40 g 9 i R
1) 30%. PR 2 5 R 20 pL 3 A HEAH A
TN, It T P A R R W ORI TR 2.5
o A A R €0 ) % e T 0 17 e T L
A, HESY A G xRS A Y R . 45
A3 AR A R BT B4 A 0.34%,  0.45%
H10.48%.
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N

02 4 6 8101214161820 0 2 4 6 81012 14 16 18 20
t/min t/min

02 46 8101214161820 ( 2 4 6 8101214161820 0 2 4 6 8101214161820
t/min t/min t/min

2 ERMAEEHE
A-TRIEIR: B-BAEHR: C—4AbME; D E—GIRLER
Fig 2 HPLC chromatograms of the exclusion inspection
A—treated with acid; B-treated with base; C-treated with H,0»;
D—treated with high temperature; E—treated with light
3 it

LM49 S5 T I, PRIk F AN R BE )
JRARTR A, T LM49 SHI R, 2E5R
PE, T AN pH (EXME S W) (OGEAT A 15,
B 2RI WL VR 5 K AH ) pH 2R 3.0 I, fA il
B KAy B BT, A Ok B I Tl . sl

IS, Al e R PR 4 2 T 020
VoAl oI5 28 o€ Ui 30 AH R IC EE O R - &0 - K
(70 : 10 : 20)(K BRI TS pH & 3.0).

ASZK S LM49 #EN TR P HER.
L )& HPLC Jiik, 3Ll LA Ry ks
AL T AR .
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T, A&, MWW, BRI ESOEREEEE, WH 110032 200 REZA, W 110032)

HE: BY AIZZORABEFHEZRMNMNERILEMMIEE ELLBHEEZRBY T HEF. TR ETRXELETLTH
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