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Detection of Bacterial Endotoxin in Donepezil Pamoate by Dichloromethane Extraction
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Abstract : Objective To establish a dichloromethane extraction method for the detection of bacterial endotoxin in Donepezil Pamoate
Insoluble Long — Acting Powder for Injection. Methods The donepezil palmate powder was dissolved with saturated dichloromethane, the
bacterial endotoxin was extracted by bacterial endotoxin test water(WBET) and was determined by gel —clot method. Results The bacterial
endotoxin in dichloromethane was well extracted with  WBET, the method validation results complied with the requirements of Chinese

Pharmacopoeia(2015 edition, volume IV ). Conclusion The quality control of Pamoate Donepezil Injection can be carried out by bacterial

endotoxin test with dichloromethane as solvent. The method is simple and its anti —interference ability is strong.
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Tab. 1 The distribution coefficient of bacterial endotoxin(limulus

amebocyte lysate —1,batch number:J4811X, n=2)
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%7 As At
160 320 640 1280

N0XWANEE + + + o+ + o+ - 0.5
K8 + o+ + o+ + o+ - - 0.5A
AT - -

E =T M RARRTY BB BT BB AR ] BB
TR AT R BB R R BLE T AR,

Note:” —" means negative, which indicates that no gel formed or
gel formed, but it is inverted;” +” means positive, which indicates gel

formed and does not fall off;as well as the following tables.
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Tab.2 Results of the control group(limulus amebocyte lysate —1,batch

number: J4811X, n =2)
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A. After the vortex, the dichloromethane layer became milky white
B. There was a Tyndall effect of dichloromethane when the laser irradiated
C. The solution after vortex was centrifuged at 6 000 r/min for 5 min,

D. The Tyndall effect of

E. Dichloromethane was taken as reference

and the dichloromethane layer became clear
dichloromethane was weakened
F. There was no Tyndall effect of dichloromethane when the laser irradiated

Fig.1 Image of laser irradiation
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KA 4,8,16,32,64 15 /8 S ke PPC 21 fitiK
TR o [F) R 35 A 5 200 T PN R 2R A o i ) T, 1 —
S R B B (NPC) ZH AR , B4 Wk B A T
20 AT INTE AL 45 AR 3.0 I, B0 S TR K
HFRBEZE 8 5L A P2k A AP e Tk T
HE— 2P T I T S R 32 A AR R A

®3 ZSRETHRKEER(EiRH 1,854 J4811X, n =2)
Tab.3 Interference test results of dichloromethane(limulus

amebocyte lysate —1,batch number: J4811X, n =2)
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64 + o+ + o+ + o+ - - 0.5
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Tab.4 Pre —interference test results of test samples(limulus

amebocyte lysate —1,batch number:J4811X, n = 2)
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Tab.5 Preparation method of test solution for each group

5] a¥ B3 B AE Bk
NPC 1 mL &8 # + 1 mLBET 1K,6000r/min & Smin -~ kAR, BET AR 32 4 BBk
PPC ImL RS +1mL644,320,16 0,8 A AR A okAa, BET A RHA 32 4 A2NTA,0.50,0.25 N B A& F AR RGBS IR BIER
FREER,6000 r/min &S 5 min
PC mE N EFRERR BET k4% A20,10,0.54,0.25 A R AT R R A MR BIER
NC BET /A& LR RIE IR

ZAFHENPC  Iml ZFF% + 1 mLBET AAK,6000 r/min &S 5 min

kAR, BET AR 32 4
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Tab. 6 Interference test results of test samples
A PR ARARTRR NC NPC ZRFHRNPC A ERE
5 2A 1A 0.5A 0.25A

J4811 X PC(n=2) + o+ + o+ o+ - - - - 0.5
17001 (n=4) 44+ + 4+ 4+ R - - - - - - 0.5\
17002(n=4) 4+ 4+ o+ + 4+ + 4+ 4+ o+ e — - - 0.5
18001 (n=4) 4+ 4+ 4+ o+ 4+ + 4+ e -—— - 0.5
AT PPC(n=4) +++ + 4+ o+ o+ + - - - 0.6
1908122 PC(n=2) + 4 + 4 - - - - S 1A
17001 (n=4) + 4+t + o+ -——- -——- -——- 1A
17002(n=4) 4+ + 4+ - - -——- -——- -——- 1.4
18001 (n=4) 4+ 4+ 4+ + -—— -——- -—— 1A
ZAFRPPC(n=4) ++++ -—-- -——- -——- -——- 27
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B R AT HE B, R A A 25 2K
2.8 HUTHRBZRKRNAE

PR IR 5 1% 22 25 WR 57 0 A 5, In A & B i
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(60 +2) min IR ZE L + " N PHE AR FTE st e B 21
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PA_E R BRI 50 400 s Al ah TPl b o — S b
R 32 A A T i e S b, R A DT 8 T
WA BEIR 2 AR IR 57 HH 40 B 1A 2 2R A4



