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Study on Bacterial Endotoxin Test of Cholesterol

CHEN Chen, ZHAO Xiaoyan, PEI Yusheng  (National Institute for Food and Drug Control, Beijing 102629, China)

ABSTRACT: OBJECTIVE To establish a bacterial endotoxin detection and control method for insoluble excipient
cholesterol(for injection). METHODS The bacterial endotoxin quality control method for cholesterol was established by
screening the organic solvent suitable for cholesterol dissolution and screening through 9 methods to eliminate the interference of
organic solvent and cholesterol to the endotoxin test. The detection conditions were as follows: cholesterol was prepared with
anhydrous ethanol into 20 mg-mL™! solution, diluted 100 times with 0.5 mg-mL~! polyoxyethylene(35) castor oil solution instead
of bacterial endotoxin test water, and detected by kinetic-turbidimetric assay of endotoxin test. RESULTS The recoveries of
the kinetic-turbidimetric assay limulus reagent from two manufacturers were 50%—-200%, and the values of endotoxin were all <
0.1 EU'mg~'. At present, this variety could only be tested with the most sensitive reagent from one manufacturer when use gel
method. Therefore, cholesterol detection by gel method was not recommended. CONCLUSION A kinetic-turbidimetric assay
for the determination of bacterial endotoxin in cholesterol(for injection) is established for quality control.
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Tab. 2 Interference pre-experiment of 9 different dilution Tab. 3 Interference pre-test of samples diluted by 4
methods different methods
PTG BT 1 TG R LR
152 B VTR Wl o pgpn WELZREN A T E R AEY LA
L = L el B L T VO P VO TN
AR R TR 6T FH A5 BT BAR A5 BRA T i PPC AW PPC e PPC
T G T —_ —_ JiE A 110171001 - ++ —— —— —— —_
ST K PPC 1+ _ 10171002 ——  ++  ——  —— -
2 MG a6l T -= - 110171003 ——  ++  —— - - -
PPC - -- JEEB 10171001 —— 4+ - o - o
3 20%AIMAEE K P[T’C - - 110171002 ——  ++ __ __ - __
T T 110171003 ——  ++  —— - - __
4 PBS K ore - Jrkc o 10171001 —— o+ —— o= oo
5 ImgmL'RBEZ K T - _ 110171002 ——  ++ __ __ __ __
¥ (35) B W PPC  ++ - 110171003 ——  ++  —— - - __
(EL35) HE:D 110171001  ——  ++ __ __ - __
6 0.1mgmL' FH K T _— __ 110171002  —— ++ - - - -
2 W (35) H B PPC  —— —— 110171003  ——  ++  —— - -
WI(EL35)/7K W =7 =Bk 7 —FAME.
7 01lmgmL! BE 0lmgmL'EH T -= -- Note: “~"—negative; “+ —positive.
ZWGHEIR  meswm PPC - -
(EL35) i(EL35) PLE 4 Fh 5 A AR (VT 22 B i AR W) A R A
8 05mgmL!EH 05mgmL'RH T - - _ . - \ ¢ ~
ZHOHER oS HR PPC - A )% AR A REHERR T4 . I ARSI E &M
o MmO T BRI R AHUEE(0.03 BU-mL )i e 1 24177
ImgmL'R%HZ 0lngmL! RE T - - o . A
WG ER  ZmesERK PPt - U T GAE y— M AR, AR
EL35 JH(EL35 - N . ey .
L ULER) FLEARR, M2 FEI . — ey ik Iy ik
e T-RESHEH; PPC-PRPEREAN XTI =7 s “+7 —FATE,

Note: T—test sample; PPC—positive product control;
“+”—positive.

WY LRGSR, H 4 oy, @l
FH LT 2 B S A= A B ) 1) 3 7 ki 6 T+
o, BAE: 25 H 0.5 mgmL™! EL35
B2 IR 8 F5(WHIFR AL A); 6 1 mg-mL™ EL35
Fi kB 8 f5 - H BET /KFakE 8 f5(MiAk ik B);
FH A BGRB8 A% 7 FH BET 2K i B B 8 1 (7
FiE C); e 1 mgmL! EL35 ke 8 f5HH
0.1 mg-mL ' EL35 i B 8 f5(fAiFx Jrik D), H ik
4 Byl AL AR A A R W) 3 5RAT
EET . AR 5 MRk, i 2 4
I~ R #ARFHR A T
2,14 JriEIE MR E AR AR N R KA
B AR RN PR, NAER 2 AT RE
AT 3 RS AT T, PRI 2
(oK OB AR RS, dHl A 20 mg-mL 8
FEfh PPC SRHL 10 pL 400 EU-mL ™' N7 EAREIR
IAE_ER G A 1 mL JH R B (20 mg-mL™)
P G 4 BRI, XT3 MR AR
FAREREAS , 3 AN K E R R T, B
LR T LR HERR TR R A S0 ik, S as R
H1 3 AT FKERFIBAIMAR I A BAYE, BRI Yy
S BAE (5 3 AU S i i ELAAR S SR LR 3

-84 - Chin J Mod Appl Pharm, 2023 January, Vol.40 No.1

“—"—negative;

MBS =2 A~ Z R R, 5 H AT
Ff HBEAE R 1 AT 5 A e R SR A AR A T A
S B W N = AV B R i B iU S
2.2 JEREEIE

2.2.1 bR SRR R rp E 2
2015 4FERRPUFROI 143 20 P B R KA I P br il
gyl fEtikse . AualEii i 3 N K
JER AR L2 T A WA FRA L, AR
AARFIABR A, TR A R A R A
A, giR R, £ 10, 1, 0.1, 0.01 EUmL™" 4
AR PE BRI 2, 3 4T R A R AL
(HILEITESY 3 0.999, 0.997, 0.999, #ikH|
PRI T AT SE PRI IR R A, T T AR N
BRI,

222 TR SR B SY, R
BREMIXT R T A R LN (35) B /1L
BT A MU AT

2221 HEMEWEAECE HBUHEEEZ) 400 mg,
HIE/K CEEBCH A 20 mg-mL - AW, BRI
2| 60 Ch R, il 5 At F

2222 WRifEMZm B HUN R E S e, H
M NEFERERAEHKERES 10, 1, 0.1,
0.01 EU-mL™" 4 MREE, BANMEE 2 4 FA74L,
A Bk AR

I 252 2023 4F 1 158 40 555 1




2.2.2.3 Hf MVD 1t A3l MVD=LxC/A
Horb L Ay E T3] P 1 240 7 P 25 %R FRAE 0.10 EU-mg !,
C Jg NH [ At (b 5 MR AR BE 20 mg-mL™!, 4 AR ifE
2R FRAK S MR EE, BT 0.01 EU-mL~ (bt #3057
ALK P R VS FEIAE 10~0.01 EU-mL ™),

U] JIF[5 B /) MVD S8 MVD=0.1 EU'mg '
20 mg-mL'/0.01 EU-mg'=200 1.
2224 FEIEWAIHIE B 0.1 mL AR R
FIA 0.9 mL #) 0.5 mg-mL ™" A LM (35) B Rk
VW, RIS BT R 10 AR R, IR
0.1 mL RN 10 F5FBRINA 0.9 mL 1Y
1 mg-mL™ RBE LG5 EMMKER , RS2
R4 BREBRHEENEELE

Tab. 4 Bacterial endotoxin test of sample solution
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110171001 96.6 <1 <0.05 327 / / 927 <1 <0.05

110171002 100.8 <1 <0.05 36.0 / / 114.4 <1 <0.05

110171003 98.2 <1 <0.05 34.8 / / 98.1 <1 <0.05
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