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Methodological Study on the Detection of Bacterial Endotoxin in Fosaprepitant Dimeglumine by
Recombinant Factor C

PEI Yushengl, CAI Tongl, CHEN Chen', GAO Hua'", ZHU Qingfenz(].National Institute for Food and Drug Control,
Beijing 100050, China; 2.Shandong Institutes for Food and Drug Control, Jinan 250101, China)

ABSTRACT: OBJECTIVE To establish a bacterial endotoxin test method for fosaprepitant dimeglumine. METHODS The
methodological study of fosaprepitant dimeglumine was carried out by gel colt method, dynamic chromogenic method and
recombinant factor C method. RESULTS The result of gel colt method was positive in the range of detection concentration,
which did not meet the premise of the gel colt method for interference experiments. In the dynamic chromogenic method, when
the recovery ratio of different dilution multiples met the requirements of the pharmacopoeia, the endotoxin detection results were
extremely different(the difference was greater than 200 times), and the problem still existed with the use of endotoxin-specific
buffer. When the sample concentration was lower than 0.062 5 mg-mL™", there was no interference existed, and the results were
in compliance with the regulations using recombinant factor C method. CONCLUSION It is not possible to detect endotoxin
in fosaprepitant dimeglumine by classical gel method and dynamic chromogenic method. The recombinant factor C method can
be used for the endotoxin quality control of fosaprepitant dimeglumine based on the methodology research.

KEYWORDS: bacterial endotoxin test; fosaprepitant dimeglumine; recombinant factor C method; limulus amebocyte lysate;
test for interference
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AIRAFD).

BB R (0.25 EU-mL™, VL 22 B Ak
WA RATE, bS5 1707122); &R & R 7
(025 EU-mL™", T EEHREEMARAR, it
51 1803142); HEAGVE#X7(0.03 EU-mL™", &M
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Endosafe, Inc); &b UCHE — 7 B % J5oRl 25 (G &4
ZHEMRAR, #5: 160330, 160222).
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P PPN N KA AR E N 0.6 EU-mg .
H i L 2 R 75 R UE N 0.03~0.5 EU-mL ™, [A]
BRI b [ 24 A I AR HE R R AN, AR Vb IT
HH % R R 25 1 B R 50 mgmL T VAR AE A RE
o RV AT I 9T, T MVD 0.03~0.5, &k
P TSR ORI HT 7T, HRH 3 AN KM
w5 AE AR 3R 5 BE 1 XS B8 (positive  product
control, PPC), LA 5E fdf FH ] Fo ik J5 ik AT 24 it o
TP sE s .

3N AR E W R AR B 0.03~
0.5 EU-mL™" REUZTLEN, TEKBIRKH A&
FHIRESIREE, 1% 2 HERE SR RF A B VE T
6 ot (AR i (B SR, R I T vk AT B S I 1 vk
FWIT . SRR 1-3,

x1 BRETHERFRBERCEITZES, n=2)
Tab. 1 Pre-test results of gel interference test(Zhanjiang
A&C Biological Co., Ltd., n=2)

160330 160222
MVD - ARFESC RS PPC R PRC
ik RS LI g
MVDy s 60 ++ ++ ++ ++
MVDy.s 120 ++ ++ 4 Tt
MVDo. 25 240 ++ + T -
MVDy 06 500 ++ ++ ++ 4+
MVDy03 1 000 ++ ++ ++ ++
®2 BRBRETHERTRRE R TIEEREF, n=2)

Tab. 2 Pre-test results of gel interference test(Zhanjiang
Bokang Marine Biological Co., Ltd., n=2)

160330 160222
MVD M BEAE 4L B PPC FE & PPC
&R P ZhR PR

MVDg s 60 ++ ++ ++ ++
MVDy s 120 ++ ++ ++ ++
MVDy 125 240 ++ ++ ++ ++
MVDyg6 500 ++ ++ ++ ++
MVDy03 1000 ++ ++ ++ ++

3 BRETHABIABERGENFLEL, n=2)

Tab. 3  Pre-test results of gel interference test(Fuzhou
Xinbei Biochemical Industry Co., Ltd., n=2)
160330 160222

MVD MREEE  RES PPC i PPC
g5 R g5 R ERPS EEE S
MVDy 5 60 ++ ++ ++ ++
MVDy.s 120 ++ ++ ++ ++
MVDy 125 240 ++ ++ ++ ++
MVDy 6 500 ++ ++ ++ ++
MVDg.03 1 000 ++ ++ ++ ++
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FENE, WRIEFHEZ S 2015 FhGEN 1143 4
W R R A A VA A O EE R, KRR D K
50 mg-mL ™" VAW KSR A FRE 100, 200, 400,
800 ZF A5 H kAT TP S5, AR b BH M B
0.5 EU-mL™", hrfk il £E 5 F 4 0.005~50 EU-mL ™",

200, 400, 800 fi I RELE B, FF & 20 E,
SE A RA R H 200 EMBER4RES 400 %
FRRE IR I &5 22 5>200 fiF . 45 IR 4.
Fz4 FRIREFTRRABERM®=2)

Tab. 4 Interference test result of dynamic chromogenic
method(n=2)

160330 160222

Fpi *:fi%/ PPC 45 24/% )rszﬁ/ PPC 45244/%
100 61.2 24.7 149.5 16.8
200 435.9 93.0 550.5 103.7
400 < 83.2 < 105.0
800 <4 95.3 <4 51.0

—MAE LR, A B N R R A R AR A El 1)
RTFE—EERER, MXEEFISBET
50%~200%. Kk, 2182 B-#i 58 bk 5 Al & k75
1 G FFRAE RN I R E IR 58 gL, FH
AT IAE R B — e R AR, KRS E 4
LSRR BUIG R N R R R AR B
TARG7R),  Refi st b p-m S pE AN 2 AR T i G R
RN TR PR 2 A G 75,
BE— 0 S R UG, AT B A5V AR
wil. SRINES.
xS HRXEBEETHRABRERVATRE R, n=2)

Tab. 5
method(endotoxin specific buffer applied, n=2)

Interference test result of dynamic chromogenic

2.3 HH CHEFEFEEHA

HH C NFETEEEENFENTISLR,
FR 4 1 E 25 4L 2015 FERRGE N 1143 4078 PN 8 2K
BEVE AR U PR A S EE K, KRR AL B
Ji% 50 mg-mL ™" A AL RE 100, 200, 400,
800, 1600 ZAEHGIAT TP IZ6, (i B X 1
4 0.5 EU-mL™", ARk £ 7E 4 0.005~5 EU-mL ™",
SR W 6.

k6 FHACHTETHHERER®=2)
Tab. 6 Interference test result of recombinant factor C
method(n=2)

160330 160222

MR *szfl/ PPC 455/% )rszﬁ/ PPC 455/%
100 44.6 21.7 153.8 13.9
200 343.2 80.6 695.0 111.1
400 <2 77.1 <2 89.6
800 <4 83.8 <4 85.4

M 5 AT, SR GUEWUE V3R A7 A2 [ iR
P 25 U RLE BURTIR R, ASFIRRRE A% Bz 18] N 55
ANE AR ZE TR DL o DRI RE 1% dh
A& G Eh & B OE AT R .
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160330 160222
FRHi *éffjﬁ/ PPC 45 /% *éffjﬁ/ PPC #51/%
100 - 0 - 0
200 - 0 _ 0
400 - 42.8 - 20.8
800 <4 92.4 <4 96.7
1 600 <8 95.2 <8 94.5
A SR TS
Note: “~” represents the detection value is lower than the instrument

detection limit.

RIGEREW, 50 mgmL ' FEFIERZ 100
% 200 fEMRE G WL EE R 0%, REIFFLERZN
HEF o B BB, 400 £ AR 5 [ OR B 8 7H
2 WM B WHERR 800 1% AR J Ml Us R K 7
50%~200% N, £F & 24 H ot R ) Bk . A
PEHfE 800 £ A7 R AR b O AS T BB R £ 5 (R
AFHUE N 0.062 5mgmL ™), HNHFESEN
<4 EU-mL"'(0.08 EU-mL™"). i 7% i [ml i K pE 45
s R A B KT R T 4 v, BRI IR A
BEHEMEIL T, AR RN TR S RAAER
KISt FFEr 24 bt Py EE 2R AOAH DGR
3 Wit
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