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Abstract: A simple, sensitive and reliable method was developed for simultaneous quantification of
IMM-HO007 and its major active metabolites — M1 and MP in the blood of rhesus monkey using HPLC-MS/MS
analysis. The anaytes and interna standard (1S) WS070119 were separated using a Capcell PAK ADME
Column (2.1 mmx= 100 mm, 3 um, Shiseido, Japan) with a gradient mobile phase of methanol/water containing
0.1% formic acid. The detection was performed in positive selected reaction monitoring (SRM) mode with
electrospray ionization (ESI) source. Satisfactory linearity was obtained while the inter- and intra-assay
precision and accuracy differences were no more than 15% with high recovery and good stability for the quanti-
fication, indicating the present method was specific, accurate and reliable. The method was successfully
applied to the pharmacokinetic study of IMM-HOO7 in rhesus monkey. After single oral administration of
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IMM-HQO07 (70, 210, 630 mg‘kg’l), M1 and MP were detected in blood, while the concentration of IMM-HO07
was much lower than its metabolites. The active metabolite MP with linear kinetics had a higher exposure than

other analytes in vivo.

The results provide an useful and reliable model for pharmacological and toxicological
studies of IMM-HO007 as well asits clinical application.
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Tablel Regression equation of IMM-HO07, M1 and MP

Analyte Regression equation R
IMM-HO007 y=0.016 9 x + 0.002 43 0.9958
M1 y =0.006 35 x + 0.003 3 0.997 8
MP y =0.001 45 x + 0.001 06 0.998 2
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Figure 2 Mass chromatograms of IMM-HO07, M1, MP and IS. A: Blank Rhesus monkey blood; B: Blank Rhesus monkey blood
spiked with IMM-HO007 (2 ng-mL™%), M1 (5 ng'mL™), MP (10 ng-mL™) and internal standard (WS070119, 100 ng -mL™%); C: Rhesus
monkey blood sample from pharmacokinetics study at 5 min after asingle oral administration of IMM-HO007 (210 mg-kg ™)
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Figure 3 Blood concentration-time curves of M1 and MP in rhesus monkeys after a single oral administration of IMM-HO07 at 70, 210

and 630 mg-kg™
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Table 2 Mean parameters of M1 in female and male Rhesus monkeys after oral administration of IMM-H007 (70, 210 and 630

mg-kg )
Perameter Female Male

70mg-kg* 210 mg-kg* 630 mg-kg* 70mg-kg ™ 210 mg-kg™* 630 mg-kg*
tyza/h 417+ 142 1.37 +0.37 5.00 + 1.98 3.61+154 4.36 + 6.66 3.67+1.17
tmax / 2.25+0.50 350+1.91 400+271 2.75+0.50 4.25+ 2.06 3.00+ 0.00
Crax INQ- mL* 49,53 + 15.54 183.75 + 61.04 71.65+ 32.94 93.0 + 45.67 262 + 86.81 86.3+41.74
AUCq¢ /h-ng: mL* 286.22 + 54.9 905.27 + 274.73 476.59 + 205.6 445.64 + 348.14 1234.98 + 553.21 564.72 + 273.05
AUCy -, /h-ng: mL* 343.83 + 76.79 928.6 + 275.53 574.97 + 240.7 529.33 + 442.44 1878.12 +1013.44 620.32 + 290.63
MRTo-¢ /h 473+ 0.35 4,11 +0.28 5.86 + 0.78 4.38+0.78 3.85+0.40 6.62 + 1.85
MRTo- /h 7.18+2.13 4.24 +0.35 8.38+2.26 599+ 1.59 8.68 +9.39 7.82+1.94

Table 3 Mean parameters of MP in female and male Rhesus monkeys after oral administration of IMM-HO07 (70, 210 and 630

mg-kg ™)
Perameter Female Male
70 mg-kg* 210 mg-kg* 630 mg-kg* 70 mg-kg* 210 mg-kg* 630 mg-kg*

tyz /h 2.36 + 1.59 6.06 + 2.60 7.11+1.39 2.50+0.84 6.48 + 2.37 6.59 + 0.94

tmax /N 2.75+ 0.50 2.25+1.26 4.00+231 2.50+1.00 3.25+3.20 5.75 + 4.50
Crmax INg mL* 164.1 + 50.05 378 + 124.49 1187.25 + 597.53 222.25 + 35.85 504.75 + 159.04 1278.75 + 514.46
AUC /h-ng- mL* 792.89 + 225.44 3723.06+17485 1317277 +5817.41 1081.38+399.34 3656.89+1822.78 13632.99 + 4 641.49
AUCy -, /h-ng: mL™?  881.98+261.32 3850.55 +1805.15 13 379.07 + 5967.29 1162 +498.67 3833.01+1966.77 13 764.55 + 4675.72
MRTo /h 3.87 +0.45 8.42 +2.64 10.27 + 1.46 4,19 + 0.52 7.75+ 1.86 9.24 + 1.06
MRTo- /h 4,92 +1.62 941+311 10.91 + 1.72 4.88 + 0.95 9.09+ 2,70 9.68 + 0.90

h-ng-mL ", JEIEIKE Coe 7 B8 164.1+50.05. 378+
124.49. 1187.25+597.53 ng-mL*. MM A AR
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348.14. 1234.98+553.21. 564.72+273.05h-ng-'mL %,
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Crax 77114 222.25+35.85, 504.75+159.04. 1278.75+
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SEIGUE R, IMM-HO07. M1 5 MP ¥4 P-HEiEE
(P-gp) JEEW, v 7B 45 24 W] RE G 2 W A HE G 1 1
VLD, T8/ 254 AN HE R LD, B 4 P I 24 34 2
FIFRERER . Ak, 55— M1 2 3LRE 77 & 38 hn 4
RS8R AR B S A IRl B =g
N ZIDIR FEARSF AR, TR N 250K FE d s, B2
7~ M1 ] MP AL T BE AAEAERE 2 LU, iRl gh
2577 B S0 I BTSSR KCE, B EIML A
9 MP R ECBI T, ik — 2B A R AT .

T3 245 BRI T R 0, VAT S 4 9 BRI AR
FIEVEEAFAE—E 2R, HELZ 70 mg-kg ' 77
AR FEZ R, Wi & T KA 4 T b R 25 FGEE 46 77 =
A 2 TR 5545 B B E T 25 G aR T B (175
mg-kg ). AHF TR, 5k B4 & B A
T IMM-HOO7  Je JL AR 7™ 4 £ A5 70 5k A I 2459k
JE AN 55 R A IR ARG = (70 mg-kg ™)
IMM-HOO07 5 MP 14 P % & 541K T 4 2 1 B 1 IRAIC T
& (50 mg-kg) IMM-HO007 j& MP ZF &, MfEm
1 R & 77 (630 mg-kg t) IMM-HO07 5 4 2 i i
FR S5 (450 mg-kg Y) IMM-HO07 & MP %
A, $EoR R E AN [F T E 304 B A ) 22 R A
IMM-HO07 J AR = W4k 4 5 5 5 5 24 3t vl e
FAAE—EAHRYE, ML Frdt— B 5t .
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