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Fig. 1 Chemical structures of TE-031 and M-5
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Chart 1 Pretreatment method of TE-031 and M-5 in

serum and saliva

Serum or saliva 0.5 ml
} added I. S.
| added saturated sodium carbonate 20 i
} added ethyl acetate 2.5 ml
| shaked for 15 min
| centrifuged at 3000 rpm for 5 min
ethyl acetate phase
| added 0.001IN HCI 2.5 ml
| shaked for 15 min
| centrifuged at 3000 rpm for 5 min
HCI phase
| added saturated sodium carbonate 30 ul
| added ethyl acetate 2.5 ml
| shaked for 15 min
} centrifuged at 3000 rpm for 5 min
ethyl acetate phase
| evaporated to dryness
residue
} dissolved in mobile phase 0.5 ml
injection into HPLC

Chart 2 Pretreatment method of TE-031 and M-5 in

urine

Urine 0.5 ml

added I. S.

added ethyl acetate 5 ml

shaked for 15 min

{ centrifuged at 3000 rpm for 5 min

ethyl acetate phase

| evaporated to dryness
residue

| dissolved in mobile phase 8 ml
injection into HPLC
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Fig. 2 Chromatograms of TE-031 and M-5 in human serum (1), saliva(2) and urine(3)
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(B) Urine containing 100 #g/ml
of TE-031 and M-5
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Fig. 3 Calibration curves for TE-031 and M-5 in Fig. 4 Correlation between HPLC

human serum, saliva and urine

(TE-031+ M-5) and bioassay
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Table 1 Serum, saliva and urine concentrations measured by HPLC and bioassay
Serum ( pzg/ml)
Time after administration (h)
Method 0.5 1.0 1.5 2.0 2.5 3.0 4.0 6.0 8.0 12.0 24.0
TE-031 0.50 0.90 0.90 0.81 0.67 0. 56 0.43 0. 26 0.19 0.09 0.00
HPLC M-5 0.33 0.46 0.48 0.47 0.43 0.39 0.35 0.28 0.23 0.13 0.05
Bioassay 0.89 1.43 1.42 1.36 1.12 1.01 0.84 0.49 0. 38 0.16 0.01
Saliva ( «g/ml)
Time after administration (h)
Method 1.0 2.0 4.0 8.0 12.0
TE-031 0.30 0.39 0.23 0.09 0.01
HPLC M-5 0.22 0.31 0. 26 0.15 0.06
Bioassay 0.58 0.75 0.57 0.25 0.10
Urine ( #g/ml)
Time after administration (h)
Method 0~2 2~14 4~6 6~8 8—~12 12~24
HPLC TE-031 112. 86 105. 90 70.18 35.61 13.96 5.59
M-5 55.45 80. 49 67.93 48.14 21.81 9.59
Bioassay 203.75 247.50 134.93 91. 30 39.48 18.48
&b MmiE, MEWRIZ0.054g/ml, RiZ1ug/ml T, RER X 13
b BRI ERIHR LN, 1) B350 BRbLFFEFRRE, FEIVRIIL,
TE-O31 ¥ [z 5% O MmiE, WifH L VRIZONT, TE-031, B[, 1987
4% %E L 72 HPLC i#7% 6 UiZbioassay i TF N F il 2) Apachi, T. ; S. MoriMOTO, H. KONDO, T. NAGATE, Y.
E ATV IBIEEDOHEB L RET L7, WATANABE & K. SOTA : 14-Hydroxy-6-O- methyl-
ZORER, MiE, BEBLOROTIOEAE L HPLC erythromycins A, active metabolites of 6- O-
ETHRE L7 TE-031 & G H MRS M-50BE D & methylerythromycin A(TE-031). J. Antibiot. Sub-
bioassay (ETE O N/-IBE & BAF 2 HBBER(r=0.966 mitted publication
~0.986) A b7z, 3) RFHK%, LENE, SHaT, SBHESE #
T7:, MUEEEODBERAOEE L, ML LV mFE AEFRE KHWEX, KHEX: TE-
BER X E N EN0.8978 L U0.885 T Bt l:1 Dt 031 DA PR BE I 2B+ BB %8 (5 1 %)
ABB LN Ehb, ZhbOREH: 515 EE bioassay 42 & % KM PY i M, Chemother-
HIZZEDKREFARENMEB LI M-512KI D& apy g
Zz6hi, 4) Tsui, K. : Fluorimetric determination of erythro-
=7, RIZBWTREVFEBRXDEEA90.738TH b, mycin and erythromycin ethylsuccinate in serum
HPLC {£(Z I bioassay EDH AL TEMER R L, & by a high-performance liquid chromatographic
DI EFRPIZBVTIE M-S L EESICH S post-column, onstream derivatization and extrac-
TAHRBYOFLELTRELTBY, S%RPREIZD tion method. J. Chromatography 158 : 337 ~ 348,
WTOFHMZREPE TN D, 1978
Uk, 4B L7 ECD-HPLC 2 & 2Kl o 5) CHEN, M-L. & W. L. CHiou : Analysis of erythro-

TE-031% & CEMAHY M-S0 FEEFE & ik i3 L il
BETHBESMAVTELZFETH Y, ¢ MEENRED
WEAHTHLEEZ LN,

mycin in biological fluids by high-performance li-
quid chromatograph with electrochemical detec-
tion. J. Chromatography 278 : 91~100, 1983
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6) DutHU G. S. : Assay of erythromycin from human tion of erythromycin in serum and urine by high-
serum by high-performance liquid chromatogra- performance liquid chromatography with ultra-
phy with electrochemical detection. J. Liquid Chro- violet detection. J. Pharm. Sic. 74 : 1126 ~ 1128,
matography 7:1023~1032, 1984 1985

7) Stusss, C. ; J. M. HAIGH & I. KANFER : Determina-

ASSAYS FOR TE-031(A-56268) IN BODY FLUIDS(II)
HIGH PERFORMANCE LIQUID CHROMATOGRAPHY

TaTeo OHTAKE, KAORU OGURA, CHIKAKO IWATATE and TOSHIO Suwa
Research Center, Taisho Pharmaceutical Co. Ltd., Saitama

A quantitative analysis of TE-031 (A-56268) and its most active metabolite (M-5) in serum, saliva and urine was
established by high performance liquid chromatography(HPLC) combined with an electrochemical detector.

Under HPLC conditions set for the determination of TE-031 and M-5 concentrations in human serum, saliva and urine,
TE-031 and M-5 were well separated from organic components and good linear calibration curves were obtained.

The detection limit of TE-031 and M-5 in serum, saliva and urine was 0.05, 0.05 and 1.0 xg/ml, respectively.

TE-031 and M-5 concentrations in serum, saliva and urine samples collected from healthy volunteers after TE-031
administration, were determined by HPLC and bioassay. The results obtained showed a high correlation (correlation
coefficient : >0.966).



