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Teicoplanin M4SN I E B B3 % RET

oA ® fT-xk B K
VA Y e XV SRS BRIRR Ky —*

WAEEERERY (bioassay k) &6 N EERKE 7~ /77 4 — (HPLC &) ic &
% teicoplanin (TEIC) DAEARRIHBERIESEZMET LT,

Bioassay & & 3 TEIC ¥ B 8l £ i3 Bacillus subtilis ATCC 6633 2BREHEH & T 3
agar well BTITR -7z, MEEREHZ Y ~MMET 2 EUEFR L%, 2REBRE 2% Vv~
ME&H Tris-HCl BEWK (pH 7.4) T5EUEFRUE, flgcft L, ERBFIZMmEE
BIXURBETEREFR 0.6 wg/ml, 1.0 ug/ml T, HEEZE 10% A, TR 5% 2L
ATH-o7z, ¥ TEIC ix, & (pH 6.5), 7 s vk, 7ivh ) KE®K (pH 10) TH
HU, WL, ERBAIZ 2.5 ug/g BER) Tho',

HPLC iz Sep-Pak®CN iz & 2 EHHiH#&% 7 7Y > PAMTIC & 0 EE 6 B & T BEE
#L7, TEBRFIHE TEIC & LCmERBTH 5 ug/ml, REFTH 15 pug/ml TH-

720

Mm#E 5 X CREAKNZ BT % bioassay & HPLC ¥kiCiZ REFRHEBERTED sh iz,

Key words : Teicoplanin, bioassay, HPLC, bodyfluids

Teicoplanin (TEIC) Z~ VA > « XV L« FUKRE
#H (VT 4 HEE >y —) THF & vancomycin
(VCM) it ##EDERL 72 7 ) a_7F F REFHAH
EWET, Asors Az Assy Asesy Ass 25725 A, B
BIT Asy D6 FEHBERI» 5%, AFVY Uitk
HEO7 RN UVEREYS 07 7 2ABUE I L TERLHERN
2ET %, 2 DENEREIX VCM it L EWIHEEREN %
AL, Fechks X UHBBTHEICENRLTWSY,

AHIOEIEABERIE L IMEYENERE (bioassay
%2, BHEE 7o~ NS5 7 14— (HPLC ¥)?,
SPERA ¥4, RASA #% B XU FPIA &%® 2384 &
nTws, ULHL, bioassay #ix, HIEHE ORI T2
ZRENTRL, RFHEEN LS X CRICEEZE?
Fo o, £72, #d TEIC @ bioassay i+ %K
Bk Eh TRy MOEREX, TEIC x§ 28RN
BHLART774=T 4 VvV ERELL, ZOBEMIX
HIRB D%, 2 TCHETORFIFIFIC B 2 EHNEIER
DIz, biocassay ETIRHEKEDHE XY, ERHE
2WET 0O 2 RARREE %, HPLC %iconT
VPO 2o AR % PV e T e e R Bk R BT L 72
DTHET %,

1. RERMHE S LU FHZE

EdEE- 3]

TEIC = VA Y « ALV« FokkREt (LT
AWRr >y —) BELE L Sl 928 ug/mg (Lot
No. 86 A009) BXU, Jffi 953 ug/mg (Lot No.
009) ObDEFEHLT, HPLC BB} 5 NIEXEY)
Bizi3, 3N-(3-methylbenzoyl)-5-fluoro-2’-deoxy-
uridine %7z,

<Bioassay #%>

1. HEORE

1) t hImsk

HEHITER Y < MiE (BRAHHF) 72 3Wike b
# (Flow Laboratories, Inc.) CTHREHFEICH L
72

2) B MR

L, 2% (v/v) v=MESHE 0.1 M Tris-HCI
BEw (pH 7.4), %7213 1% (v/v) £ MOESE
0.1M V VEREEHK (pH 7.4) THFTBAE L
720

3) b

AEBXOWE I L 2PERRET 570 21T

* T 573 KOG 3 -11
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v, HEEREHECHEL 72,

EHARH 1g @EE) 1 0.012N EE 10 ml
tmx, Y b o> (CH-6010 Kriens - LU,
Kinematica) 2HWVWEREI 2 — M 2FAML 2, K E
YA —bD pH 2HWAELELF MY Y LABKT 6.5
CHEBL, XY borTEL L RBE EOSR
(9,000 g, 10 min) L, EFEEREL, tREICFER
OREXBEETR ok, WEK7E2MY 15ml %
MmaxRY b TELL@ERL, B8 (1,500 g,
10 min) U7, EEZBRER, WECHEE I ORFE
Thhot, LEERELLE, HBSEELRVED
HERBERBST PV EEFE S, WEITK S
ml Z2M2RY) borTHLLEEBER, IN BIU
0.1N KEg{tF + Y 7 ABETHREY 2 — D pH
10 KHEHB L. ATV X —bD pH % 10 HESB
nH e, 1 BERERRHE U, EO05 8 (9,000 g, 15
min) #HMHEEEIL, EH 1IN 8L 0.1N
#HEET pH % 6.5 WWHFEB L, Ti#IcKk 3 ml 240
Z ARk 2T o7 BN 1EEB LV 2 E
Bomt#g 2 2 h Zhflgic it Ui,

2. BIESRE

Erickson &® agar well 2 2HWHEIEL T, 72
72U Bacillus subtilis ATCC 6633 faF## (Difco)
DHREMBEB X UEBRE* Zh T h, £ 3X10°
CFU/m], 37°C WEHEL CHIEL 7z,

3. BEBRORE

TEIC 134 7 V2 IEREWHFER, 0.1 M Tris-
HCl &’ (pH 7.4), 7213 0.1M V) VEBEERK
(pH 7.4) THEL, #1 9 mg (Jiffi)/ml OFEE &
L7z,

Rz s 77— VI CHR LBk E, RO
< ikt bE RN & SECARL, MR
EAEEREE LTHY Y,

F#x 2% (v/v) v~MiE&H 0.1 M Tris-HCI
EEK (pH 7.4), ¥£7213 1% (v/v) t MOBESHE
0.1M V VEgiEEW (pH 7.4) THRL, RHAUER
ERRKE L TRV,

FBEEBEALIVFRLE»S5D 1 BIEBLV
2 EEOHEE 0.5 ml 2, FEE 1% (v/v) E b
mESH 0.1 M V) v BEEH (pH 7.4) THRL
FWBIL7- TEIC ¥A¥ (10 ) ®inx, 0.16, 0.32,
0.64, 1.28 pug/ml OEHEEKEFABL, 1 BEHOH
Hx 1 @EEOmMERORIE I, 2 BEHOMEEK
% 2 BEIHOMEFEASORE A,

<BE¥EEI7o~ b NTTT7 4 —E>

1. BeorinsE

1) t hIm#E

90% A%/ —N, KEhZFh 5ml BLT 0.5M
glycine-HCl #E& ¥ (pH 2.5) 2 ml T¥#HLL /2
Sep-Pak®CN (Waters) (Z 14§ 400 xl, PIE¥EYE
¥ (50 ug/ml) 50 xl B X 0.5M glycine-HCl
EEW (pH 1.8) 500 ]l BEWEZEHML, BETT
B L RS 2 RE S €, /K 5 ml THEE,
0% x%/—)v 2 ml CERLEMEBHL, 2%
[T 50°C THEERE L, Bt HPLC A%
Bl A ¥ (R) 200 pl ZINZ CHEL .

2) B MR

A¥ =N, KENFR 5ml BV 0.256M 7=
vEEE®K (pH 6.0) 2 ml TE# 1 L 7z Sep-
Pak®CN 2R 0.4 ml, PEEYEBIK (50 xg/ml)
0.1ml, 0.25M 7 = vE#&E®EH® (pH 6.0) 1.0 ml
BLUK 0.4 ml OBREWERML, BETTRIIL
BHHLEW 2R & ¥, K 5 ml THEE, 70% £
% /—) 2 ml CTHRLEWEERL, MK L FKIC
BREREL-E, BEw HPLC ABEHE A &
400 w1 ZINZ CEMEL I,

2. oEkE

TROKHETT IV Ty VTHF LT,

44 5 A - Hypersil 5-ODS (4. 6% 250 mm)

A7 LBE C40°C

Ente -

A¥, 25mM V VEREER (PH 6.0)— 7k b=
FYL (85:15, v/V)
B#, 25mM V YEEEK (pH 6.0)—7 ¢ + =
rFYV (30170, v/V)

HAR 20 ul

FiH : 2.0 ml/min

e UV 214 nm

A¥E 100% THH 7 L% Vb, REEA LFH
BICERIC SISV 200 27T BRICARK/B
#W="70:30 (v/v) L7z

3. RER

mEgstsEhcst L Tit, & b F— sk ic#i TEIC
BLLT 2 5 10, 20 BL U 40 pug/ml %, RER
WZOWTI 7 —IVERIZ 4, 10, 20, 40 B XV 80 ug/
ml ZHEML, FhFN EERDOHETREL 72, Tl
ﬁ%bf: Etg 6 }3‘},5} (A3—1 BLU A2—1~A2—5) D
¥ TEIC Bl 2RI L D ERSORMELZH
HU, 2405 0EMRICNT 2 &5 OREEYE I
WMEEE—rEREPAWCER (04 H2VIEH
M (R B/NTEC X VRERERD
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II. & £

<Bioassay ¥:>

1) & ~Im#E

5T Am¥omigic TEIC 2HRmMUEAER %2
BTHIEL, AERHEERE LR, ¥ 30% Of
ERERTD (Table 1), 7 HEEMBOKEDEL
Lo THRBEDEZNED 5hiz, Erickson 52
PEEFRE L L THLLHRE FMIET 5 HSHR
LCHIE LR, MRy 2R, 74%-
TEBEHBENTRIFMEEE R L (Fig. 1) 20
BEOEERBAIZ 1.0 ug/ml THoTz,

v MET 2 EHFRLUIBE, Fig. 2 WRTESE
HiigE o h, BEEOELZD sk o7z, 6 Fl
DFBESEE ABHKOMEEC TEIC 2HMEk, v~

MET 2 BEFRLAELER, AIERZ 10% U
T, TEIRE 5% LI TH -7z (Table 2), 2D E &
Mm% 1 ml H720 DEEBRAIZ 0.6 pg, WHRRIX
0.4 ug THotz,

2) EMR

R ERE ABRRORIC TEIC &ML, 0.1M
) RSB (pH 7.4) T 10 BERBAELE
SRR —BE T, ERELBohkdon
(Fig. 3), FEEK It M ME 2 AR T 1 % &M
L7zbDT 5 EAREBRAET 2 &, RME L REHERI
BiFz i 2R L (Fig. 4), MERMOEBREIC X
S TEEEE well KHEATSE, ANCHBR24EL
EHHUECIHEST, TEREFIIR 1 ml b7
1.0 ug THo7z,

Table 1. Individual differences in human plasma on bioassay*

Arggucrllt Amount found (zg/ml) and relative error (%) of amount added

adde

(ng/ml) Plasma A Plasma B Plasma C Plasma D
14.63 13.87 (— 5.2) 14.91 (+ 8.8) 13.57 (= 7.2) 16.26 (+11.1)
5.68 4.58 (—19.4) 6.37 (+12.1) 5.37 (= 5.5) 6.05 (+ 6.5)
1.89 1.29 (=31.7) 2.09 (+10.6) 1.62 (—14.3) 1.95 (+ 3.2)
0.38 0.31 (—18.4) 0.34 (—10.5) 0.33 (—13.2) 0.40 (+ 5.3)

*: Teicoplanin solutions for standard curve were prepared in plasma mixture. Plasma was collected

from four different subjects.

150 .
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Fig. 1. Correlation between amounts added and found
in three different human plasma samples dilut-
ed with commercial human serum.

Line shows the theoretical correlation.
@®:Plasma A, A:Plasma B, B :Plasma C
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Fig. 2. Standard curve of teicoplanin in human plasma.

Teicoplanin solutions for standard curve were
prepared in diluted pooled human plasma with
commercial horse serum (human plasma : horse
serum=1:1, v/v).
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Table 2. Method validation of teicoplanin in human plasma* by bioassay
Amount Relative recovery (%)
added Mean SD CV (%)
(ug/ml) A B C D E F
39.38 98.5 103.3 103.3 98.5 103.3 103.3 101.7 2.5 2.4
15.76 104.1 99.0 104.1 99.0 104.1 104.1 102.4 2.6 2.6
3.94 99.0 99.0 104.1 99.0 99.0 99.0 99.9 2.1 2.1
1.98 99.0 103.0 103.0 99.0 99.0 109.1 102.0 4.0 3.9
0.66 100.0 100.0 106.1 100.0 106.1 100.0 102.0 3.2 3.1
0.00 ND ND ND ND ND ND ND — -
* : Each sample derived from six subjects was analyzed by 2 times dilution with horse serum.
ND : Not detected
18r 125
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Concentration (ug/ml) Amount added (zg/ml)
Fig. 3. Comparison of standard curves of teicoplanin Fig. 4. Correlation between amounts added and found

in human urine.

Teicoplanin solutions for standard curves were
prepared in 0.1M phosphate buffer (pH 7.4)
(O), urine A diluted 10 times with the buffer
(A), and urine B diluted 10 times with the
buffer (OJ).

2% (v/v) v~Mi#E&H 0.1M Tris-HCl EEK
(pH 7.4) & TEIC 2% UERR L - BEHE i &R
(Fig. 5) && v, JEREEE ABRXRORIC TEIC %
i, FEEKR T 5 fSHERL TER L3k ER
L7-fS8R, BIEEE 10% LW, TEIRE 5% UINT
H-7: (Table 3), ERBFIZ 1.0 wug/ml, BHRERA
it 0.5 ug/ml THolz,

3) b ¥

R SEE ABROK EFRMET (pH 6.5) Kk
B, ROTT7 & b Uik, 715 Y AE®E (pH 10)
THiIH L7z, TEIC 25ML-HHEEZHEWTEON

in six different samples of human urine.

Each urine sample was diluted 5 times with
0.IM phosphate buffer (pH 7.4) containing 1%
(v/v) commercial human serum. Line shows the
theoretical correlation.

@ :Urine A, A :Urine B, B : Urine C,

¥ : Urine D, O: Urine E, []: Urine F

T-ERER % Fig. 6 WRT, #ic TEIC ®&HmE
Rk L T ERR L L, REMHER
PRHOCERLL L EOEIERIZ 67~99% ThHo':
(Table 4), KEICBVWT, BBER 1 g DIV ER
FRFAIE 2.5 ug, BWHRRIE 1.2 ug THo7,

<BEEEIa~ NS5 T 4 —E>

Fig. 7 & HPLC ¥iick 3 7u~t /I h%RL
7. EE 6 RAB L UNEEME IR T RIEFRS
BErRL, MERACLIPBEEC—7 R DS d
Stz WEEYEIINT 38RO -7 BELLD
ER L I-RERRIZ, WIThORSbIRIRERE2ES R
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Fig. 5. Standard curve of teicoplanin for human urine. Fig. 6. Standard curve of teicoplanin for human feces.
Teicoplanin solutions for standard curve were Concentration is presented as that in control
prepared in 0.1M Tris - HCI buffer (pH 7.4) feces extract.
containing 2% (v/v) commercial horse serum.

Table 3. Method validation of teicoplanin in human urine* by bioassay
Amount Relative recovery (%)
added Mean SD CV (%)
(ug/ml) A B C D E
128.0 99.1 99.5 100.4 101.7 101.7 100.2 1.0 1.0
32.00 106.3 106.7 106.3 107.2 107.7 106.8 0.6 0.6
8.00 101.9 106.3 106.9 104.4 110.6 106.0 3.2 3.0
2.00 100.0 97.5 102.5 102.5 105.0 101.5 2.9 2.8
0.00 ND ND ND ND ND — — —
* : Each sample derived from five subjects was analyzed by 5 times dilution with 0.1M Tris-HCI buffer of
pH 7.4 containing 2% (v/v) horse serum.
ND : Not detected
Table 4. Relative recovery of teicoplanin in human FhrEsEErL (Fig. 8), # TEIC BEx L T 20
f bi t N
eces by bioassay method pg/ml FHIRE O & Fs3 DOH%IZ, 94.8~101.0% T
Sample " adgen’ Recovery B ook 72,2.34~37.5 pug/ml DOPWEDRERE %
(ug/g) (ug/g) (%) ML, BBE 6 EOHE L) FEREOHEN,
A 2'21;2 2-34 73'0 ERBEEPHER LI, ZDRER, 2.34 ug/ml TOER
.84 .05 79.4 . - >
B 6.67 5.35 80.4 ﬁﬁb)’ q%”‘- A3—1 <, 7F+5}T%6 E%X. s5h
c §2§ g-(l)g 3(7)-; (Table 5), IMEFAKDOERRBRA % LHKS 0.5 ng/
o 5 % ml, # TEIC & UTH 5 ug/ml L#EELL,
D 2;3 322 ;gg REEHZ BV T b M4 L ARV T ORS b REFR
E 5:12 4:93 96:3 ﬁ”gﬁ%/:ﬁl./ (Fig. 9), [ﬂﬁbzﬂzhﬁbt’&gﬁbﬁﬂ
. gig gg; ggg RESEERLE (Fig. 10), 80 ug/ml HIIRFDOE
2:56 2:43 94:8 RO OMEHEIT 85.0~95.6% Tholz, RIAK D

Certified amount of teicoplanin was added to ca. 1 g
(wet weight) each.

VT IMAERRNE} & g U CEBRMEL 3 TIE RV,
ERBRITERS 1.5 ug/ml, & TEIC B L TH
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Fig. 7.
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HPLC chromatogram of teicoplanin at a concent-

15 ug/ml & L7z (Table 6),

<Bioassay #& HPLC #%& OFfHEI>

BERABRICBLW (BB X UREN2ZH
ZFhOERETHEL bioassay # & HPLC k& ®
MM ERE Ui, Fig. 11 8L U 12 RT &
12, MERAEEEMARE r=0.983(Y=1.088 X—0. 630,
n=169), Rix r=0.980(Y=0.918 X—1.470,n=117)
twin b BIFHEEBE S Wiz,

m. # %

Bioassay #%13, BEFONEEEE2E T 218
DOREBEEPRETIZLEBEEETHE L LY, TEIC
DENBETFMIcB I 2HELE R IHAEBEEELS
t, Erickson 5233 CICEREE M MMHBEHIE %
PHELTWSY, L LEZOREICET 3 HER
BEZEELIRNINTORY, £, BRIAESC
BOLTRMMOMENE L OfFHREC LT, 20D
bioassay IEWFEATE WS EEI WO ER
BELLELE 3, SPERA %Y, RASA &% %X
TEIC X3 2RR AL LR T 74 =74V
vELEXL, ZOHEACRBRBDD, ZITRL
X, REFREZCRE 2N, bioassay EEWE T
3L biz, mbERcROPHEEMEMLEY 7 A%
vz HPLC ®0BKERETL 72,

Bioassay #“iZB\WT, FIEIWCIE Erickson 5DF
&2 AW, REFOEBORY—H2 BT 57
DIEFEEES 37°C L L, ARCERFROBMEZHA

A, A,

(r=0.99964) (r=0.99948)

Peak height ratio
N

—_—

0.8

=4
a

o
-

=4
(5}

1

Concentration (ug/ml)

) 3 4 0 3 6 9 12 15
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£
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-
(r=0.99961) E 0.2 (r=0.99974)
. . . o 0 R . . R -
0 1 2 3 4 0 1 2 3 4 5

Concentration (ug/ml)

Concentration (ug/ml)

Fig. 8. Calibration curves of teicoplanin components in human plasma by HPLC assay.
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Table 5. Relative recovery of teicoplanin from human plasma by HPLC method

Components

As,

A,

A, Ay Az A, s

37.5  Recovery (%)
cv (%)

22.4  Recovery (%)
Ccv (%)

9.37 Recovery (%)
cv (%)

5.53 Recovery (%)
Ccv (%)

2.34 Recovery (%)
cv (%)

93.6
3.9

96.8
7.5

91.9
11.0

104.7
7.9

114.6
11.6

93.7

3.2

100.4

6.3

95.3

4.6

107.0

6.9

104.6

6.1

93.7 94.5 95.5 95.1
3.7 3.6 3.7 3.2

101.0 101.4 103.1 101.8
6.4 6.9 6.3 6.8

96.2 97.7 98.4 103.8
3.5 6.3 4.5 9.1

105.3 104.1 107.4 105.9
6.0 6.7 9.7 10.1

102.3 103.7 110.1 110.1
6.5 5.7 4.2 7.8

*: Amount of added teicoplanin expressed as total teicoplanin concentration. (n=6)

A,

LS
A,

As
A,y

A,

-l

A,

Fig. 9.

15

Retention time (min)

HPLC chromatogram of teicoplanin at a concent-

ration of 80 xg/ml in human urine.

30

¥ 77, Erickson &DAE? Tid, B2 OREICEET
ZHERBIIOVLTRELIRFEIL TV,
B4 OIS Am¥imsE % Ay, TEIC ORIEH
BErRELIER, 1 30% OHIERELBD SN
(Table 1), %7z, MO FHFERMARIC L ZHEREZ LR
BEIDON-Z L LY, MBOEEERS FRE
REOEMHIEMAERCEEEEZ 2D EBbh
720 €5 T, Mm% FDF T WHT 2 1IIRIEH
HrrEZ, < Vv 7 ADH—bEZ»BIOHK
MmE COFEREITZ >, TRIMFETHERT 52 ki
IR ERBYEEH, HEEEREL{ALLE
(Fig. 1 8& U Table 2),

0.1M vV BE®#EK (pH 7.4) & TEIC 2 &0
LCER L -G EgtEnE s nd (Fig
3), ZOFERERIFEAZREMBRCIVRLSZIL
» 5, TEIC OBBREB~AOREVEZL SN, 20D
HR O ROIME 2 EHKCHRMNT 5 2 L THRHSh
72 (Fig. 13), & & &R ABHEH I M % FRICH
Mt 22 LT, FEFMFCED S I-RALBOES
s h: (Fig. 4 BX U Table 3), MEDOTHIME
i3, IR OKINC & b R WAIERESKD T 5729,
DER/NMRE LTz,

FRB L CHEIMAME L L TSRV W HRE
N MEIE, b bOEBFORSESEEERY, AF
BRI U728, D THERILIE 2 ARET L 72,
FORR, £ MOFEEAVLRE XY BERENEY
v MEE2RALT. ELROFRICY VBRETR:
Buwiziga, well A& L 2 a8, HiERAsgish
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A, A,
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(r=0.99962) (r=0.99929)
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Concentration (zg/ml)

2 4
Concentration (ug/ml)
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Fig. 10. Calibration curves of teicoplanin components in human urine by HPLC assay.

Table 6. Relative recovery of teicoplanin from human urine by HPLC method
Amount Components
added*
(,ug/ml) Az Az A, Az Aqy A, s
81.2 Recovery (%) 95.5 99.2 97.5 97.4 94.1 90.9
Cv (%) 7.0 9.6 5.6 5.0 4.5 8.3
48.7 Recovery (%) 98.1 100.8 100.4 100.0 101.7 101.6
Ccv (%) 8.0 7.5 6.3 6.4 6.5 7.8
16.2 Recovery (%) 101.4 98.8 99.6 98.0 100.4 104.7
Ccv (%) 16.3 5.6 10.2 8.2 14.3 11.6
10.1 Recovery (%) 110.1 100.6 100.6 97.8 104.8 110.3
Cv (%) 18.2 5.6 9.1 4.7 7.5 8.3
*. Amount of added teicoplanin expressed as total teicoplanin concentration. (n=6)

KEBDANY T ABEENB I LD, YV UBY
VYO LADHBZLIBbDEEZ, ABARELZL
Tris-HCl @E®EEZHA L /2,

#» 50 TEIC Ofit%®, BT 2EB %"
S, ThVKEBKERTRE LIz, SROBEYE
WENERCHE S hAIERETH > -, B EY
EVBEORENERALE R T THERT 32 HER,
TEIC O#thHitEBDR W L DY, THEYILE
%2, HHATCEERREL BA LTz, KEHRRHICBIT S
TEIC D% %B5< 70, FERE (0.012N) THE
CFAXT B, R E L2 ORLED

pH i3 6.5 XfRo 7. ZOHEI X 2HHFIRES L
HISEREEE 2, M4, R UBVLY, HEEEcL 2
#h TEIC #EOHIE 2 REK Lz,

SEBEFK L2275 Y b HPLC ¥ T, M, R
LY ESRSOER T ZREEBII L (Fig. 7
BLU9), 1 RBLE 50 FTRENTRETD
S, ERPBEF M 5 ug/ml (Table 5), K 15
ug/ml (Table 6) & bioassay ¥ & B L TH W
28, BEHBEIHD C — 7 BE O, trough BEDH
EZDIPE, bioassay HETHERARELRREATH- T
LRIERTAIREL T2 CERLEZ 3,
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Correlation between bioassay and HPLC
assay of teicoplanin in human plasma.
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Effects of tube material and serum addition on
bioassay of teicoplanin.

Teicoplanin solutions for standard curves were
prepared in 0.1M phosphate buffer (pH 7.4) with
polystyrene tube ([J) and glass tube (O) or in
0.1M phosphate buffer (pH 7.4) containing 1%
(v/v) commercial human serum with polystyrene

(M) and glass (@).
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Fig. 12. Correlation between bioassay and HPLC

assay of teicoplanin in human urine.
Amounts excreted in each urinary sampling
interval are plotted.

AEkE, BIF L7 bioassay #¥ & U8 HPLC ¥
THREFRPHE LI BROEKICB VT, MK, K
Lh i REFRERERLLE (Fig. 11 8L U 12)
LR HEOZLUMEERLTWEEEZ SN,

B >

ARX2ERT B2 VEERBT 202w
BREXN, S/ & (vUA Y- AV SUBKRS
* BASEWISEAT M5 v ¥ —, EYEhEIeaE) MK
WERLBRH#HBL 7,
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Method examination of teicoplanin in biological samples

Yasuyuki Hashimoto and Hikaru Nagatomi
Marion Merrell Dow K.K. Development Laboratories Hirakata Center
11 Shodai-Tajika 3-Chome, Hirakata-shi, Osaka 573, Japan

We examined the method to analyze teicoplanin (TEIC) concentration in biological samples
by both bioassay and high performance liquid chromatography (HPLC).

Bioassay by the agar well method used Bacillus subtilis ATCC 6633 as the test microorga-
nism. TEIC was analyzed in plasma with more than 2 times dilution with horse serum and in
urine with more than 5 times dilution with Tris-HCl buffer, pH 7.4, containing 2% (v/v)
horse serum. The lower limits of quantification (LLQ) in plasma and urine were 0.6 pug/ml
and 1.0 wxg/ml, respectively. Both samples could be analyzed within an error of 10% and less
than a 5% coefficient of variation. TEIC in feces had 2.5 ng/g wet weight as LLQ when the
fecal extract with alkaline (pH 10) was analyzed after washing with water (pH 6.5) followed
by acetone.

Six major components were analyzed by HPLC (gradient elution method) using solid phase
extraction with Sep-Pak™ CN. LLQs in plasma and urine were about 5 ug/ml and 15 ug/ml
as total TEIC, respectively.

Our bioassay and HPLC methods were shown to have a close correlation.



