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RRWRHBEMO C. trachomatis © i+ 5 HBAEWE
# (UFHEHE T 2) OWERIZ>LTRE L.

L % F

1. C.trachomatis %k

C. trachomatis DY RII2BEICH#" L1z HeLa 22941
T MM L LIRS R T,

7K 24-well dish (Becton Dickinson #:, Oxnard)o
% well ThEREE 13mm ORBIERA A~ 2
v, 7 (Lux 3, Naperville, +—=/ , 7 2) ¥ Ak,
3x10° > HeLa229 #RA% LM LT 10% 4 KB M
1 Eagle Minimum essential medium (MEM) #titsic
X b CO, incubator (3T 20 BERIER L7z, $Eitbes:
#%, 30pg/ml © DEAE-dextran (Pharmacia 3, Up-
sala) % &% L1 Hanks #43%M LT 30 HMBRICK
B L, MRREEMNLL X o Hanks ¥kBRE: Lictk,
% well P3o> HeLa 229 #MAI C. trackomatis BEM#k
&1 SPG (Sucrose 0,075 g/ml, KH,PO, 0.52mg/ml,
NagHPO, 1.22mg/ml, Glutamic acid 0,72 mg/ml) #
% 0.1ml §gAliL, dish =k 900g (2,200rpm), 20°C
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T 60 SMMEL Lico SPG MikPR: L xtk, THIE 109
ANk An Eagle MEM Y% iitnL T, 87°C,
€O, incubator [4°C 48 NEMKEK L 12,

2. WRINF

Tetracycline (TC) (Lot No, 48396-338 ; [ AL ¥V
~), Minocycline (MINO) (Lot No,48893-0586 ; fi
kv ay-), Doxycycline (DOXY) (Lot No, 408~
580005 ; a7 » 1), Erythromycin (EM) (Lot
No. 36176 ; A [ AMK), Midecamycin (MDM) (Lot
No, MOMWS-03-1 5 W] if: ] #0), M)
(Lot No,JSM-B291; (li,2 /3% %), Clindamycin
(CLDM) (Lot No.619PY ; [147 , 72 4 »), Lin-
comycin (LCM) (Lot No.510SP ; [147 5 7% u ).
Rifampicin (RFP) (Lot No. 1308 ; f ~#), Ofloxa-
cin (OFLX) (Lot No.10-101 ; 4i—$4#), Enoxacin
(ENX) (Lot No.3515; ) [ 4 B4 %), Ciprofloxacin
(CPFX) (Lot No, 958396 ; -¢ { = A #fh), Norfloxacin
(NFLX) (Lot No,04Z8170 ; # % % %), Nalidixic
acid (NA) (Lot No.50 AA 33 ; #fy ), Ampi
(ABPC) (Lot No.PAMC-4 ; WJ#®#0), Piperacillin
(PIPC) (Lot No. OB 523 ; G{ILI{L"7T.%), Celmetazole
(CMZ) (Lot No.185 k), Cefoperazone (CPZ)
(Lot No. OG 636 ; 7¢iLH{L2#T%), Latamoxef(LMOX)
(Lot No.CDLO1 ; 4¥f%3%), Tobramycin (TOB)
(Lot No,9MT 02 A ; $¥F#8U3), Streptomycin(SM)
(Lot No.SSMC-5; B} ifi 8 %), Gentamicin (GM)
(Lot No, USQ-GMC-0-M-6218 ; SiBFEMA) O %10
W e o FOR Y RIEREACT S L T, 1,000
pg/ml OPEHERIFR L, —20°C (ZORESRTF L1 7
. ERAKCTEEOL DTV T, o LH#EY
TR LT, TORBEATHERLT —20C =
WHEIRAF Lz ShOREAENIEN LT, SHic2
{ERFRIITAN LT HREEICIE L TRV,

3, C.trachomatis $t AthOBE

a) LRGSR

AR EEECREY LItk dicn =AY, 7
) RESIERW (PBS) THE LT, 9.5% =4/
—~ AT 10 AMEER, FITC B C. trachomatis <
7 7% =3 A%k (MicroTrak™ Culture Confirmation
Test ; DaiSyva #) % Jil\ = UEGOCHUH L HiF7 L
2o WESHEH (Nikon , VFD-R) =X C.tra-
chomatis ¥ APk B 2B L1z,

b) EE

THAE A D (FRICIE A=A , T L 2% Fas
1 I (Ladd #, Burlington) T 2 W§MIf
FLT PBS & Ah, —MHEL, 1% +2:v Ak

Josamycin
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(Merck #:, Darmstadt) T1WMEE LI, =2/
—a (EhEh 50%, 60%, 70%, 80%, 0%, 9%,
100%) THRAMALT, FRELVY AR EAF (B
KoMK, KBO TRAL I, SRO TRV otk
41 I : Epok 812 (LB %, WHD, K\ T Epoksiz
iaMm, a7 i 7 e b 4 (2088, LKB#,
Bromma) (= X ) BV fFRLT, Ba. 7 7 =4k
Lol Wit L 1ztk, S FBRM (AART, JEM-
100S) iz X b C.trachomatis ¥ Atk MEK L1z,

4. YUKk

a) LAY nng 0]

C. trachomatis D/JUW-3/Cx ##¢k% HeLa229 @iy
i~ 5x10* Inclusion forming unit (IFU)/well ML
T, IR R L1 L 20 REA
LT OHRALEM LB a0 28 ) il Hl
& LTt MINO ZBARETEhXh 0.16, 0.08
0.04, 0.02, 0.01, 0,005, 00025 pg/ml E#BLok
C.trachomatis 3 %M MEM SHeIcim L1z, C.ire
chomatis {71 48 By HEH X REE L XM Th
Fhiz X b C.trachomatis AL B% LIz, ik v
+ e~ & LT MINO Opg/ml, T/cbhb PBS Hfin
EN 2 ERS Nt 2 (s

Ff:, 258 ) OKME MBI T 48 BRIy
Bk LC 3Gk, C.trachomatis % Hela229 @il
2L SPG it 0.1ml iz LT, Thifikic Hela
229 MIRIHEML T, EMALZEELVERT 85
TR L1z L0ico LT HgsEReds 1 0 C
trachomatis ¥ Atk i A 21z,

IO ORI La) I2KSE, DEAEHOENN
W2 C.trachomatis fi: Wikt & L1=o

b) C.trachomatis DM

C is D/UW-3/Cx B 5x10
IFU/well #:5 5x10° IFU/well ¥ T10 {2 & 5 BRI
xTHEML, ThFiuzisueT MINO RRRBET
0,08, 0,04, 0.02, 0,01, 0,005, 0.0025 ug/ml k%3
L 512 C.trachomatis 55 %M MEM S0 M LI
AEMRICEL TR S R AR EERXREE
TWELTHBE LIz, ok, HABRORBSVTL
POLIBERIFAI KT O #RE L, b{RE~
BEFL L, SO—REFE 1.3mmx0.9mm K
LTH0, FRAECREhER 10 RFCOLTOHA
HHRPE L TP LI,

SO GRE L) CESE, UkoRgTE C
trachomatis DAL 5x10° IFU/well & L1z

©) &P OV NWE

C.trachomatis DIUW-3/Cx #, L./434/Bubo 02
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MOEMBEEThEh 5x10°IFU/well 28 L C, 1M
HH I AMBERIEN Y Th T hRFRE T 81,92 ug/
ml 2 & 0.0025 pg/ml ¥ T 2 f% # MK ¥ (81.92,
0.9, 20.48, 10.24, 5.12, 2,56, 1.28, 0.64, 0,32,
0,16, 008, 0.04, 0,02, 0.01, 0.005, 0,0025 pg/ml) T
C.trachomatis 553 MEM SHEIC DN L1eo WTHEAE K
REITX D 48 M ICKT B C.trachomatis B Ak
BRI LB/ BRI A BE L, - b B
#H o C.trachomatis (=¥ % Minimum inhibitory
concentration (LUF MIC) & B Lo

. ® "
1. HEM O C.trachomatis (=¥t 5 YU ) L
a) SRR

avbr—ak LT PBS DA KEML THEM LI
ML\ BT 48 BEMIEIR Shicb oo 20T, C

C.trachomatis Bt Athn' Mgk S htc,

C.trachomatis {i: % 20 NSNFR:H L Th o iM%
WA L2 IiE, MINOO.16 ug/ml DIz s\ T
LI ROBEC LV EDOAES v b e —nicl
BLTNIVLDOD, avbr—LbREALIKIILIY
7\« C.trachomatis 34 Afkn'% 60Ttz (Photo. 3,
o LovL, MEARTIZC OB AKORICE v ko —
A TABRANL S 7z BB R HHERT, WAL
THiEh K& RB ALK 2hAB R, B DOABIL
BALLC, BB L2 RB T (Photo.3, 1) 2>
T FHEMIC X D C.trachomatis AL 2 Hh
femstzo C.trachomatis Mtk 20 FsMER L ThH o>
MINO #¥ifn L1#43, 0.01 pg/ml LUF ORI TR
KTy be = LREFRICRM LI EB 2Bz S h
#2 (Photo. 4),

HA XLt By
Lk, EEEEREETRRBRECHREX LR TS
HOHAGNALRI: (Photo. 1, %), WEATIX Hela
29 MRDELER L THRRTNICK & fel Akniae
o EORRRTEFEENIRL, 22 PHTR 2 v A 1
F#¥§ - Elementary body (LLF EB) 2% M# L
TkY, EB LB U- T HEHAN TR FEEON
Reticulate body (LAF RB) 326 htc (Photo. 1,
%o
C.trachomatis O BME I HEA ZEHM LB
i, MINOO.02 ug/ml LA &P HE Tl B R
THHABRALR Y, FLBHIC L HHAGOREL
TRihoto X LT, FHEMTY Ctrachomatis HA
HREBRIEH > 70 MINOO. 01 pg/ml Tik EHEM K
RETHAGLNLDN, TOTWHEG TRHAGOLGE
Ravbe—ATRLhicbOEniLh RicH, HAK
WSS, L@HTHET XPFAD RB LiBbhs
HFVRBR TH o720 L L, —Bicavbe—nT
DHAGMIIZH G R Tt & Rk EB OFFENBE
Shic (Photo,2), £ LT, ©ORETRHEMICLY

b) C. is DEMEIC XD

C. is D/UW-3/Cx &5t 5x10
IFU/well ic 51, Tix MINO # 0.08, 0.04, 0.02,
0.01 pg/ml Tid HBUNREET HALHLL AT,
0.005 pg/ml TIZLHFFT2 W, 0.0025ug/ml Tiz P
HFTLEOHAGA AL R, 5x100IFU/well i35t
Tiz MINO i 0.08, 0.04, 0.02 pg/ml Tiz ¥ Afhs:
BT, 0.01pg/ml TIZEHEF 1~2 @, 0.005 pg/ml
TILEHEF 11 A, 0.0025 pg/ml TiX{GHEF 21 EOH
AfBiA Stz 5x 100 IFU/well I35\ Tiz MINO &
I¥ 0.08, 0.04, 0.02pg/ml Tiz HAMN Ao,
0.01 pg/ml TixfGHEF 8 7, 0.005 pg/ml Ti iGHEF0
{8, 0.0025pg/ml TIZEHEF 48 WOHAUNLLR
2o 5x104IFU/well i 31+ Tiz MINO I 0.08,
0.04, 002 pg/ml TRREHLHGREF 1~2, 3~4, 3
DHABRHE (i) »AHh, 0.01pg/ml TXEH
¥ 50 f8, 0.005 pg/ml Ti2GHEF 213 M, 0.0025 pg/
ml TIEHRE 94 HOHAKNAL AL, 5x10°IFU/
well {35\ Tix MINO I 0.08, 0.04, 0.02 xg/mlT
BuFhy BRI~ 1 HO HAGRYH, A S h,

Table 1 Number of inclusion bodies of Chlamydia trachomatis (D/UW-3/Cx) by direct
immunofluorescence staining, using anti-C. trachomatis monoclonal antibody

Tnoculum size |

Concentration of minocycline (ug/ml)

(IFU/well) [ 0.08 0.04 0.02 0.01 0.005 0.0025
5x10 0 ) 0 2/all fields | 1/all fields
5x10° 0 0 1~2/field | 11/field 21/field
5x10° 0 0 8/field 30/field 48/field
5x10* 1~2/field | 3~4/field | 3/field 50/field 213/field 94/field
5x10° 0~12/field | 0~12/field | 0~17/field | >250/field | >250/field | >250/field

IFU=Inclusion forming unit

(one field : 1.3mmx0.9mm)
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Photo. 1 Inclusion bodies of C. trach observed by fi i 200,
left side) and by electron microscopy (right side) ot 48 hours post inoculation
in HeLa 229 cells, cultured by the medium without antimicrobial agent.

Many elementary bodies which contain the central dense nucleoid and several
reticulate bodies are seen in the large inclusion on the right photograph.

Photo. 2 Inclusion body of C. trachomatis obser-
ved by electron microscopy at 48 hours
post inoculation in HeLa 229 cells,
cultured by the medium containing 0.01
ptg/m] of minocycline.

Appearance of this inclusion differs
from that one on right side of Photo.1,
but a few elementary bodies (arrows)
are seen in this inclusion.
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Photo. 3 Inclusion bodies of C.

observed by fl (200,
left side) and by electron microscopy (right side) at 48 hours post inoculation
in HeLa 229 cells, cultured by the medium containing 0.16 pg/ml of minocycline
from 20 to 48 hours after inoculation.

on the left ph h

are i
side of Photo.1.

from those one on left
Most particles of C.trachomatis are abnormally enlarged or
ruptured reticulate bodies, and no elementary body is present in this inclusion
on the right photograph.

5ym
Photo. 4 Inclusion body of C.trachomatis observed by

electron microscopy at 48 hours post inoculation

in HeLa 229 cells, cultured by the medium con-

taining 0.01 ug/ml of minocycline from 20 to

48 hours after inoculation.

Appearance of this inclusion resembles that
one on right side of Photo.3, but several ele-
mentary bodies are scen in this inclusion.
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Phato.

5 Direct immunofluorescence staining,

monoclonal antibody (200 ).

Inoculum sizes of C. trachomatis are 5X10 IFU/well (upper), 5x10° IFU/well
(middle) and 5x10° IFU/well (lower), respectively. The antimicrobial concent-
rations are 0.01 rg/ml of minocycline on the left photographs and 0.02 ug/m of
minocycline on the right ph of
inclusion by minocycline is most clear, when inoculum size is sx100 IFU/well.
Many particles of C.trachomatis are present all over and the clusters of particles
are seen like inclusions, when inoculum size is 5x10° IFU/well.

using FITC-labelled anti-C'. trachomatis
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0,01, 0.005, 0.0025 pg/ml Tiz\vi*h b HHEF 250 &
MEDMAGRZ LI (Table1),

5x10IFU/well M LIRD BEREREETIEF
HEhBHAGE DIz e, & MINO REFOH
ABHBRABO D> & ) Ligh ot (Photo.5,
BE. %o

5x10tIFU/well 3 XTF 5x10° IFU/well 28 L7:B¥
ERHFAGRR DRI BB/ MINO MBI 0.02
pgiml LFIETRALTH - ho0t, HAGHRMH OB
5x10'IFU/well OHABETHY, SORMETHA
HHROFK RS BAICE ST TS > k2 (Photo. 5,
HBE, o

5x10¢ IFU/well 3 X 0% 5X10° IFU/well 4 LB
ERHAGO R HESh TS EAbh3 MINO
BECETS 2412 SHD C. trachomatis ¥ F 1k
ELTEY, Lnd, To—HIkLTIEE LT

NEXDHAhL FE¥LDLL Abh (Shi #A%
BHRE KL, HAGO HRr ZIERT B 12
(Photo. 5, Tk, #)s

2. ZMHAWHK O C. trachomatis \=%i+ 5 HMNWE

#MAMHD C.trachomatis DJUW-3/Cx #, Li/
434/Bubo HRixi¥ B HM A & FEEFICWE LT, MIC
ELTHERLI,

C.trachomatis D/UW-3/Cx Hizxf LTF b 541 7
Y v REFZOTRORK L RFLABI LR Liosd,
E0%T TC ® MIC (2 0.01 pg/ml THh, MY AEF
AENEH LTV, MINO # FhickuTx D,
DOXY T3 0.04 ug/ml TH 1o 72 7 54 FHREH
T EM 0 MIC i3 0.08 pug/ml & H@et REF I BN
B LI <7874 ¥ RBUEFTHD CLDM,
LCM (3 ¥h¥h 1.28 pg/ml, 5.12 pg/ml LHENHFH
Brotio €U Ky HRIER T2 OFLX 0 MIC

“Table 2 Minimum inhibitory concentration(MIC) of antimicrobial agents against
Chlamydia trachomatis (D/UW-3/Cx or L1/434/Bubo)

(Inoculum size : 5X10° IFU/well)

MIC (ug/ml)
agents
D/UW-3/Cx L,/434/Bubo

Tetracyclines

TC 0.01 0.02

MINO 0.02 0.02

DOXY 0.04 0.01
Macrolides and its derivatives

EM 0.08 0.08

MDM 0.32 0.08

™ 0.32 0.16

cLDM 1.28 0.64

LcM 5.12 2.48
Pyridone carboxylic acids

OFLX. 0.64 0.64

CPFX 5.12 1.28

ENX 5.2 1.28

NFLX 10.24 256

NA 81.92 20.48
Penicillins

ABPC >81.92 >81.92

PIPC >81.92 >81.92
Cephems

Mz >81.92 >81.92

cpPz >81.92 >81.92

LMOX >81.92 >81.92
Aminoglycosides

TOB >81.92 >81.92

GM >81.92 >81.92

sM >81.92 >81.92
Others

RFP 0.08 0.04
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# 0.64 pg/ml TH-PLisME, CPFX, ENX Tt
hb 5.12pg/ml, NFLX Tt 10.24 gg/ml, NA Tz
81,92 pg/ml Eni H FUUBNTH T B-F 2 X &
FRES, 7/ 73y FREFO MICZLFh
81.92 pg/ml LA ETH 120 £ DI OYIMH & LT RFP
® MIC 12 0.08 pg/ml & HALH R EF I AWM XTR Lo

C.trachomatis Ly/434/Bubo ¥Ri %t LC 7 b 244
7 ) Y REFIZOR D LT hORK L BEF AW LR
L7ept, DOXY o MIC 510,01 ug/ml THH, Bb K
iz AN % A LTk bH, TC, MINO Tix 0,02 ug/
ml Thot, w2774 FREFTIE EM, MDM
MIC 12 0.08 pg/ml & LL@) BT 7o UM 7D %R Lchs,
CLDM, LCM ixth%h 0.64 ug/ml, 20,48 pg/ml &
HEANGEr o, EYFvarivBRARE TR
OFLX o MIC 7 0.64 pg/ml Th~7ett, NA TIX
20.48 pg/ml EM I D BVCHABD TH 10 p-3 7 2 4
REH, 73/ 2793 FRESDO MIC ix D/UW-3/
Cx (koBA LABICVTHL 81.92ug/ml UETH»
725 RFP @ MIC i% 0.04 pg/ml & BEFI BN R L
2 (Table 2),

. % S

C. trachomatis VX A TH5Ht THI Lic\ Teb—RAHEE
LAk MIC EEITTECTH 5, Sh¥ THERK
GHoOREFRICKT S in viro TOREHRERE LT
2l 2 OFFETO RBES ATV BE, WThoKE
1M TERAR TV, ¥7:, C.trachomatis (2% DO

MINO % ¥ifn L7- & ICix SIS E O 3 HilkV RED
MINO % 4TV rbod, HEEEREE
TRiMEERE Bbhd AN ALK, TORED
MINO ni—R&ZH & BHh 5RMER LI LL, &
DR ORI ABIEEUEREETIRRITIE L
DXHT intact O C.trachomatis HF ¥ KA TV 540
ERbhton, RBIC5MR»O12=2 v be—r1T48
Mg Ao A kL 22 BORL > B Ak
T, MEMEEXHT DL END C trachomatis EB 3% %
LTS EnBbhtitatio £LT, SO
LI BREEO BRIZL T RifFHbhic, LEX
b, FITC MMM C.trachomatis €/ 7 = — A iffe
AV THERXREELNT LIWS, C.trackoma
tis {FH ERHME T LTS &b AROAR SR
BET 50, intact OBAKLER LA LRFILBTC
REZATLED S EAHFI LI, Licais T, HEH
@ C.trachomatis \=34+ 5 HBHIZOL
SR DOHEMEFMIC X > TIXFERF IR
BOBEEGAT BT EODBENLDZ Lnibdotz,
1 &LT4@E, C is 5 EB
DRI HD L EL WD EMER &, KA RB D
£ TB X2 bR HEE 20 BEO 28 Y
L WIEICRLT 48 BMEICEREXREE
b C.trachomatis # Ao Bls Zohix
Vs MINO M 35 XU M T C. trackomatis ¥
AfEpiabhis iy MINO BEEL, HEITHELTR

F 4 7 vtk T EB & RB LW52 3
b, WEXHAEAICHT D RIS RirDEFL LR
%o Ebic, C.trachomatis Mk, & ORMICHEH
EHEFEMTHE EHRVONLS AL TR E A

FcxoC is EB 2% 5 gt b MINOR
ERVThi—H LT v ABARMESAY Ctro-
chomatis 9 20 Byl & LB TIXBEALER L
WR Y C.trachomatis EB OFELHB TR, —
7 % C. is BT L LI

Tuwismat, Thpx, HEHO C is 1<
T B ABDREEZEAN &b icHi— S hryiksti
LORRRTH B,

RELPHA Lo HEH D C. trachomatis = 5+ %
HREHUEECOVTRH LEBBIRChE T2 s
ThTieb §E, FHREEHEREE L TR
HMFEEFABCHETT 5 & i X ) BRI ORI
DUTHE L, HEMEREE S BRENLIEE

AITXBHATO C.trachomatis EB D&, EEAXR
BETOHABOH RS XOBEETO C.trachomatis
HABOHJED TR —H LT B0, BRLE
BT, BEEL L THEREXREEOLTHE
#9ic C. trachomatis EB fi4&sihn Y, C.trachoma-
tis EB 74 bhie < 7o 58 MINO SEEA I HE
TR THoTo LicdiaT, HEHO KM% C

B3, T X% C.trach is A DI
#H, EO¥E intact O C.trachomatis T OXE H
ZEHRT 5L O TRV AREN BB EHE LD TH
%o W, C.trachomatis HHk 20 BRI 5 MINO
0.16 pg/ml R {FR I ABED M T ORI ¥ RIE
Uteo C. trachomatis FERETEH IR LA AITI20. 02
pg/ml o MINO BT HEgEMAREKIC X D HAK
OBEpADRED T b O B, HH 20 BHEE»D

is M & LIz4ED MIC MEK2, in
tact © C. is » EB g KRE
A THECES LBT 5 EXREOFHAIL X HHE
Lic,

4@, C.trachomatis DEMBEN > 48 BRAEHR
ZfFA SR THAGOMRAMIE S h 5 ROMEARE
EWET BT LI X ) AWAD C.trachomatis 1T
BREN kAl WKL, HAEHI2 72 HILLE &F
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1~ 28RIhTe ) B RS Shd, LicaiaT,
HEHD C.trachomatis \= 435 HMH LR BITHI
»Th 72 BEMILL BRI A (E A SR 0%,
AWAOBKLRE X VKRBT RERABORD LD L
ZxbhBo LaL, 72 BMZEVWL Th L Cira-
chomatis D SEREBT LWEITIL HAGASBEHLTL
U, MECRHTER > TLED, ThPLER
#RVe MIC BRI, RO C. trachomatis i=xf
THREN LA DD ) REUNOREA STk 2%
Hhi,

C.trachomatis D/UW-3/Cx #Risstko> 8l ik > bt
TR, TOEMELE LT 5x10°IFU/well 23 Atk
BRI T B AEROMHHS RO BETHY, “hXy
SieBETLSBE THLRBMNWBHITILES 202 &
Hibhrotte 5x10VIFU/well Ll EOREME TS
LHAGRYEE FER L1 C.trackomatis 1T+ 0
ONPRY ROV ORI L W REZhTLES
SERIBLOEEbRI,

RIDGWAY 5913 C.trachomatis % ik, HEF*
38~40 BERIER 22 TH LB & C.trachomatis %
ERLT, otk HEMLEELGEBT 10 Rl
FERUTHAGD DRAA S BNMAEHRE 2
Minimum cidal concentration (MCC) & L THEH D
RENEWE Lo ¥ 7z, HEESSEN 5912 C. trachoma-
dis REMk, WEAY 72 BEEAS ¥ T25 Cire
chomatis %A LEUR LT, TOH%FEE HEHY
BERV ST AT LT HAD B AORE
v RNAERIREE % Minimum lethal concentration
(MLC) & LTHiBN#5izo MCC, MLC 21 Fhi
EURES I\ TR AT 5 EB SFEL TS
BOREOROBRICL DA TLBICBE T, Lok,
ChEOWEESKLF N LML ET 5, Thizafl
T, 4EEE) KT Lic MIC JEHETIE intact D C.
rachomatis EB A% 1 0K L EEH R EE
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STUDIES ON A METHOD FOR EVALUATING THE
IN VITRO ACTIVITIES OF ANTIMICROBIAL
AGENTS AGAINST CHLAMYDIA TRACHOMATIS

Mitsuo Osana
Department of Internal Medicine, Kawasaki Municipal Hospital

A method for determining the activities of antimicrobial agents against Chlamydia trachomatis
was evaluated, because a standard method of this field has not been yet obtained.

The D/UW-3/Cx strain, one of the prototype strains of C.trachomatis was inoculated onto Hela
229 cells and was cultured in 24-well dish at 37°C for 48 hours. The culture medium was MEM with
109 of fetal bovine serum and contained various of agents immed
after inoculation of C.trachomatis. The inclusion bodies were detected by the method of direct im-
munofluorescence staining, using FITC-labelled anti-C. trachomatis monoclonal antibody and were
confirmed by clectron microscopy in some cases. The minimum inhibitory concentration (MIC) was
defined as the lowest o bial agent p g the of any inclusion
bodies of C.trachomatis.

An optimum inoculum of C.trachomatis was 5x 10 inclusion forming units per well, because a
larger dose of inoculum tended to see aggregation of the organisms, and a smaller dose resulted in
a difficulty of observation.

The MICs of Ii 1 in against D/UW-3/Cx strain of C. trachomatis
were 0.01, 0.02 and 0.08 pg/ml, respecuvel) “The MIC of ofloxacin, a new pyridone carboxylic acid,
was 0.64 pg/ml.

In conclusion, this method was useful for luating the ibility of C. h is to anti-
microbial agents.






