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HEhTHED, FEEL R, TNETIREEERANEICH T 3HEEORIMEOAH
D WTEMICRT L. SBEANEN D2%NaCIBE OB TEERE T 2IHEMORS A
MEESRCHBEL, hdOFHEEORSMER. BEANEOBRENTRHRENESZ
T 3EELRHBTHI LN HEENSIL2HELTER,

T, SEELNDEEL = iHEOBESIEE L. Haloanaerobium butyricum JCM 9809 &
LTRSS L. ZTOMEREEH T TE R, UL, HEMHOBIUEOSREEMIC
BLTEROLEETRATH B, £ CHARETIE, $HED H butyricum JCM 9809%& 4K &
LT, CHETEZOHIHDE LIHESHETS NI IHEMORSMEE 10080 E M ST
BRELEO—D DT —h—& LTS EBESREEMIC OV T, 2BROEERR
ERWTHRE L

MRS OKRETE. Hela MFREA L ToytotoxityZ L L1z, Hio, TRIRMSSR
DELHEOEECOVTHE, BESECERMEROHT2/C, MiazHl iz HT29/
C, MEIZE MEREH vEEOMETH Y., TS5 VR, /SR Y—ILEHEAR® Dr. Louvard
hoRE5ESITT,

TEME OSSR 1008k, BHI 7 o—2xT 37°C. THRBSEER. SEFHN50.5
ml SETHEANL. SEMEICRS LIcEEER (2.5 nl) & 20&KMER L. ChoDER
;tr.}ﬁl;tiﬁﬂﬂqﬂl:f L 7=2%NaCl DEEER 28, —EM LTze 21T, NMolout |
10,000 (Millipore) TRRANEBT 32 &lodk Y. 20f8EM LIt ERL L7z, Hela
MIEE L UHT29/C, MOEEE. 94V R DBBIEEOFRICE L TIT > 2. R
BT & UERR Lo midi e, 24RER93EE Lo Helaffifa® K UPH T29/C o flATICHEEL
oo HEEMBEOTEETMEE. WM OMIBH5%C0,BREA T, 31°C, 24RFABERE. Bt
av b O—IbIcH T BHIRETEE & i Lt D, #iBa%E4 (cytophatic effect ; CPE) @
TR £ SRS (100X) THEL

e O BSME 1000 £ b ST 3REMEIC DT, Hela mﬂﬂ’&‘ﬁit\fcﬁﬁﬂiﬁagﬁﬁ
FEEOEES & UBEEREEROBEMCONTHT2/C, #Mifax BV THRE LI
B ChoOHECREROEEMEIAShEN 2T
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1. HIRER

BERNMEN R ORIFRY 5 ABRMRSIERERE (UT. HEMORSIEE & 218)
THREETIRAE BEHUEY THEHTHEL, BABETEEE L2V LSt Tl (ast
SNTLEL, EELRINITIC, BEANEILCK D 3HEEOBMIIEROAMHIC DN
THMICEE L, BEANEN S2%NaCl BECTEERE I 2 HEMOBSHE £ RIC
SEEL. ChooHEMORTMER. BEANEOHILENTEEMEE TR T 38
BELEBTHI LI HEESND L ETMOEED VI Y A T v RBIRARIERE || 2
THE L, 20T, THSEEDBRMRREE | ¥ TEH. ZFEoH 8L miHEM ok
F4E (4. Haloanaerobium butyricum JCM 9809 & L THifEEE L. TOMEBREEHIF
T&f LHL, HEMORSMEOSREEMCEALTRVELETHTSH 3, ,

ZTHAMETIE. HHED H. butyricum JCM 9809%1ReH & LT, ChETEEZELHSD
BMUCHBLHES B OBSMEE 100D E b SHT 3REMED—D D7 —Hh—
L LTHIRSMLBESREEMCONT, 2BEOEEMEE B TRE L. Milas
MOREFIT DO TIE, Hela #B3%EA T cytotoxity ZEE Lz, 7z, THERME:
DELEOBRICOVLTIER, BESRICBRME/FOHT2/C, MR 2RIV,
HT29/C, MREE E MEBH v EBROMRTHY., 75 R NRY—IRERMD Dr,
Louvardo 355521372,
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2. 1. (EHEH%k

{EAEk(E. Haroanaerobium butyricum JCM 9809%4sh & LT, EF LN hETIC
BEOEMANENS NEEL B EHEE S 2FHEHORMSIERE1008kx B I,

2. 2. WREOIES

TS DB IR 1008k (. 2%NaCl Z57A0 U =GANE B S B 1S T 24 RIREE L 1=,
DT, 2%NaCl7Rin BHI broth (BBL)®D#J SmISEAE LI-RBELRESSE. BEBIC
0ESRIEEEAERB L, 37C. THRBSIBE L, JEEWENS 0.5 ml SETHEEL., 5
BHEIORE LR (2.5 ml) & 20AK{ERI LTc, Chb OBEERISERR (=5
M) EAWT, SEHIFR ISR L 722%NaCl OB &R 76, KEZEEK500 nl T—E
WLz DWW, Molcut |l 10,000 (Millipore) TRREBT B Elck Y, 20{SEHEL
To AR = 1ERR L 70
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HeLa MAZDEERE @ (F. AN XOEMEZOFHICELTITo>Tc. TahHB. MEM
(minimum essential medium; S/NERSEH)ICYILM #E8MZ. Chic4FRRRME (Gib-
co)10%. T.5%BREF b U L0 T5%BLVDEONET = /8. FFWERT = /BHL
UES 3 v&ENZT- growth mediun 0, 25 ml B®DTissue Culture Flask (IWAKI
GLASS) THEI ML LTz, C OIBEMEWSIBRAE L=, 0.25% b U 7o Al &0.02%
EDTAR A : ONZATRA LI-BAREMA T, 4~52FBL. BRBROEEICHELT
WBMREE A LTce b U T EEDTAZRRET 2726, MRZIFEEIS growth medium
=M% L. growth medium I Hela #HAEA1~2X10°23/ml &G 3 L DICHRELT, =
DR /SR Y — b By MZTT mI5E multiwel 1 (24779 TIb; Falcon) DF
TIVIEASE Lizo multivel |13 5%/l R BIET T31°C. 2HMEEL. ChEilites
MESEAFMIASIC F WV e PRAMEMIC & Y 20658 L o iis B0 &0 EE v TIVIC
A5 L. 2L T MEM maintenance medium 0.91ml £& Y TV IZNA TRE Lize 5%RE
HZIBETC. 37°C. 2AREE%. BiED Y Fo—ILIZR T BHIRMREL &L GH D,
MRS (cytophatic effect ; CPE) DFEEEGGILADTEMEE(100X) THEL I, k2
gepER o hE, EEORSES O SEFMEOE(E LA o@ian s oh 5.

2. 4. HT29/C, #BEEAL=T Y70 M+ v Of&EH

TvFo bRV UOBRHBICEHT29/C, fllaERW Tz, HT29/C, AR D HEE (S NEE
58) OFETIToTce ThbB, FRARME0%. 1 m M pyruvate(Gibco), 10w g/ml
human transferrin (Sigma). 50U/ml penicillin G (AH)& LT 50 pg/ml streptom-
ycin (Sigma) ZiRANL7= Dulbecco’s modefied Eagle MEM(Gibco) 1= & Y 1T > 720

mﬁﬁﬁﬁDHTQWC1mmﬂmﬁﬁﬁ$0ﬂﬁﬁgHaammmmhtﬁitﬁﬁm
FFuv, 247D multivel | T24RSRIEE L HT29/C, #EfAIC, €@1000 | < meint-en
ance medium 0.9 ml &1EHE Lz, EEMBROMRETLIE 5%RMARFIKET T, 31°C. 24
REROLaES. MRIZSME(CPE) DIREEHINAOEME (100X) THE L. |
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m”>Bﬁﬁﬁbtﬁgmﬁ%w—iiumvtmtoLmb\wv¥b5wh%®$
ﬁﬁ%%ﬂﬁ?é:@ﬁﬁ@%ﬁﬁﬁﬁﬁ\moﬁ%<®%ﬂ®ﬁﬁmourﬁﬁvém
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Meisel B 7 I3, /NREHERIC & O TARR L2120 A0/ (B4 ~3. 552 5) D EFia{k
EEL. DE0BENTRET. 98LI-Y S ARMESMRELSO S 5. Bactero-
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Katoo® FEMEZHESBESRESMD B. fragilis EDORFEIZH VT, Polymerase
chain reaction (PCR);EALHT29/C, fifdL £HEREF L. TvFo b+ voBHIC
EBL—HMRERL, Neisel 2H LV Katob DT T, =570 Mo v OELSREET
BAEhic B. fragilis (. MY S ARMOBSISETH 5. Ll iHEMES
(BHohd, FELONEEKRE IFEECHEVTIEHET 3EETH 3,

SE., FELE HEHOBRSMEEI00BkO E M IWT 3REMEIC DT, HeLafflfa izt
T HMREZUSERE LT Dr. Lowardh o5 2RI -BESRICRRIEERT T29/
C, filRZALT. TvFo b+ r0BHERMELIZY, ChbDHETROTIhOE
ZOEFMGIAMIZ LI TEEN -,

5. S1%&0FE _
IHEMOBTUHEICET WAV T (. WEETHELANZ (. IR IMERE
DBENEEN D, EZONHERE L L TEE LI Haroanaerobium butyricum JCM 9809

LAtz d, HEBLEZEZ O 2EHOHREOHSEEROTFENHESIN T3,
ERTROERIbICE B E0, BAENBAThIBEEMEIELRELTL S, BIC
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IEMORTIEEICET 2 RMOBEIECTT 2%5 2. £ MIHT 3BPETFFHOERD
HEANEDENZ LD THD o, BEEAENENINETNDE,
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Table 1. Detection of cytotoxin and enterotoxin from the:

anaerobes used by the cell lines

n=100
Cell line Cytotoxin Enterotoxin
HeLa cell 0/100 —
HT29/C1 cell — 0/100

positive / number of strains
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On halophilic non-sporeforming anaerobic Gram negative rods
in sea fish and shellfishes
— Detection of toxin from the isolates of halophilic

non-sporeforming anaerobic Gram negative rods —

Toyoko Kobayashi (Tokai Gakuen Women's College)

Kazue Ueno (Gifu College of Medical Technology)

A total of 100 unselected strains of halophilic non-sporeforming
anaerobic Gram negative rods organisms were obtained from sea shel lfi-
sh and fish between 1994 - 1997 at our laboratory, Organisms were id-
entified by the ID ANA System and our special techniques at our labor-
atory.

Cell culture assay to detect the holophilic non-sporeforming anaero
bic Gram negative rods organisms enterotoxin was performed with use of
HT29/C, cells as described previously. Cell culture assay of each is-
olate was performed in duplicate. Cell culture assay to detect the cy-
totoxicity was perfomed with use of Hela cells as described previously,

We also tested on the type strains of Haloanaerobium praevalens DMS

2998 (Type strain of genus Haloanaerobium) and Haloanaerobium butyric-

um JCM 9809 which we isolated it from sea shellfish. A total of 100
isolates of halophilic non-sporeforming anaerobic Gram negative rods
organisms were assayed forenterotoxin and cytotoxicity using HT29/C,
cells and HelLa cells.

None of 100 isolates of the organisms were positive for cell cul tu-

re assay.
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