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— K ANABRATFEFENSBELE

Atk H&HE HEE R O#
(DK 9 TRURG, R 610064)

MO, EX, ERE, FMLaRT, TEERERELE 10 Gl aERR
FRFENIH. EF RS L PO - RKATRTE & (NREHEEFH (BA
B) BNEEST T A ME, EAEERE, HMET H DNA 2 G+C mol Jy 24.9%, £ %
HHFERRFHETE, SMEFHRE - FERH A HHFERHN, 5N As-3.

XWE AERRTENFE SE5%e

B RFRFFE (Clostridium botulinum LI FRHFHERE) 4B 5EER “i
KEAMAM S 88 WEEANS. “EIEXKEN " 2L A RERER YRR
WERI BRI — R R LK BN, TS, BK, HFRE. GBAFREAFMEE BT 319
HEH, STRARIERR, KR EAFRERERES 176, £RE5%, ik, 83—
AL I RS, ST, EHEARNEERR, 205 A BEERE (Clostridium
botulinumn serotype A), 5K As-3 , BIMHABELEEABURSSXHEK C NERE
CMCC(CB) -64402(6514) MA L LKA R, BENT.

HoOoR 0 %

(=) =8 :
e B, BK, HRE. 8K, ERERELE 319 7.
- BEE: B TERZ NS SRR,
- RECEH MG : TARE N LSRG R e,
-BHRA/PAR: EBERERKY. AR EDHRIRFRg4at.
CRESR:
(1) FE R R EEFRE (SSCM)(%): 4-HH 50, & 0.5, BEE 0.4, Hilg 0.1, 43l
B AL HE 50, pHS.2, A R FRAFHF HHRMIAEH, LHED, 112 CKE 30 44h.
(2)TYG 55 (%): BRSMBEE [ (Trypticase) 3, B fHEEY (Yeast extract) 2, #
1 0.5, EEMEMEEM 0.1, pH 74, BEEGEHE O, 112 CKHE 30 440,
(3) BRI BRI & (%): BEH 1.5, NaCl 0.5, HTfe# 2.0, #7100, pH 7.5, 112 C
KB 15 4r8h, WA IA S KB M 50% HATRER 0.2, 50% RELKER 1.5,
(4) MBI AR R B (%): &AM 1.0, £P9% 0.3, NaCl 0.5, g 0.3, pH 74,
121 TKE 15 7480, WERIEHIMA 50% O KA M EIRR 4, et mag¥m 25,

EXF 1992 %1 A 21 HKHA.
*EENETEA S RERE

[ I A
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(Z) B

W R EERH SSCM M1 TYG #E#E, _ﬁ?ﬂﬁﬁk%ﬁﬁﬁﬁjﬂﬂﬂﬁﬂﬁﬂﬁﬁiﬂﬁ‘
#, MSEHEEEENETFRRE M4 CHER214X.

. R S0 E R AR ITERE, I 25, MTA 100ml AFEEK, KA
R, GFSUNE, B L 6000r/min BLC 15 204h, WARULIEYER SSCM & TYG i
%, HHERERTYX, S -XEH 10404, BFERH,; FX 60 CNk 10 r4h, RE
BH; BTEXALE, 34 CTHEH4-5 K, BERMEREELDL, EERATEREN,
TER R A

9. R AL : P A P B S I ILIE A Sh AR AR A U O FRAE A S5 SR BLIE T 100 Chnfh
0 5reh I BR 3R AETE, SRJS PR 2R 0 A0 SR A Bk 4 S B o B SR Br e W 4 i I 5 A ) P
EIE F 34 CREEE 48 /P, HEBESTOMNE. RENSHTELEREKE SHE
B, REERABTRANERYE, HASRRMEBR, XM —Hik.

3. FEFRARAETREE : Ay As-3 BHEHENSTERMERENTHE L. 34 CHF
# 24 /IR 48 /iSRS IE, TREE SSCM M TYG FREPHERER.

4. FHREARIRR . AMEEFYUEKTRERES TYGC 2E. AR TREE, B
HESH, T34 CHEETX WEEREN.

5. AR BRI ERRBEEEKS N ikt REEBEELR
kigwms | FAEP | BEAE W Sk,

6. MEHSHWENE: SEHEANHESRESGT O ki,

7. DNA 1 G+C &M= DNA ElREH 2#% ¥ | Leonard” | Michael® |
Markl?l 773k, BERMCHINA B EEE, 37 C4bRE 30 24h, SRJSIA RNase 37 CA:# 30
ah, M. b5 DNA, A 3 mol/L NaAc, 95% ¥ ZBULEE DNA, BT 1x S5C
B, GAAES ST RN DNA F G+C 38,

8. BEEHMNEHRMAME: ARESHLEETMARTRR PO HERE
7, 5% E A 0.2% BHE: PBS10 SR EMRE. /ho REEES .

9. GEMiEEiRG: SHEEFS W Wk EXRAMELER HERRADE
B2 MAEMRSB AR A, B, CRHAHZE, FHENEEAZERRET
%, B TESRERE B SHTE,

# F & W #

(=) #BHENEDENT

L. HEHARAE . OB L 34 CHREKES 8 P HEERE, E£4 2—5mm, A
B, MARR, NEREF, BAEMNR HEEAREARLER. E0FHRLE34°C
KEEFHR 48 /R EEEEE, 5682 2—3um, XAL, RT, AEFELT,

2. BERIGRA/DN : R AR, R, WM, B 4.20—4.70um,
K 1.05—1.150m . & KGR E SRR, FROFRBRE HEERE, Bk 3.50—3.67
pm, ¥ 0.83— 117 pm, R VR EENE, 2, HMEEsERRERE (H1).

3. A Y EEk As-3 AERE 100 CE# 30 S8l RN E 80 °C 60 Hrph.
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W1 o&%EE
a. FERES (5 120)(6000x) b. RFEE (RFM)(1500x)
Fig. 1 The shape of isolated strain
a. The shape under scanning electron microscope (incubated 12 h}
b. The shape under optic microscope (shows spore)

(Z) 2 WEMERE ST

L K GHAR: As-3 th5 8% C6514 HaE | A48 29 KA &Y
Wt FEE, WERAHW 2%k Ce514 RRARHBNE,

2. BB As-3 BRBx 5 C6514 tk—HEME~ L IERs, WMILMARE, FAERREML
¥, RHEHALEBEE M, PEREER HaS

(E)DNA 4 G+C 2N E

MBEYER AL MIE As-3 Bk DNA 76 25— 98 CRIBINAY Ageo 1B, 1EEIMRH T {8
J379.5 °C, #% Madel 2R it5H G4C &5 249 mol % .

WIELLE As-3 W BRI EWEE. ERELSE BUR DNA K GHC HA S|,
2B (AARAEEEFIH (FAR), ¥ As-3 HELE VA ERRFEWRITE (Clostridium
botulinum)

(M) > BHBRBONE

L #RERAR: APaRREFHIEERRERPNEERERNEL,

X 1 As-3 BN TILRER

Table 1  The result of determinationtype test for As-3 strain

BR RRKIE B PBS
A B oyt Serum for diagnosis 3§00
dERAA Check of | Check of using wReR AR BA CcH E# | Check of
Vype of toxin using inactive Type Type Type Type Type PBS
toxin toxin mixture A B C E buffer
As-3 s # ¥ * kS % 1A 4 ¥ < 3
As-3 toxin D* ] S S D D b s
C6514 £ R ¥ k3 5 ¥t 3t 3 ¥ 3
C6O 14 toxin D S S D D S D S

* D represents death ,while S represents survival.

© PERFRMEDTRTATIHSHEL http://journals. im ac.on



AW MRS — A ARERRFRFENIBS SR 283

HREE, Btk As-3 VAHERE, RRHVEARBARPEER As-3 K™
EREEEE A RRBENRSESHDER ST, As-3 BRFBREIVEEFER

iﬁ 7.66 x 105LD5()(HEEE'H:Q‘T) a
2. WEFEY LK ZRLE 2, ¥

T A RRER S EHRNERER—&
EWR TR, TAEESS%Hk C6514 1
BEEXERIARESZ. W B. ERRERD
S As-3 iV B R ETIRE, ™
ETIRELE A B ER RN N 116,
Bl % 625 B,

B4R 2 BRI FAS T Bul R 4
B As -3 HHREEN A RREHRR
FHFFE ( Clostridium botulinum serotype
A).

WA B A A L AR R K,
A sE A5, F-RARKZ B®A
Te—W, AERELAS (ARBEEE
FHY (EAR) 5 A RNERENE

B2 HEWEYHELR (AERER)

il B A RREX (1:16)

1. As-3 RBR 2. As-3 10 (B
3. As-3 100 MBI 4. C6514 HER

5. C6514 10 (W 6. C6514 100 (SRR

Fig. 2 The result of double diffusion in agar
Center spot: refined type A antiserum(1:16)
1. As-3 original toxin
2,3. As—3 10 and 100 times diluted toxin
4, C6514 original toxin
5,6. C6514 10 and 100 times diluted toxin

AR

BEGREY As-3 WkE—-HTE
A RINHHERORRFHTE, HTHE
hgE, R-HARRNMENERRE™
Ek.

$ % X W

(1] FKs: MEERFH EasedRRE, B 1983 &,

[2) EEES: REGSEASENE IEMSERYRE, #8, 1985 F,

(3] Tk#: MES X8R, RHEHMRM, ER, 1977 F,

(4] MERS: WEPEETRFE SENTHRL LR 1980 F,

[8] EF¥%S: FEmEpEmMefEad, 9(2)132—136,1989 ,

[6] SWKE: NEETRFHRSER BEMTUMRE, L5, 1983 F,

[7] Leoard, G. D. (%R %i%): 2 FEWEHE MMEFEALRE, K%, 1990 %,

8] Micdael, J. et al.: Appl. & Environ. Microbiol, 81 (1):52—56, 1986.

(9] Mark, S. S. et al.: ibid., 48(5):956 —963, 1984.

(10} i ARCMEIASR: PEARFAEERER R TEQRITE (REHE®SY), B 1-6;, 6669 5, ik
¥, 1985 £,

(1] HESS: mNEHE, FeARGEE SPARF. 1982 F.

112] BRI Z%: MEWFEER, 13 (3):141—143, 1986 ,

|13] Buchanan, R. E. et al.(ed.): Bergey's Manual of Determinative Bacteriology, 8th ed., The Williams & Wilkins
Co., Baltimore, 19"1'4.

© PERFRMEDTRTATIHSHEL http://journals. im ac.on



4 m ot B ¥ 3 B

THE ISOLATION AND IDENTIFICATION OF A
CLOSTRIDIUM BOTULINUM SEROTYPE A STRAIN

Liu Shigui Wu Tieqiao Yang Zhirong Yuan Tao
(Institute of Biotechnology, Sichuan University, Chengdu 610064)

319 soil specimens were collected from different places of China for isolating Clostridium
botulinum. A strain of Clostridium botulinum was isolated from a culture of soil specimens
in Ruocergai of Sichuan Province, the strain was called As-3.

The As-3 was identified as Clostridium botulinum serotype A according to its biological
properties, biochemical serological and toxicological characteristies and DNA determination.
Its DNA G+C mol is 24.9%. The toxin produced by As-3 strain can only be neutralized

by type A antiserum.
Key words Clostridium botulinum; Isolation and identification
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