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FRAEC A A B 71 B A5 YU Bl VA 36 ) il (E AR A

42 18 E A A R  E AR ETR A5 (2005 4E55 146 5, GB15995—1995 44 3 88 HE (A5 12 Wi b
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1 SEHE

ARHERLE T Hsm iR e A B IS Wi R 2 W7 IR A0 4 512 W .
A bR T4 B A R T AN RO AR A 5 S m R e A 1 12 W7 i

2 RiEMEX

TIIAREFE SGE FH FARUE .,
2.1

#FECK A Herxheimer reaction

e IR AR B R H BRI B T REERERA RS BKENNEZEY R,
XL AT 5| R FER  ZEE E G T HBA R R B EORER R 0 b S8 5 (40 10 88 4R A& AE
11 8
2.2

BB EIX serogroup change

] — b X R [RI4F B , 5 | A g i R e 95 I 17 Y BT AR L 375 A & A B
2.3

Gk polluted water

¥8 32 B B0 M S SR e A TS B I VLI L8090 (s K YA TR R OK Sk A,

3 LHEKkE

3.1 RTRE
RIRHT 1d~30d BefslesK , 34 @ sh 4 PR, 50 I B 0 I .
3.2 IGEFRR
S SR TR R BRI PR I 40« R R A | i+ af e i /R A i 7R | S ol Y R
Ao R A Y, R LI L RUIGG PR R B« =itk (B FERR RN . 2 5 = 1) M = A E CBIRR LT BB (R R 4%
i A0 .
3.2.1 B#AEBA.TAHRE., AR EE 39CER, ¥ ik, A it o] F5 8 3, 2 8E
B,
3.2.2 L4 Br UL B0 R B LR A
3.2.3 ZH: 25827, FRRBEACRER & .
3.2.4 MREEFTM:ZH FEARREGE ML TS5BS, EERMAREBIMY SRS KM EY 7%
SRR, T/ TR A B .
3.2.5 HERBALEE RS : DU BE R U9 SR
3.2.6 WBEZEMK: FEHREMELERBMEL ,— B8 lem~2em, BRI A Hif LA
3.3 ZR=HN
3.301 DALV | B Y R PR Y 4 28 s B A, LB SR AL 1L
3.3.2 AV BRIV ERBR A R A o A AR (AR AR L DL BRE SR AL 2.
3.3.3  BAEAWE T A vm R i A TS A R A 4 A5 4 A5 LA LR S i BT AR
#Hr=1 : 400, WLHf = A. 3.
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RIE B E R E  IGREA LR ZREE R TS W R T E LR IR,
5 LHR
5.1 EElsfl
A TAERZ—&BI0li2 W .
51.1 BE&3.1/m3.2.1;
5.1.2 H&3.1103.2.2;
5.1.3 H#&3.1M3.2.3.
5.2 IsKiSEHI oﬁe
FrE& TIEN Z—3F BT §
5.2. 1 EELUmBIM 3. 2.4;
5.2.2 EEfmEmln 3.L.
5.2.3 EElyEfilin 3 2
5.3 SREMHISHE
CEE Il 7, ¥
5.3.1 EEURHEIIT 8. 1;
5.3.2 BERUREINGS3. 25
5.3.3  EBELH ki 3. 3.

6 %z | Ba
SR

e SR 2R | itE BARRSIRG . ABRRE RS AT

UG R 5 452 W, 2 LR % B.
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M X A
(HUSENEBH )
43 BB T (BB R S 0 M E RS W 07 %

Al HEREBEEEZRSR.SEEFRSH. SE

A1l BEDRAOEEER

A 11T BRI M 7R 18 K i
iR e .
A 11,2 REBBEERKD Ml SRS 2 ‘\ﬁi@ %ﬁﬁmﬁ%m%&ﬂiﬁ&t

LI R E R B M TREA XIE SN E

A 1.1.3 EEE LKLY mL?ﬁ]&ﬁﬁE?ngqﬂ

1 000r/min B5.[» 10mig in B> 30min~ 60min
F= B3 RUTED — i

A 1.2 RIRESEES

Al.2.1 EMJH %8 H R

3 500r/min~4 0 / in B0 1h, BOOTH 5 quu& 0. 3mL~
0. 5mL £/ T58 =8 IBS /5% 0. 3mL~0. 5mL 3 ,zstiﬁﬁ B S8~7d BUEFRY S
K. AR ENHEER & " el 25 B3 O AR B
28h 2g~4g, [F B 123 ;

A 1.2.3 Bhip# 120g~140g ZIE),
HEAT R 99 W EE 144

TS A B I3 -5 S =4 T 8 FGE SR 2 38 UG B 5
EWEL,

34 2(G2):5'-GGAAAA CAAAT
P =Y F K/ . 285bp.

A 2.2 MAERAFEHERREH L E

A.2.2.1 EFEs

A.2.2.1.1 M : 10mmol/L Tris-HCL, 10mmol/L EDTA.50mmol/L NaCl.2% SDS, I Fi i
HZEFHM 0. 3mg HHE K.

A 2.2.1.2 ALREMM®: 10mmol/L Tris-HCI, 25mmol/L. EDTA, 100mmol/L NaCl.0.05% SDS, Ils
FHRTEZTHm 0. 1mg HEHE K.,

A2.2.2 BIESE

3
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A.2.2.2.1 MEFRATIAIE 0. 2mL £ 1fLh0 0. Sml i I ILH , B 56°C/KBMER 1h,12 000r/min &
> 15min, BEFFAH .
A.2.2.2.2 FHYPBELARETLRE: sh AL A R SRSV B RAL K, ImL. HARERE
37°C KB IER » LL 12 000r/min 50> 20min, B R & H.
A.2.3 $A3RU2HE{K DNA 2 EY (Boom %)
A.2.3.1 RKFIEH

2R (1L6) : GuSCN (57 B # B2 0 120g., 0. 1mol/L. Tris-HCI pHS6. 4 100mL., 0. 2mol/L. EDTA
22mL., B4 J5 F NaOH & pH % 8. 0,/ Triton X-100 2. 6g;

Diatom(FE#E) : =#%/K 50mL.32% (W/V)HCI 50041, Celite 10g, 73236 /NBEHEH 8 FE K B 5

28 v (12) : GuSCN 120g.0. Imol/L Tris-sHCI pH6. 4 100mL, & #ELE R %1 60°C ~65°CKIAE
ff GuSCN ¥%fi# .
A.2.3.2 BIESE

B 5 VB TR/ AL/ 1 98 90 A B 90k / 4 8 T AL B 980 0. I s AR R (1.6 0. 9mL; i &k 3 (Dia-
tom)40pL; T4 TR B, SZBPLL 12 000r/min B0 Smin, JLIE A 4biE-DNA 454 A 0. 5Sml 2 vl vk
BEAEY, L) 12 000r/min B> Smin, Pk 2 % FH 0. 5mL 70% ZBEUE R E S, LL 12 000r/min {TLIE
B0 Smin, YE 2 UG H 0. 5mL INEREERE &Y, L 12 000r/min B.L» 5min, 3% 1 ;B 65°CKRIBEH
T4 10min; Bl 70pL. =7&K , F4HE A 10min; LA 12 000r/min B0 Smin; WHL_E 3 50ul F5—/N& L
B n 10mg/mL FEHEE K 2. 5pL, & 56 C/KEAEM 10min; & 100°C 10min K% E H# K, —20°C{£
F7 ok LB FI1E PCR AR .
A 2.4 RREEKZ

25uL fAF PCR R AR 4 10 X PCR 28 phifk 2. 5uL.2. 5mmol/L dNTP 2uL.,25umol/L 5|4 1
514 2 & 1L, 25mmol/L MgCl, 1. 5L 84k DNA 5L, Taq DNA B4 H 0. 5pL2 MEHEEAD (=
787K 11 5pl. ARV A LA E N 30 K A 853, # PCR {38 T 235 I $830 BB 0 5 b 4 il
A.2.5 REREF

95°C HiZs#: 5min; 94°C 60s,55°C 60s,72°C 90s,35 MEF ; 72°C FEf# 10min,
A.2.6 ¥ BEIKE T

FH 0. 5 X TBE Ha 3k 2% vl e il 120 BB 48 88 JIC  Jon 4498 it J in A R4k 2. %€ (EB) , th BT 76 HEL 3k 45 3R
JG BB SE R h e, i TR Z B RRBAE R B g IR AL Z 88 15 R i 9 D IR — K
HFE, Wl RHARLZESERT .0 GoldView™ DNA 3}, 7£ PCR =4 i A& B B Ak
RAIEHR 5pL~10pL R, i3k R A 0. 5X TBE 2, T 40V fEFH 3k 2h.
A.2.7 HR¥HE _

TEEIMEGHY LWEE, S A RS R . o W PHMEY =W 5> F K/ Kk 285bp #Y DNA 447, 5
I8 i BAPE X BB CAS i DNA FEARD F01 B X BB Cin A B &0 BH 1 DNA B0 , 25 BAPEXof 8 H B0 BE 44 5% FH 14
if B8t B BA PSS SR, AR S50 T2

A.3 MFEFLEH G E

A 3.1 BRIEREIRE(MAT)
A3 11 EREERGE

HIRE 15 B 15 Y4 i i e (R R Bk B FP T Korthof 8% EMJH 455& B 5 J5 3 op , 28°C 15 55
5d~7d, R PLEF I BER 2 , B 400 5 HLEF F AR F 100~200 &, iE ShiH I B BEE 7 160 B
L.
A3 1.2 #BEFRZE

BEIME 56°C /KB KIE 30min f5, A4 HE KL 1 ¢ S0 Mg a8k 1+ 100 (P 5 #1583 1M
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WAL ¢ 400 AR BREEIEE RIS, P90 B 10035 LA B AE %t BB R f) A= B4R 7K & B 50, L, 4351 i
AR 3 ANFLA . 43 BIE 15 4R Rtk 4 i SR e MR A9 B FR MR 50 A b 3R 9 ASH0 8 BE 1f
BRI K . BYE3TCHEE 1h, FIEMIAPRER SRR & R, a8 R B
BT REBEEMNL . #5 1: 100 f11 : 400 BB MFE S K —HmB ek mr @ E . Tt —4
T e 1 75 55 0% B A O AR B A BT R AT S v LA s LR AR T R . O U A ol A R A
X2,
A.3. 1.3 £SREBENHZE

DA B+ -84 (R b 50 00 4 S SR B MR W R 4R ) 1 LT e i A R BE AR M 8 ORI E
A.3.2 (E)REEREX 1% R HHA 38 (/8] $ ELISA)
A.3.2.1 RFE S
A.3.2.1.1 PBS i (10X ):NaCl 80g,Na, HPO, « 12 H,0 11. 33g,KH. PO, 2g, /inZ&&8/K% 1 000mL,
120°C & J& 20 min, :
A.3.2.1.2 PBS FER 6 FHRTIN 5 XA 2] 1 X PBS 28 shif o . AT ANGRAIN R (R HE R 0. 2%%)
Bif 1k T5 5,
A.3.2.1.3 JEWIMTER ¥ 0. 219g ABTS[ 2, 2"-bisazine ( 3-ethyl-benzyl-thiazoline 6-sulphonic acid) ]
BRE] 10mL Z48Kk R, (3. ABTS ABBUBIEA . R/NOERAE.)
A3.21.4 [EYMEMRE: BB 13. 6g. NaH, PO, 6.9g, MWK ELEF 1 000mL, 110°C &
JE 20min,
A.3.2.1.5 TEAE(H0,) HFER (LA AR ) I 2001 () 30% H-O, | 7TmL 18K,
A.3.2.2 MRH&E

HEE3E 7d iU SRR GE RIS IR Y (L. bi flexa serovar patoc) s B ZFHEFEY P& 108 ~10° &H
AR ek (R LT BB AR /R AR ELRIREE N 0. 224, FIRMEA] 3h~4h, /K& # 30min, i
pH Z 9.6, 10 000X g B.0> 30min, 1§ AHLE.
A.3.2.3 HEE#

TEFERAR S FLINA 150l HLJE, B 37°C 3d~5d, HEZLHEXK.

PUEHGEDOCH TEIRABIMNET , SHERHEE OB, DU e 1 4F.
A.3.2.4 ERARREER

Il B AT ] PBS-milk ¥4 3 ¥k, IEFEMA PBS-milk /5 & 4°Cafkak 37°C 1h, SR B HL A0
Ao EEALP B, R LT
A.3.2.5 BESE
A.3.2.5.1 mMHBEMF

0 B L3 ] PBS-milk #2 1/400 AP dEATR0 W . BEFRARTIRE 8 FLAMAM 1/400 F] 1/51 200
B PR ML , 2 FLANA 1/400 #5 B A “ BHA: RO M35, 1 FLINABTIERT R, 1 FLINABEES &%t HE.
AR BRI 5 » BEpRARAL 37°C 1h,
A.3.2.5.2 MERLEW MHFLPWIA, A 1 X PBS-milk ¥4 3 K. % TAERERBEBLSSY, G5
MABSEAY 150uL,37CHE 1h,
A.3.2.5.3 B FHEFAL PR, A 1 XPBS milk ¥e48 3 %K. I RTE S K : ImL ABTS |t*
FAI 20mL G942 M L 200p L BUEUK R R . BALINA 150pl JEY). B BIR G Efiik, 2R B 6
10min (ML H A28 10) , FFLN 50110 % SDS & (kR .
A.3.2.6 LR

FAEBHRYAE 405nm K2 &L OD {H . I AJKE ¥ WS 78 W B 6 (0 R W RE A R A # o BB AR L
. FZRFIFREG FRMEMIE 1 OD {8 Hil FE bR e 28 , AR ISR e il 28313 4 B3 15 M bR BE .
H 1/400 FREAY B FE” 75 7 OD {H7E M ERAE—Fric . E A RERLINLE (1% PH A% 20 i 18

5
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A4 BREFEFE

A.4.1 Korthof EEFEFI&HE

A O7 F B 8 R #) 400mg, NaCl 700mg, KCl 20mg, NaHCO; 10mg., KH,PO,120mg,
Na, HPO, + 12H, 0 1. 109g, iZ& 147K 2 500mL. ¥ 20min, FUELGL U8, £2IE pH R 7. 2, /03T 5%
WA, @ 100mL, 15 B & JE 30min K& . WEHRTEETREREMA 8mL~10mL £ 56°C 30min KiF
MEEERRIME. RAEELET 37ClAED 48hEXERR, A LEEK,. FE.
A. 4.2 EMJHIEFEMNGIE
A4.2.1 TER
A421.1 SUE/EUEVER:YS GH. O & 1g 5 ## %) 30mL Z& 1K+,
T —20°Cok4E.
A.4.2.
A.4.2.
A.4.2.
A.4.2.
A.4.2.
A.4.2.

. . h . . *
[a%]

NaOH i pH ZE 73 4
A4.2.3 B .\
B 200mL ZEH
W .2.0mL 4EH4EF 1
A4.2.4 RE

s Sg KH?PO; 12. Og Na
i# pH % 7. 4, %5 T 121

JOmL FAL A7
% 30min KH .

A L BRI HE N\ IREAR
A.4.2.6 EMJHIEFERERS
A.4.2.6.1 TERE . HFEERNITE T oEeH 7 .
A 4.2.6.2 REFLEEEHIREMRMENE PRSP o ﬁ%ﬂﬁ 30°CHEF 1 /8,37 CHEFH 1
A, ZiREESR 2 A, MEA TIRM, BREEaE, T ] s
A.4.2.6.3 KRR 1/10 ﬁiﬁ%ﬂﬁ&ﬁﬁ’@wﬁﬁﬁa WA K AF L.

A 4.2.6.4 EFHRMA:QIARMEE A MERS N E SR, LA HIT MAT K56, MAT 46 BF 1
A 135 A REGE A .
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M ® B
(BRI R)
S SR R Y S 51 B

B.1.1 FITHERE
FEELZFZNAT, BVFUGE G IR TATIAE  SREK AT . I KRR LAF U EAE R BA &
2 B R— MR A ECH RS . IR SE RIS AR X T4 AiS b A R X
B. 1.2 @ATIEH MR
FRER B A kT é Reb 5 B AR I I R,
I TE [A]—Hb X A TR 25 5 iR 124 f Rt g S MK M TE G + 5 BT LA AT 7K
i, R P 2/ 94K L 5 e i 5 1 2R 5 s B A0 R
{6, LAJGHE 8 5 PRV K BG4
B. 1.3 BEAMEEH [

S 5 ok e FUASAE R A, BIE R, ZHURH

A HL 1 3 B 0y B2 13 g R 3 Tk e 3 1\ s 1 T 44 0
[ TIE NS e v i R AR . A LB

. BN HA A 2Rk KK L i 3

o s L T B e
g ﬁﬁﬁ!ﬁﬁ?ﬁ liTE i%!gﬁﬂﬁﬁ

i) ﬁéuJLﬁg

e & .. R
ARG RIZUSR SR 4 ; Iﬁl?ﬁ‘%iﬁﬁ By Fie .
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