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Condgruction Streptococcus Suis Type 2 Mutant Srains by Insertional Inactivation
LU Lingling, L1 Rong, L1 Wenrjun, YUAN Yuan, ZHENG Yu-ling, WANG Heng-liang , JIANG Yong-giang
(Nationa Ingitute for Nutrition and Food Sfety , Chinese CDC, Beijing 100050 , China)

Abgract : Objective To condruct the mutant drains of Streptococcus stis type 2 —05ZYA 0913, 052YA 0936. Method
Usng the geromic DNA of 05ZY as the tenplate, 504 bp, 549 bp fragments in the 0913, 0936 were anplified regectively as
honmologous arms, and linked with pSET4S, and then the linked products were trangerred into DH®! conpetent cells to build the
vectors 0913-pSET4S, 0936-pSET4S. Then usng the method of insertiond inactivation, the vectors o 0913-pSET4S and 0936
pSET4S were introducted into competent cells of  Streptococcus suis type 2 by dectrotrangormetion. And the trangormants were
<creened on the plates containing ectimnycin and detected by PCR. Results  The sdected drains coud ress gectinomycin
whose concentration was 100U g/ml. Through PCR verification , the slected grains were the mutants o Streptococcus suis type 2
whose purposed fragments were inactivated. Concluson  Two mutant drains were successuly congructed, which lad the
foundation of studying function of the purposed fragments.
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1 bufer, BB) :0. 3 nol /L 2 mmol /L ,
11 pH 8.4
1.1.1 05z2Y 1.13 (NU - 440 - 400E,
, THB NUAIR ) (MQO - 17A1,
(Todd+ Hewitt Broth) pSET4S” ) (VersaDoc Model 4000 ,Bio - Rad
Daisuke Takametsu , ( Spectinomycin, ) (HZS- H, ) PCR
Spe) , ( Escherichia (Tperond Biometra) (himee CF16RX ,
coli) DH® , LB (Luria ) (Gene Auser Xcdl ,Bio - Rad
Bertani) , )
, 100p g/mi*" 1.2
1.1.2 EoR BamH SA T4 1.2.1 PCR 05zY ,
Tag DNA DNA ( 0913A1 (0913A2 (0936A1 0936A2, 0913
2000 1000 750 500 250 100 kp) 0936 504 bp 549 bp
( ) ; THB Bacto 1.4 , 0913 A 0936 A,
- (PIPES d - pSET4S PL 2 P3
Jgma ; (BB) AMRESCO P4 ; MRP
(0492 - 1G ; MRPL MRPZ2; 05ZYA 0913,
; 05ZYA 0936 0913B1 0913C1
Promega 0936B1 0936CL, 4 05Z2Y
, 0913 0936 ,
0913 A 0936 A ,
(chemica tranformation buffer ,CTB) :55 mnol /L pSET4S MRP
15 mnol /L 250 mnol /L 10 mnol /L 0913 B C 0936 B C,6
PIPES, pH 6.7; (el ectroportation ( 1) 1
spe
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PCR 94 ;
7mn;% 1mn,60 1mn,72 EoR S| 0936 A pSET4S
1mn, 29 72 7mn,4 , , T4
PCR 1% , (BB) , 0913 - pSET4S,0936 - pSET4S
DH® ,
1.2.2 37 4h Pc (1004 g/m) LB 37 24 h
0913 A 0936 A pSET4S , 0913 - pSET4S- DH® 0936 - pSET4S
EoR BamH 0913 - DH® FCR , P
A pSET4S , , T4 (1004 g/m) LB PCR
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1 05Z2Y
(5-3) (tn)
0913 A 0913A1 GCGAATTCAGATCAGGTCAAACCCATTC EoR 504
0913A2 QCGGATCCATGCCACCCTCAACTTCTTT BamH
0913 B 0913B1 CQCTATTCACATCAGCAGIA 1057
P4 CTGTGGATAACCGIATTA
0913 C 0913C1 GITCTTATCCGAACCTTCCT 1097
P3 TTTTITATTTTGGITTGATGIT
0936 A 0936A1 GCGAATTCCTATCTTACTTGGA GGACAA EoR 549
0936A2 QCGICGACCATCAATTTCAGAATCATAG S
0936 B 0936B1 AGCGAACCATTCGGCCTTTA 962
P CTGTGGATAACCGIATTA
0936 C 0936C1 TTCCTGICCGGCCTTCAACA 1068
P3 TTITTTATTTITGGITTGATGIT
pSET4S PL ACTAGITATCGCCATAATCG 1000
P2 TCTATTGITACAGGATTTCG
MRP MRP1 ACTAAA GCCGITCAAGGICC 1450
MRP2 TTGGGTCAAATGGGTAA GGT
, 09137 B A
2000 bp
1.2.3 052Y [t 1000 bp
8h 052Y 40 mol /L d - 750 bp
20m THB 37 Awo = 0.3 Lk 504 bp
0.5 . 5m CIB ; , ok
5m CTB , 30 mn; , 5m 100 bp
; 3 ! M 09365 BLA
15 % 500U | ,
- 80 4 18000 % g 2000 bp
. 1000 bp
10 min 750 bp -
2ul 0913 - pSET4S 0936 - pSET4S 3005
501 | 05ZY . 1.8KkV 200Q 25 F Ll
) 30 120 r/min 100 bp
3h, Sc (100p g/m) THB
, 30 5%QD 24 h
1.2.4 M ,DNA
Do (100ugm)  THB , 2 05zY 0913 A 0936 A
30 37 , 2.2.1 0913 - pSET4S- DH® 0936 - pSET4S -
PCR DH®( pSET4AS
, LacZ 11
2 , 35
2.1 0913 A 0936 A pSET4S QI EL ,
DNA , 37 ,
, pSET4S 28
DNA , 37 o
: 0.35kb 2.5kb , :
DNA ,
(81 052Y ,PCR : 37
0913 A 0936 A, ,
504bp ,549bp PCR (
2) ,

2.2 PSET4S
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5 0913 - pSET4S- DH® 4 ,
PCR 3, 1345 PCR 0913 A pSET4S
M + - 1 2 3 4 5
2000 bp
1000 bp
750 bp
500 bp
i 504 bp
100 bp
M ,DNA M M 1 5: 5
3 0913 - pSET4S- DH® PCR
3 0936 - pSETAS- DH® M i - 1 2 3 o
2000
PCR ( 4 1 , |ocum
0936 A o
250 bp
pSET4S 100 bp
2000 bp M DNA P 6« _»
1000 bp ' L o '
750 bp 1:MRP ;2 pSET4S ;3:0013 C;4:0913 B
500 bp 549 bp 5 05ZYA0913
250 bp
1097 bp ;0913 B 1000 bp
M ,DNA KEY: , 1057 bp
SUAN 3 052YA 0913
4 0936 - pSET4S- DH® PCR
M + = 1 2 3 4
2000 b
2.2.2 05Z¥A0913  05ZYA 0936 1000 h:
750
' ( DNA sou:::
) 250 bp
' 100 bp
2 : M DNA HE ;
1:MRP ;2 :pSET4S :3:0936 C:4:0936 B
6 05ZYA 0936
, 4 MRP 1000 2000 bp ,
PCR , ‘MRP : 1450 bp ; pSET4S
) ; 1000 bp , 1000 bp ;
pSET4S : : 0936 C 1000 bp ,
pSET4S ;0913 1068 hp ;0936 B 1000 bp
B 0936 B 0913 C 0936 C , 962 bp
05ZYA 0936
, 0913 0936 ,
05ZYA 0913, 05Z2¥A 0936 05ZVA 0913  05ZYA 0936,
0913 0936 ,
05ZY 0913 05ZY 0936
,PCR 5 6
MRP 1000 2000 bp ,
1450 bp ; pPSET4S
1000 bp , 1000 bp ; [1] DAISJKI? TAKAMATU ,‘MA-KOTO OSAKI, TEUT(?MU SIE‘KI?AKI.‘
ongruction and characterization of  Streptococcus suis- Escherichia cdli
0913 c 1000 bp ! shuttle cloning vectors[J]. Fasmid, 2001, (45) :101-113.
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B 31- 35
( , 100069)
MB31- 35 , 24h  Wigar
., 48h MB31-3 MB25-35
24h (PTP) :
GSH/ GSSG ; (RO ,
MB31-35 MB25-35 (P<0.05) ,
(FO) (S0 ,

B31-35 MB25-35 GSH/GSSG , (p
<0.01) ;/B31-35 MB25-35 ROS , (P<
0.01) MB31-35 MB25-35 , g

B ; ; ;

Sudy on Damage and Mechanism of Mitochondria of Neurons Induced by A 31- 35
LILi, ZHANGJie, YU Huanling, XIANGLi , FENGJinfang, YUAN Lirnrhong, XIAO Rong
(School of Public Hedth and Family Medicine , Capital Medical University , Beijing 100069 , China)

Abgract: Objective To gudy the damege of mitochondria of neurons induced by A331-35 and explore its posible
mechanian. Method Cerebrd cortexes o neamtorn 24 h Widar rats were dissected to get neurons for primary cuture. The
neurons were planted into 2 mi culture plate a a dengty of 2 x 10°cells/mi to grow for 48 h. Then, B 31-35 and /B 2535 were
reoectively added into the medium to egtablish mitochondria damaged nodd of neurons. After treating neurons with A3 31-35 or
M 2535 for 24 h, the mitochondrial permeability trandtion pore (PTP) of neurons was invedigated by flow cytometry. The
relaive vadue of GSH/GSSGin mitochondria of neurons was measured by assay kit ; Corfoca microsoopy was used to detect the
level of reactive oxygen ecies (ROS) . Each experiment was repeated 3 times.  Results  Comparing with cortrol group , A8 31-
35 and 8 25-35 treatment group caused significant decrease of the mitochondrial membrane potentiad ( P <0.05) and the rdative
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