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XAC DINH TV LE NHIEM STREPTOCOCCUS SUIS TYPE 2 G LGN
_ GIET MO TREN BIA BAN THANH PHO HUE VA TAO DONG,
BIEU HIEN GENE MA HOA 6-PHOSPHOGLUCONATE-DEHYDROGENASE
PROTEIN TRONG E. £OL/BL21
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Hupnh Vin Chuwong', Lé Cong Thinh', Phing Thing Long?, Nguyén Xuin Hoa’
TOM TAT

Trong nghién cu’u nay, chiing t6i da s dung k¥ thuat PCR dé phat hién Streptococcus suis (S. suis)
type 2 trong 100 mau dich miii cua lon. Két qua nghién cu'u cho thay ty 1 nhiém S. suis type 2 & lon
giét mo trén dia ban thanh phd Hué 1a 9%. Tl nhimg mau phan tich bang k¥ thuat PCR cho két qua
dwong tinh véi S. suis type 2, ching toi da phan lap vi khuan thuan, tao dong va biéu hién gene ma
hoa khang nguyén bé mit 6-phosphogluconate-dehydrogenase (6PGD) ctia vi khuan S. suis type 2
trong E. coli BL21 (DE3). Gene ma hoa khang nguyén 6PGD phan lap dugc c6 d6 dai 1428 bp, ma
hoa chudi polypeptide chira 475 amino acid, twong dong 99% so véi gene 6PGD duge cong b trén
GeneBank (mi s6: gb|CP000407.1). Két qua phan tich dién di SDS cho thay protein dung hgp 6PGD-

GST biéu hién béi té bao E. coli BL21 (DE3) c6 khbi lugng phan tir khoang 76 kDa.

Tir khéa: lon, Streptococcus suis type 2, protein 6PGD, khang nguyén, TP. Hué

Determination of prevalence of Streptococcus suis type 2
in slaughtered pigs in Hue city and cloning, expression of gene encoding
6-phosphogluconate-dehydrogenase protein in E. coli BL 21

Le Quoc Viet, Hoang Thi Thuy Nhung, Dinh Thi Bich Lan, Dang Thanh Long,
Huynh Van Chuong, Le Cong Thinh, Phung Thang Long, Nguyen Xuan Hoa.

SUMMARY

In this study, 100 pig nasal swab samples were examined by PCR technique for detection of
Streptococcus suis type 2. The studied result indicated that the prevalence of S. suis type 2 in
the slaughtered pigs in Hue city was 9%. From the positive samples with S. suis type 2 through
PCR technique, the bacterial strain was isolated, the gene encoding 6-phosphogluconate-
dehydrogenase (6PGD) protein of this bacteria was cloned and expressed in E. coliBL21 (DES3).
The length of gene encoding 6PGD protein of S. suis type 2 was 1428 bp, this gene encoding
a polypeptide chain contained 475 amino acid. Similarity level of the cloned 6PGD gene in
comparison with 6PGD gene of Genebank (code: gblICP000407.1) was 99%. The result of SDS
electrophoresis showed that expression of the 6PGD gene in E. coli BL21 (DE3) produced a
fusion protein having molecule weigh of ~76 kDa.

Keywords: pig, Streptococcus suis type 2, protein 6GPD, antigene, Hue city

. PAT VAN PE type 2) 1a vi khudn gdy bénh chung cho ngudi va
) lon [5]. Tai Viét Nam, da co nhiéu nguoi phai
nhap vién do nhiém lién cau khuén. O lon, S.suis
type 2 gy viém mang ndo, nhiém khuan huyét,
viém phdi, viém noi tim mac va viém khop [10].

Streptococcus suis type 2 (lién cau khuan lon
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Thong thuong, ngudi bi nhiém vi khuan 1a do tiép
xuc truc tiép voi lon bénh, lon chét hodc an tiét
canh lon, thit lon bénh, lon chét chua duoc niu
chin k¥ [9].

O ngudi, S. suis type 2 gy ra nhidm tring
toan than, ton hai dén nhiéu co quan cua co thé.
Vi khuan thudng gdy viém mang ndo véi cac triéu
ching nhu sbt cao, mét, dau moi nguoi; dau dau,
6i mira [3]. Nhitng truong hop nhidém khuan huyét
c6 thé xudt huyét dudi da, ban xuat huyét hoai
tor lan rong & mat, nguc, chan, tay va dau cac chi
[7]. Dé xac dinh ty 18 nhidm lién cau khuén & lon,
chung t6i da sir dung phan ting PCR dé kiém tra
100 mau dich miii thu thap tir lon duoc mang dén
giét m6 trén dia ban Thanh ph6 Hué.

Theo Chen Tan va cong su (2008), protein
6-phosphogluconate-dehydrogenase (6PGD) 1a
mat protein bé mit ctia lién cau khuén ¢ chuc nang
gitp vi khudn bam vao t& bao vat chu va c¢6 kha
niing kich thich gay dap tmg mién dich [4]. Vi vay,
chiing t6i di nghién ctru nhdm san xuit protein tai
t6 hop 6 PGD lam nguyén liéu cho cac nghién ciru,
phit trién ché pham sinh hoc dung trong phong, tri
bénh do lién cau khuan type 2 gy ra ¢ lon.

II. NGUYEN LIEU VA PHUONG
PHAP NGHIEN CUU
2.1. Nguyén li¢u

+ Dich mui lon duoc léy tai 3 10 md trén dia
ban Thanh phd Hué.

+ Vector pGem®-T easy (Promega), vector
pGEX-4T-3, ching E. coli TOP10, BL21(DE3),
kit Wizard®SV Gel and PCR CleanUp System
(Promega).

+ Mot s6 hoa chit thi nghiém khac.
2.2. Phwong phap nghién ciru

2.2.1. Xdc dinh ty 1¢ nhiém vi khudn S. suis type
20lon

+ Phwong phdp thu thdp méu va tich ADN

Mau dich miii lon dugc thu thap bang cach lay
tam bong vo tring ngody sau vao miii va cho mau
vao 5 ml moéi truong BHI.

U mau trong ti 4m CO, 5% ¢ 37°C trong 16
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gid. Hat 700 pl dich nudi cdy dé bao quan (phuc
vu cho qua trinh phan 1ap vi khudn thuan), phan
con lai dugc ly tdm 6000 vong/phit trong 5 phut
dé thu can. Sau d6 giét vi khuan bang cach i can
thu duge ¢ 100°C trong 10 phat. ADN vi khuin
dugc tach bang cach tai huyén phu can vi khuan
trong hdn hop gém 250 pl dung dich 1 (10 mM
Tris HCI (pH 8.3), 100 mM KCl, 2,5 mM MgCl,)
va 250 pl dung dich 2 (10 mM Tris HCI (pH 8.3),
2,5 mM MgCl,, 1% Tween 20, 1% Triton X-100,
0,01% nonidet P-10) va proteinase K (120 pg/
ml), i & 60°C trong 1 gio, bat hoat proteinase K
& 95°C trong 10 phut, sau d6 dé trg vé nhiét do
phong. Tinh sach ADN bang dung dich phenol:
chloroform: isoamyl alcohol (25/24/1), tia véi
50 pl 3M sodium acetate (pH 5.5) va 400 pl
isopropanol trong 30 phut ¢ 4°C. Rura lai bang
400yl ethanol 70% va dé & nhiét do phong [8].

+ Phuwong phap PCR

Xac dinh mau dwong tinh véi S. suis type 2 bang
phuong phap PCR véi cap primers chi thi CPS2J,
san pham PCR s€ co kich thudce khoang 459 bp [8].

primer CPS2JF: GTTGAGTCCTTATACACCTGTT
primer CPS2JR: CAGAAAATTCATATTGTCCACC

Thanh phan PCR bao gdbm 2ul DNA, 12,5ul 2x
Gotaq green master mix (Promega), 10 pmol mdi
primer va bd sung nudc cét vo tring dat thé tich cudi
cung la 25ul. PCR dugc thyc hién trong may luan
nhiét (iCycler, Bio-Rad) theo quy trinh sau: bién tinh
genome 95°C/5 phut; tiép dén 1a 35 chu ky: 95°C/60
gidy, 48°C/45 giay va 72°C/60 gidy; cudi cung la
72°C/10 phat. San pham PCR duoc kiém tra bing
dién di agarose gel, quan sat va chup anh két qua
dién di san pham PCR bing méy chup anh gel.

2.2.2. Tao dong va biéu hién gene mi héa khdng
nguyén 6PGD ciia S. suis type 2

+ Phén lgp vi khudn S. suis type 2 thuan

Mau dich mili lon da dugc x4c dinh dwong tinh
voi S. suis type 2 bang phuong phap PCR  duoc
ria cdy trén moi truong thach mau ciru 5%, nudi
16 gid trong ti am CO, 5% & 37°C. Sau khi nudi,
chon ngau nhién khuan lac don c¢6 hinh dang tron
161, kho, mau xam, nho dic trung cua Streptococcus
spp dé kiém tra bang thir nghiém bile esculin [2].
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Khuén lac duong tinh véi thir nghiém bile esculin
duogc sir dung dé tach ADN va tién hanh PCR dé
khéng dinh 14 S. suis type 2.

+ Phwong phdp PCR nhédn doan gen khdang
nguyén

Dé phan 1ap doan gene mi hoa protein 6PGD,
primers dugc thiét ké voi enzyme gioi han Bam HI
o primer 6PGD F va Sal I ¢ primer 6PGD R [4].

Primer 6PGD F: 5-GCG GAT CCA TGA CTA
AAG CAAATT TTG-3

Primer 6PGD R: 5-CCG TCG ACC TAT TTT
GAT TCG CTA TAC-3

Vi cap mdi duoc thiét ké & trén, doan ADN
can nhén 1én c6 d¢ dai khoang 1428 bp.

Thanh phan PCR bao gom 2ul DNA, 12,5ul
2x Gotaq green master mix (Promega), 10 pmol
mdi primer va bd sung nudc cat vo trung dat thé
tich cubi cung la 25ul. PCR dugc thuc hién trong
may luan nhiét (iCycler, Bio-Rad) theo quy trinh
sau: bién tinh genome 95°C/5 phut; tiép dén 1a 35
chu ky: 95°C/60 giay, 55°C/45 gidy va 72°C/60
gidy; cudi cung 1a 72°C/10 phit.

+ Tao dong gene

San pham PCR sau khi tinh sach bang kit
Wizard®SV Gel va PCR CleanUp System
(Promega) dugc tao dong trong vector pPGEM®-T
Easy (Promega), thanh phan phan tmg gin bao
gém: 50 ng vector pGEM®-T Easy, 5 pl dém, 1
don vi T4 DNA ligase, san phém PCR, sau d6 bd
sung nudc cat vo tring dé dat thé tich cubi cing
10 pl, phan ung duoc u 16°C trong 16 gid. Dung
dich gfm duoc bién nap vao té bao E. coli TOP10
bing phuong phap sdc nhiét, thé bién nap duoc
chon loc bang phuong phap khuan lac xanh - tring
va kiém tra bang k¥ thuat PCR véi cac cp moi dic
hiéu cho gene 6PGD va véi cip mdi M13 (M13F:
5’-GTTTTCCCAGTCACGAC-3" va MI3R:
5'CAGGAAACAGCTATGAC-3") dugc thiét ké
san trén vector pPGEM®-T Easy.[1].

ADN plasmid tai to hop sau khi dugc tach
chiét bang PureLink® Quick Plasmid DNA
Miniprep Kits (promega) dugc gui di phan tich
trinh tu nucleotide cua gene 6PGD ¢ Cong ty 1st

BASE, Malaysia thong qua Coéng ty TNHH phat
trién Cong nghé ung dung Viét Nam VNDAT
bang phuong phap dideoxy terminator. Két qua
giai trinh ty gene dugc phan tich bf?lng phé‘ln mém
BioEdit va so sanh mirc do twong dong véi trinh tyr
da duoc cong b trén ngan hang gene NCBI.

+ Biéu hién gene trong vector pGEX-4T-3

Tién hanh cit giéi han plasmid pGEM®-T Easy-
6PGD va plasmid pGEX-4T-3 v6i enzyme gi6i han
BamHI va Sall. Gan doan gene 6PGD di cit vao
vector pGEX-4T-3. Thanh phan phan tng gin bao
gom: 25 ng vector pGEX-4T-3, 5 ul dém, 1 don vi
T4 DNA ligase, 25 ng san pham DNA cit gidi han,
sau d6 bd sung nudc cit vo tring dé dat thé tich
cubi cung 10 pl. Tron nhe va u & 16°C trong 16 gio.
Tiép theo, phan tmg gin dugc bién nap vao té bao
E. coli BL21 (DE3) bang phuong phap soc nhiét,
thanh phan bao gdm: 3 pl phan tng gin, 50 pl té
bao E. coli va 250 ul moéi truong LB.

San pham bién nap duoc cay trai trén dia petri
chira méi truong LB déc (1% tryptone; 0,5% dich
chiét ndm men; va 1% NaCl; 1,5% agar, pH 7) co
bd sung 50 pg/ml ampicillin va u & 37°C qua dém.
Kiém tra su c6 mit cia gene 6PGD trong té bao E.
coli bang PCR.

Céc té bao E. coli BL21(DE3) c6 vector biéu
hién mang gene PGD dugc nudi trong binh tam
giac chtra 50 ml méi truong LB long va 50 pg/ml
ampicillin & 37°C, téc do lic 200 vong/phut. Khi
mat Q6 té bao cua dich nudi cdy dat t6i (QD s00) 0-8
thi bd sung IPTG (1 mM/ml) va nuo6i ti€p & 25°C
trong vong 3 gid. Sinh khéi t& bao dwoc thu nhan
bang cach ly tim 6.000 vong/phut trong 10 phut.
Tach chiét protein tong sb ndi bao bang dém TNE
(50 mM Tris-HCI, pH 7,5, 100 mM NaCl, 2 mM
EDTA) c6 b sung thém lysozyme va 1% Triton
X100 [1].

Protein 6PGD duoc kiém tra bang dién di
polyacrylamide gel 15% c6 SDS & 60 V, gel dugc
nhudm v6i Coomassie Blue R .

2.3. Xir Iy két qua nghién ciru

Két qua nghién ctru dugc xur 1y trén phan mém
Excel 2003, xir Iy Chi-square va phin mém Blast
(NCBI).
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III. KET QUA VA THAO LUAN
3.1. Két qua xac dinh ty 1¢ nhiém vi khuén S.
suis type 2

Mau dich miii lon thu thap tir cac 16 md trén
dia ban Thanh phd Hué dugc cho truc tiép vao moi

truong BHI va nudi 16 gid trong ti am 37°C ¢6 bd
sung CO, 5%. Tién hanh tach ADN d¢ lam khuén
cho PCR v6i cg@p moi CPS2, chiing t6i da xac dinh
duoc 9 mau duong tinh voi S. suis type 2 trong
100 mau dich miii lon tai cac 10 md trén dia ban
tinh Thira Thién Hué (bang 1).

Bang 1. Ty Ié nhiém lién cau lon type 2 & mot s 16 mé trén dia ban Thanh phé Hué

Dia diém lay mau S6 mau nghién ctru S6 mau dwong tinh Ty lé dwong tinh (%)
Lo mé Bach Yén 30 4 13,33
Lo mb Bai Dau 40 3 7,50
Lo md Xuan Phu 30 2 6,67
Téng 100 9 9%

9 mau dich miii lon cho két qua PCR duong
tinh duoc st dung dé phan lap lién cau khuin
thuan trén méi truong thach mau. Sau khi nuoi,
tién hanh thir nghiém bile esculin va PCR khang

dinh lai S. suis type 2 bang cip mdi CPS2. Két qua
dién di cho thay san pham PCR cua cd 9 mau la
mot band don nhit co kich thudc khoang 459 bp
(hinh 1).

12 3 45

500 bp
40

7 89 10

439 bp

Hinh 1. Két qua PCR kiém tra mau dwong tinh véi S. suis type 2
Lane 1: Marker 1kb (biobasic), Lane 2-10: cac mé&u duwong tinh

V6i két qua PCR khang dinh lai mau duong
tinh, ching t6i nhan thay ty 1¢ nhiém lién cu
lon type 2 trén dia ban Thira thién Hué 1a 9,00
%, va co su khac biét gitia ty 1¢ nhiém lién ciu
lon type 2 tai cac 10 md, tuy nhién sy khac biét
nay khong co ¥ nghia thdng ké (P>0,05). Theo
nghién ctru cua Ngo Thi Hoa va cong su (2011),
ty 1& mang vi khuan S. suis type 2 & lon khoe tai
mién Nam Viét nam 1a 8,00% [6].
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3.2. Két qua tao dong va biéu hién gen ma héa
khang nguyén 6PGD cua S. suis type 2

Phan Iap vi khuén lién cau lon thuan trén moi
truong thach mau cuu 5%, nudi qua dém & nhiét
d6 37°C, ¢6 bd sung 5% CO,. Sau khi nudi, lya
chon khuan lac don c6 hinh dang déc trung cia
lién cau dé tién hanh thir nghiém bile esculin. Tién
hanh PCR xac dinh lai S. suis type 2 v6i cip modi
CPS2 trén vi khuédn Streptococcus spp, chung toi
da thu dugc vi khuan S. suis type 2 thuan. Khi da
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¢6 dugc vi khuan S. suis type 2 thudn, ching toi
tién hanh nhan doan gen khéng nguyén 6PGD ciia

2000
b]j':_:l
1000 bp

500 bp

vi khuan bang phuong phap PCR . Két qua duoc
thé hién ¢ hinh 2.

1428 bp

Hinh 2. Két qua PCR nhan doan gen khang nguyén 6PGD tir S. suis type 2
Lane 1: Marker 1kb (biobasic); lane 2 va 3: mau

Két qua dién di cho thiy: san phdm PCR cua
S. suis type 2 co6 kich thudc khoang 1428 bp,
tuong ung véi chiéu dai 1y thuyét doan ADN
cua gen 6PGD véi cip mdi 6PGD.F va 6PGD.R,
san phdm PCR 1a mot biang don nhat c6 chét
lugng tbt.

San pham PCR (gen 6PGD) duoc gén vao
vector tao dong pGem®-T easy dé tao vector tai to
hop pGem®-T easy-6PGD, sau d6 bién nap vao té

bao kha bién E. coli Top 10.

Céy trai san pham bién nap trén moi truong dia
thach LB ¢6 bd sung ampicillin (50 pg/ml), 30 pl
X-gal (20 mg/ml) va 30 pl IPTG 100 mM, nudi
trong ti am 37°C qua dém.

Két qua ¢ hinh 3 cho thdy: cac khuan lac mau

xanh va khuan lac mau tr'fmg trén moi trudong
thach dia LB.

Hinh 3. Két qua bién nap vector tdi té hop vao té bao kha bién E. coli Top 10
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Dé khang dinh chic chin doan gen 6PGD
c6 mit trong cac dong khuin lac mau tring
thu dugc, chung t6i tién hanh phan tng PCR
truc tiép tir khuén lac. San phém PCR duogc
dién di trén gel agarose 1%. Két qua cho thay
cac dong khuan lac déu cho két qua duong

o DM

tinh voi phan tmg PCR va kich thudc nhan
1én theo dung tinh toan 1y thuyét doan gen dai
khoang 1428 bp.

Pong thoi dé kiém tra két qua gin gen
6PGD vao plasmid, chung t6i tién hanh PCR
véi cap moi M13. Két qua dugce ghi ¢ hinh 4.

7T 8010 11 12

1628 bp

Hinh 4. Két qua dién di sén pham PCR nhan gen 6PGD trwec tiép tir khuan lac
M: Thang ADN chucfn,IOOO bp; I - 6 cdc khudn lac trdang dwoc PCR véi primers 6PGD;
7-12 cac khuan lac trang dwoc PCR voi primers M13

Céc dong khuan lac duong tinh dugce nuoi
trong 5ml méi truong LB 10ng ¢ bd sung
ampicillin (50 pg/ml) & 37°C qua dém. Sau
d6 tién hanh tach chiét plamid, va gui di giai
trinh tu.

Két qua phan tich trinh ty nucleotid ctia san
pham PCR cho thiy doan gen 6PGD phan lap
dugc co do dai 1428 bp (bao gdm ca stop codon)
va tuong dong 99% vai gen 6PGD di duge cong
bd (gb|CP000407.1|). Su sai khic cua mét sb
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nucleotid khong 1am anh huéng dén quéa trinh
biéu hién protein. Két qua so sanh trinh tw amino
acid suy dién cho thdy: gen cua S. suis type 2 do
chung t6i phan 1ap duoc c6 mirc twong dong cao
so véi trinh ty da cong bd trén ngan hang gene,
chi sai khac tai mét s6 vi tri amino acid nhu & vi
tri 192 (Y dugc thay bang H), & vi tri 345 (P duoc
thay bang R), vi tri 347 (T duoc thay bang A) va
o vi tri 373 (G dugc thay b;"mg R), vitri 371, 372
va 373 (PPP dugc thay bang RAR).
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Query 1
MTKANFGVVGMAVMGRNLALNVESRGYSVAIYNRSADKTEDVVASNPGKNLVPSYDVESE 180
Sbjct 1
MTKANFGVVGMAVMGRNLALNVESRGYSVAIYNRSADKTEDVVASNPGKNLVPSYDVESE 60
Query 181
VASIEKPRRIMLMVQAGPGTDATIQALLPHLDEGDILIDGGNTEFYEDTIRRSKELANSGI 360
Sbjct 61
VASIEKPRRIMLMVQAGPGTDATIQALLPHLDEGDILIDGGNTEFYEDTIRRSKELANSGI 120
Query 361
NEFIGTGVSGGEKGALEGPSIMPGGQKEAYELVADVLEEISAKAPEDGAPCVTYIGPDGAG 540
Sbjct 121
NEIGTGVSGGEKGALEGPSIMPGGQKEAYELVADVLEEISAKAPEDGAPCVTYIGPDGAG 180
Query 541
HYVKMVHNGIEHGDMQLIAESYDLMOHLLGLSVDEMADIFTDWNQGELDSYLIEITADIL 720
Sbjct 181
HYVKMVHNGIEYGDMQLIAESYDLMOHLLGLSVDEMADIFTDWNQGELDSYLIEITADIL 240
Query 721
KRKDDQGQDGPIVNYIMDAAGNKGTGKWTSQSSLDLGVPLSLITESVFARYISTYKDERV 900
Sbjct 241
KRKDDQGQDGPIVNYIMDAAGNKGTGKWTSQSSLDLGVPLSLITESVFARYISTYKDERV 300
Query 901
AASKVLPKPAPFAYEGDKAELVEKIRQALYFSKIMSYAQGFAQLPVTSKENNWNLPFGEI 1080
Sbjct 301

AASKVLPKPAPFAYEGDKAELVEKIRQALYFSKIMSYAQGFAQLRVASKENNWNLPEFGEI 360
Query 1081
AKIWGAGCIIPPPFLOKITDAYGRDEDLANLLLDEYFLDVTAKYQQAVRDVVALAVOAGV 1260
Sbjct 361
AKIWRAGCIIRARFLOKITDAYGRDEDLANLLLDEYFLDVTAKYQQAVRDVVALAVQAGY 420
Query 1261
PVPTFSAAITYFDSYRAENLPANLIQAQRDYFGAHTYNRKDKEGIFHYDWYSESK 1425
Sbjct 421
PVPTFSAAITYFDSYRAENLPANLIQAQRDYFGAHTYNRKDKEGIFHYDWYSESK 475

Mirc dé twrong dong cua trinh tw amino acid suy dién cua khdng nguyén 6GPD
do chung téi phan lap va khang nguyén 6PGD da dwoc céng bo

Gene mi hoa protein 6PGD sau khi giai  di trén gel agarose va tinh sach bing
trinh ty va so sanh trén ngan hang gene kit Wizard®SV Gel and PCR CleanUp
dugc cit giéi han biang enzyme BamHI System. Két qua cit giéi han duoc trinh
va Sall. San phém cét gioi han dugc dién bay trong hinh 5.
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3000 hp

2000 b

1000 bp

BPGD

Hinh 5. Két qua cat giéi han plasmid pGEM-T-Easy 6PGD bang enzyme BamHI va Sal1
1: Thang ADN chudn 1kb; 2: DNA 6PGD; 3, 4, 5, 6: plasmid pGEM-T-Easy-6PGD duwoc xur ly

bang enzyme BamHI va Sall

Sau khi tinh sach ADN tur gel agarose, ching
t6i tién hanh gin gene 6PGD vao plasmid
pGex4T3 da dugc xir Iy bang enzyme gi6i han
BamHI va Sal 1. Dich gan dugc bién nap vao
té bao E. coli BL21 (DE3) bang phuong phap
shock nhiét. Cac khuan lac mang vector biéu
hién pGEX-4T-3-6PGD tai to hop dugc kiém

1 2
2lkda
50kda

d0kda

tra bang PCR. Té bao E. coli BL21 (DE3) dugc
chon loc va cam tng sinh protein bang IPTG
trong 50 ml moi truong LB & 25°C (OD600
0,8). Su biéu hién cua protein 6PGD dugc kiém
tra bang dién di polyacrylamide gel 15% c6 SDS
0 60 V. Sau do, gel duogc nhudm voi Coomassie
Blue R, dé phan tich két qua.

4 5
eFGD GET

Hinh 6. Biéu hién cua protein 6PGD trong E. coli BL21 t&i té6 hop trén gel SDS-PAGE

1: Thang protein chudn (10 -190 kDa, Bioline);
2: E. coli BL21 khéng bién nap;

3: E. coli BL21 tdi 16 hgp khong cam iing véi IPTG; 7
4, 5: E. coli BL21 tdi té hop cam vung voi IPTG tai thoi diem 2 gio va 3 gio.
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Két qua dién di SDS cho thiy c6 mot bing
protein ddm xuét hién & vi tri khoang 78 kDa &
méau duoc cam tmg, bing nay khong xuat hién
& cac mau dbi chimg. Vi vay, ¢ thé khang dinh
gen mi hoa khang nguyén 6PGD di dugc biéu
hién thanh cong.

Gene ma hoa khang nguyén 6PGD cta S. suis
type 2 ciing dugc Chentan va cong su (2008)
nghién ctru biéu hién thanh cong trén vector
pET 28a trong vat chu E. coli BL21 (DE3), két
qua nhom tac gia thu duoc protein tai td hop c6
khéi luong 53 kD [4].

IV. KET LUAN

Str dung PCR, chung t6i da xac dinh duogc
ty 1&¢ nhiém vi khuan S. suis type 2 trén lon dugc
mang dén giét mo & Thanh pho Hueé 1a 9%.

Pa phan 1ap duge vi khuan S.suis type 2
thudn va da tao dong, biéu hién thanh cong
gene ma héa protein 6PGD trong té bao E. coli
BL21(DE3). Poan gene ma hoa protein 6PGD tir
vi khuan S. suis type 2 c6 chidu dai 1a 1428 bp,
twrong dong 99% so véi gene 6PGD dugc cong
b6 trén GeneBank. Protein dung hop 6PGD-GST
¢6 khéi luvong phén tir khoang 78 kDa.

Day la két qua ciia dé tai nghién ctru khoa
hoc céip Pai hoc Hué, ma sé DHH2015-15-01
va dé tai nghién ctru khoa hoc cép Vién, ma
s6 VCNSH2015-01 duoc ngan sach nha nudc
dau tu.
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