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Nghién ctru duoc thyc hién trén 240 mau tom va nhuyén thé thu thap & Dong Nai,
TP. H6 Chi Minh. Mau duoc ting sinh bang hai dung dich mudi pepton klém khéng bd
sung va bd sung polymycin B 50 Ul va 3 % NaCl. DNA ly trich tryc tiép tir dung dich
tang sinh duoc kiém tra bang 3 phan tng m—PCR dé x4c dinh (i) loai V. cholerae (m-
PCR1); (ii) serogroup O1, 0139 (m-PCR2) va (iii) biotype (m-PCR3). Bén canh 4o,
cac gbc vi khuén ciing dinh danh bang phuong phép sinh hoa va xac dinh lai bang cac
phéan ung m-PCR.

Phan tmg m-PCR1 phéat hién V. cholerae trén 44,2% s6 mau & méi truong 1 va
45,8% s6 mau & moi truong 2. Trong khi d6, phuong phap sinh hoa chi phat hién V.
cholerae & hai méi truong 1an luot 13 41,3% va 10,0%.

Phan tmg m-PCR2 sir dung DNA ly trich truc tiép tir dung dich tang sinh, két qua
phat hién gen tir 106 mau & moi truong 1 va 110 mau & méi trudng 2 lan luot 13 2 va 2
mau duong tinh ddng thoi hai gen ctxA va rfbO1, 8 va 11 miu duong tinh dong thoi hai
gen ctxA va rfb0139, 2 va 4 miu chi duong tinh véi rfbO1, 2 va 4 mau chi duong tinh
v6i rfh0139, 13 va 18 mau chi duong tinh véi ctxA. Ngoai ra, moi trudng ting sinh 2
con gitp phat hién dugc hai mau duong tinh dong thoi ca 3 gen CtxA, rfbO1 va
rfb0139.

St dung DNA ctia timg gbc da dinh danh, két qua m-PCR2 phat hién serogroup
tr 99 miu ¢ mdi truong 1 va 24 miu & moi trudng 2 1an luot 13 5 va 3 miu duong tinh
v6i V. cholerae 0139 sinh doc t6 CT, 11 va 5 mau dwong tinh véi V. cholerae
01/0139 khong sinh doc t6 CT, 5 va 2 mau dwong tinh véi V. cholerae non — 01/0139
sinh doc t5 CT.

Két qua phan tng m-PCR3 cho thiy chi 3 trong 6 mau phat hién dugc gen tcpA
dac trung cho V. cholerae O1 biotype El Tor.

Mot s6 gbe V. cholerae phan 1ap dugc déu nhay cam doxycycline va norfloxacin
va dé khang hoan toan véi colistine, dé khang cao véi oxacillin.

Tir khoa: Vibrio cholerae, Dong vt thiy hal san, Ty 1¢é nhiém, Serogroup, Biotype,
K¥ thuat m-PCR

Prevalence of Vibrio cholerae in seafood animals and their

serogroups (O1 and 0139) and biotypes by m-PCR
Nguyén Thi Xuin Trang and Nguyén Ngoc Tuin
Summary

A total of 240 samples of marketed shrimp and shellfish were collected from
Dong Nai province and Ho Chi Minh City. Two enrichment media were used: ASPW
(alkaline salt peptone water) and ASPW supplemented with polymycin B 50 Ul and 3
% NaCl. DNA extracted from enriched samples was examined by three m-PCR
reactions to identify (i) the species of V. cholerae (m-PCR1); (ii) the O1 and 0139
serogroups (Mm-PCR2); and the biotypes (m-PCR3). Besides, isolates from enriched

media were examined using conventional methods (biochemical tests) and m-PCRs.
By m-PCR1, V. cholerae was detected from 44.2 % of the enriched samples in
ASPW medium and 45.8 % of the enriched samples in supplemented ASPW medium,
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while the bacteria were isolated from only 41.3 % and 10.0% of the samples
(respectively).

Using m-PCR2, two out of 106 ASPW-enriched samples and two out of 110
enriched samples supplemented with polymycin B were found positive for ctxA and
rfbO1; 8 and 11 samples were positive for ctxA and rfbO139; 2 and 4 samples, for
rfbO1; 2 and 4 samples, for rfbO139; and ctxA was detected from 13 and 18 samples
(respectively). Furthermore, ctxA, rfbO1 and rfbO139 were simultaneously detected from
two samples enriched in supplemented ASPW broth.

Using extracted DNA of detected isolates, the result of m-PCR2 of identification
of serogroups from 99 samples in ASPW and 24 samples in supplemented ASPW, 5
and 3 samples were positive for toxigenic V. cholerae belonging to serogroup 0139, 11
and 5 samples were positive for non—toxigenic V. cholerae 01/0139; and 5 and 2
samples were positive for V. cholerae non—01/0139 carried CT (respectively).

The results from m-PCR3 showed that tcpA El Tor was only detected from three
of six samples.

Antibiotic resistance tests showed that V. cholerae isolates were completely
resistant to colistine; highly resistant to oxacillin; and were sensitive to doxycycline
and norfloxacin.

Key words: Vibrio cholerae, Seafood animal, Prevalence, Serogroup, Biotype,
m-PCR

I. DPAT VAN DE

Vibrio cholerae 14 tac nhan quan trong nhat gdy bénh dich ta trén nguoi, dac biét
hai serogroup O1, O139 (Nusrin va cs, 2004) , gay chét hang triéu ngudi mdi nam trén
thé gi6i (Suzita va cs, 2009). V. cholerae ton tai trong moi truong nudc, dac biét ¢ cac
khu vire gan cira song (Vicente va cs, 1997). Vi vy, lodi vi khuan nay rat dé nhiém vao
cac dong vat thury hai san (Vezzulli va cs, 2010). Do d6 viéc an nhitng san pham thity
hai san tuoi séng hodc chua niu chin 1a diéu kién dé bénh phat sinh (Shar va cs, 2010).

Trén thé giéi da c6 rt nhiu nghién ctru vé V. cholerae. Tuy nhién, & Viét Nam
céc nghién ctru vé loai vi khudn nay twong déi it, cac cong trinh chi dimg lai & mirc d9
phat hién V. cholerae trén bénh nhan tiéu chay cip. Trong d6 phuong phap nudi cdy va
phan 1ap duoc thyc hién phé bién de dinh danh loai vi khuan nay va dugc xem nhu tiéu
chuan vang; tuy nhién chi phi cao, ton nhiéu thoi gian va nhan cong; va khong thé phan
biét mot cach chinh xac gitta V. cholerae ching sinh doc t6 va khéng sinh doc tb
(Chomvarin va cs, 2007). Hon nira, nudc ta chua c6 nghién ciru nao lién quan dén ngd
doc thuc pham tir thirc dn thuy hai san. Do d6, van dé duoc dit ra 1a thuong xuyén tam
soat sy hién dién cta cac loai vi khuan c6 kha ning gay ngd doc thyc pham cho ngudi
tiéu thu san pham thuy hai san. Dic biét, phat hién nhanh va chinh xac V. cholerae la
viéc 1am can thiét. Cho nén m-PCR dugc xem la cong cu hiru hi¢u dé giup xac dinh
nhanh Vibrio gdy bénh, nhét 1 xac dinh nhanh cac serogroup va biotype cta V. cholerae
(Khuntia va cs, 2008).

Muc tiéu cta bai bao 1a so sanh hai phuong phap phat hién V. cholerae, xac dinh
nhanh serogroup O1, 0139 va hai biotype cta V. cholerae serogroup O1 bang m-PCR,
dong thoi danh gia tinh nhay cam cia vi khuan nay v6i mot s6 khang sinh théng dung.

Il. VAT LIEU VA PHUONG PHAP
2.1 Vat liéu

Mau tom, mau nhuyén thé (khdi lwong tir 100-200 g/mau) duge dung trong cac
tai nylon vo tring va bao quan trong thung da, chuyén nhanh vé phong thi nghiém. D6i
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v6i mau tom, mau dugc cho vao cdec mo qua vo trung, cat nhuyén (liy nguyén than,
dau). Déi voi miu nhuyen thé hai manh, sau khi rtra sach chat ban bén ngoai, dung kep
vo trung tach hai vo, lay phan thit va dich bén trong cho vao cdc mo qua vo trung, cat
nhuyén. Phin miu cit nhuyén dugc ting sinh trong hai méi trudong: (1) méi trudng
nude pepton mudi kiém (ASPW) va (2) méi truong nudc pepton mudi kiém (ASPW)
bd sung 3% NaCl va polymycin B 50UIL Cir mdi 10 gam mau dugc cho vao 90ml moi
truong tang sinh, o 41,5°C trong 8-12 gid. Dung dich ting sinh dwgc sir dung dé ly trich
DNA, dong thoi ciing duoc dung dé phan 1ap va dinh danh V. cholerae bing phan tng
sinh hoa.

2.2 Phuong phap nghién ciru
2.2.1 Xdc dinh V. cholerae bang cdc phén irng sinh héa

Dung dich ting sinh dugc cdy chuyén lén thach TCBS (thiosulfate citrate bile
saccharose), i & 37°C va kiém tra sau 18 - 24 gi0. Trén mdi truong TCBS, chon 5 khuan
lac mau vang dién hinh cho V. cholerae (khuan lac mau vang, tim duc, ria tron, nhin,
duong kinh tir 2- 3 mm). Mdi khuan lac dugc cdy 1én timg dng thach nghiéng TSI, u 37°C
trong 24 gid. Cac 6ng thach TSI do/vang va khong sinh H,S duoc chon dé khang dinh
bang cac thir nghiém sinh hoa gdm sucrose duong tinh (+), lactose va L-arabinose &m tinh
(-), D-manitol (+), arginine dihydrolase (-), lysine decarboxylase (+), ornithine
decarboxylase (+), urease (-), oxidase (+), citrate va indol (+), o-nitrophenyl B-D-
galactopyranoside (ONPG) (+), moc dugc trén mdi truong dudi 3% NaCl. Cac goc vi
khuan cho két qua sinh hoa phu hop véi V. cholerae dugc ciy lai trén thach TCBS dé
nhan thuan va chuyén vao canh BHI, u 37°C trong 18 - 24 gid dé gitr gdc. Cac gbe duoc
gitr trong canh BHI b6 sung 20% glycerol va bao quéan & - 20°C.

2.2.2 Ly trich DNA

Déi v6i dung dich tang sinh, 1dy 1ml, ly tAm 10.000 vong/phut trong 2 phit, phan
can dugc hoa tan trong 100 pl TE 0,5X dé ly trich DNA. Déi véi cac goc da kiém tra
sinh hoa, sau khi ra dong, goc vi khuéan duogc ting sinh trong BHI (chuyén 100 ul mau
da gilr gbc vao éng eppendorf chira 1ml BHI), t 37°C/ 18-24 gio, ly tdm nhu trén, ldy
phan can hoa tan trong 100 pl TE 0,5X dé ly trich DNA.

Quy trinh ly trich DNA dugc thyc hién theo bo kit ly trich ctia Cong ty C6 phan
Cong nghé Viét A, TP HCM.

2.2.3 Xdc dinh tdn sé xudt hi¢n V. cholerae trén mdu tém va nhuyén thé bang ky
thudt multiplex PCR

K§¥ thuat m-PCR duoc thuc hién voi DNA tir hai ngudn gbc khac nhau gdm
DNA ly trich tryc tiép tir dung dich ting sinh cia mau khao sat va DNA ly trich tir
dung dich BHI ciia timg gdc vi khuan V. cholerae sau khi da dinh danh bang thi
nghiém sinh hoéa. Quy trinh dugc thuc hién v6i 3 phan tng m-PCR.

Phan tng m-PCR1 duoc str dung dé xac dinh su hién dién cua V. cholerae trong
méu khéo sat bang cach sir dung hai cap mdi (Tarr va cs, 2007). Cac miu duong tinh véi
V. cholerae duoc ghi nhan va tiép tuc thuc hién phan tmg m-PCR2.

Phan tmg m-PCR2 st dung 3 cép m01 cap mdi thir nhat duoc thiét ké dua vao
gen CtxA dac trung cho V. cholerae, cép mdi thtr 2 va thtr 3 dugc thiét ké dé phan bi¢t
hai serogroup O1 va 0139 dua vao trinh tu cta gen rfb (Alam va cs, 2006) dé xac dinh
serogroup O1 va 0139 ciia V. cholerae. Sau d6, cac mau duong tinh dong thoi it nhat 2
gen CtxA va rfbO1 dugc ghi nhan d tiép tuc thuc hién phan tmg m-PCR3 nham xéc dinh
biotype El Tor hodc cb dién cua V. cholerae O1.

Phan &rng m-PCR3 dwoc thwe hién dé phan biét biotype El Tor va ¢ dién cda
V. cholerae O1. Cac doan mdi dwoc thiét ké phan biét hai biotype dwa vao gen tcpA
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(Rivera va cs, 2001). Trinh tw cla cac doan méi va kich ¢& san phAm PCR dwoc trinh
bay & Bang 1.

Bing 1. Trinh tw nucleotid ciia cic doan méi trong cdc phan irng m-PCR

KiCh . py
Xdc dinh Moi Trinh tu 5" — 3’ co P;tnan Ngnuo
(bp) £
Ve.sodB-F AAG ACC TCA ACT GGC GGT A 248
V. cholerae Vc.sodB-R GAA GTG TTA GTG ATC GCC AGA GT m- VTélaCr;
Al vibrio s V.165- 700F | CGG TGA AAT GCG TAG AGA T 563 PCRL | 2007
PP- | v 165-1325R | TTA CTA GCG ATT CCG AGT TC
CtXA-F CTC AGA CGG GAT TTG TTA GGC ACG
V. cholerae | AR TCT ATC TCT GTAGCC CCT ATT ACG | 302
m- Alam
Olrfb-F GTT TCA CTG AAC AGA TGG G PCR2 | vacs,
V. cholerae O1 | 51" s o GGT CAT CTG TAA GTA CAA C 192 2006
V.  cholerae | 0139rfb-F AGC CTC TTT ATT ACG GGT GG 149
0139 0139rfb-R GTC AAA CCC GAT CGT AAA GG
V. cholerae O1 i
El Tor tcpA-72-F CAC GAT AAG AAAACC GGT CAAGAG | o0 | z':’/gr
V. cholerae o1 | 1€P-477R CGA AAG CAC CTT CTT TCA CGT TG 0 | pora |
- Cholerae tcp-647-R TTA CCA AAT GCA ACG CCG AAT G '
Classical 2001

2.2.4 Thanh phan phdn teng va quy trinh nhiét ciia cdc phan irng m-PCR

Cac phan img m-PCR dugc thyc hién voi cung nong do hoa chit va quy trinh
nhiét. Thanh phan phan tmg m-PCR gém 13,5 pul hdn hop master mix (2 UI AmpliTaq
gold; 0,2 mM dNTP; buffer 10X; 1,5 mM MgCl.); 0,5 ul mdi doan mdi (néng do 0,625
uM); 5 pl DNA khudn miu va nuée cat khir ion hai 1an vira du 25 pl.Quy trinh nhiét ctia
cac phan img m-PCR: 95°C/5 phut (1 chu ky); 95 °C/30 gidy, 50 °C/30 giay, 72°C/1 phit
(40 chu ky); 72°C/6 phut (1 chu k).

2.3.5 Pign di va doc két qua

Qua trinh dién di dugc thyc hién véidung dich TAE 1X trén gel agarose 1,5%,
thot gian dién di 1a 50V/5 phut; 75V/45 phut.Sau khi dién di, bang gel agarose duogc
nhudém béng dung dich ethium bromide 1/10.000 va nhan dién nho may chiéu tia UV
(Hinh 1, Hinh 2 va Hinh 3).
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e—V.16S

sodB

Chu thich 1: V. parahaemolyticus; 2: E. coli; 3: S. aureus; 4: L. seeligeri; 5: P
aeruginosa; 6: A.hydrophila; 7: S. Typhimurium; 8: Shigella sonei; L:Thang chuan
100 bp; 9: V.cholerae O1; 10: V. cholerae 0139; 11: V.cholerae O1+ 0139

rfBO139

302 XA

rfBOL

Chu thich: 1:V. parahaemolyticus; 2: E. coli; 3: S. aureus; 4: L. seeligeri; 5: P.
aeruginosa; 6: A.hydrophila; 7: S. Typhimurium; 8: Shigella sonei; L:Thang
chuan 100 bp; 9: V.cholerae O1+ 0139; 10: V. cholerae 0139; 11: V. cholerae O1

Hinh 1. Sdn phim m-PCR1

Hinh 2. Sin phim m-PCR2

tepAH Tor

451 / 451

Hinh 3. San phim m-PCR3

Chd thich: 1 — 4: 4 miu méi trudng 2; 5: Déi chimg 4m; L: Thang
chuén 100bp; 6: Dbi chimg duong; 7,8: 2 miu mdi truong 1

III. KET QUA VA THAO LUAN
3.1 So sanh két qua dinh danh V. cholerae bing phuong phap sinh héa va m-PCR

Vi 240 mau thu thap ¢ hai dia ban khao sat gobm hai loai mau (tom va nhuyén
thé), mau dugc tang sinh trén hai moi truong khac nhau, sau do tién hanh dinh danh V.
cholerae bang hai phuwong phép sinh hoa va m-PCR. Két qua & bang 2 cho thiy V.
cholerae dinh danh dugc bang phuong phdp m-PCR cao hon phuong phap sinh hoa &
ca hai moi truong tang sinh (44,2% so vo1 41,3% & moi truong 1 va 45,8% so véi
10,0% & moi truong 2).

Déi v6i phuong phép sinh héa, méi truong 1 cho ty 1¢ dinh danh V. cholerae cao
hon nhiéu so véi méi truong 2 (41,3 % so véi 10,0 %). Nguoc lai, d6i véi phuong phap
m-PCR phat hién loai V. cholerae thi moi treong 2 gitp ty 1€ phat hién cao hon méi
truong 1 (45,8 % so vai 44,2%).

3.2 Tén s6 xuit hién V. cholerae O1 va 0139 trén miu tom va nhuyén thé cho két
qua dwong tinh véi V. cholerae ¢ m-PCR 1

Phan tng m-PCR2 duoc thyc hién véi DNA ly trich tir hai ngudn gdc khac nhau:
216 mau DNA (106 mau ¢ méi trudng 1 va 110 mau & méi trudng 2) duoc ly trich tir
dung dich ting sinh ctia cac mau duong tinh véi V. cholerae & m-PCR1 dé xéac dinh su
hién dién ciia gen doc luc ctxA, gen rfbO1 va rfbO139 va 375 mau DNA duoc ly trich
tir 375 gbc V. cholerae da dugc dinh danh bang thir nghiém sinh héa va khang dinh lai
bang m-PCR1 dé x4c dinh sy hién dién ctia serogroup O1 va 0139 trong cac gbc dinh
danh dugc (phan 1ap tir méi truong TCBS va thir sinh hoa).
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Bdng 2. So sanh ty I¢ phdt hién V. cholerae giira phwong phdp sinh héa va m-PCR
DNA ly trich tur dung dich ting sinh

Dung dich pepton muéi kiém (Méi truong 1)

Dia diém Pong Nai (n = 127) Tp. Ho Clhlz'é\finh (n= Téng céng (N = 240)

P ’g;‘;’;g Sinhhéa | m-PCR1 | Sinhhéa | m-PCR1 Sinh héa m-PCR1
Logimdu | o | o | q % |n| % | n % | n % n %
Tom 13 | 342 | 13 | 34,2 | 14| 424 | 14 | 424 | 27 38,0 27 38,0
Nhuyénthé | 34 | 382 | 40 | 44,9 |38 | 475 | 39 | 487 | 72 | 42,6 | 79 | 46,7
Chung 47 | 37,0 | 53 | 41,7 |52 | 46,0 | 53 | 46,9 | 99 41,3 | 106 | 44,2

Dung dich nuwéc pepton muéi kiém bé sung polymycin B 50UI va 3% NaCl

(Moi tru"o:'ng 2)

Dia diém DPong Nai (n = 127) Tp. Ho Cf{é‘)/linh (n= Téng céng (N = 240)

Phum?g Sinh héa m-PCR1 Sinh héa m-PCR1 Sinh hoa m-PCR1

Loai mp;[]uap n % n % n % n % n % n %
Tom 0 |000| 4 10,5 5 152 | 12 | 364 6 8,4 17 239
Nhuyén thé 8 | 89 | 50 | 56,2 | 12 | 150 | 43 | 53,7 | 18 | 10,7 | 93 55,0
Chung 8 | 63 | 54 | 425 | 17 | 150 | 55 | 48,7 | 24 | 10,0 | 110 | 458

Ghi chii: Tém: n = 71 (Pong Nai: 38 mau; TP. Ho Chi Minh: 33 mdu)

Nhuyén thé: n = 169 (Pong Nai: 89 mdau,; TP. Ho Chi Minh: 80 mdu)

Bing 3. Két qud s6 mdu dwong tinh véi cdc gen trong phin trng m-PCR2 sir dung

Moi truong 1

Moi truong 2

Cac gen dich (n =106) (n=110)
n % n %
CtxA + rfbO1+ rfbO139 0 0,0 1,8
CtxA + rfbO1 2 1,9 2 1,8
ctxA + rfb0139 8 7,5 11 10,0
rfbO1 2 1,9 4 3,6
rfb0139 2 1,9 4 3,6
CtxA 13 12,3 18 16,4
Téng s6 mau duong tinh 27° 26,4 41° 37,3

Ghi chii: a, b: khdc biét ¢6 ¥ nghia théng ké

Két qua Bang 3 cho thay phuong phap ting sinh bang méi truong 2 giup m-PCR2
phat hién cac gen muc tiéu cao hon méi truong 1 (41 mau so v6i 27 mau) va khd ning
phat hién dong thoi 2-3 gen ciing cao hon mdi truong 1 (15 miu so v6i 10 mau). Ngoai
ra, khi ding méi truong 2 ting sinh con gitip m-PCR2 phat hién 2 mau duong tinh dong
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thoi gen CtxA cung véi rfbO1 va rfb0139 ma & méi truong 1 khong gitip phat hién dugc;
hodc 2 miu ¢ méi trudng 1 so véi 4 mau ¢ méi trudng 2 ddi voi gen rfbO1; hodc 2 mau
& moi trudng 1 so véi 4 miu & mdi truong 2 ddi véi gen rfbO139, hodc 13 miu & moi
truong 1 so v6i 18 mau & moi trudng 2 dbi voi gen CExA.

Két qua duong tinh ddng thoi cua gen ctxA va gen rfbO1 hodc/ va rfbO139 cho
thiy kha nang hién dién cac V. cholerae mang gen doc luc trong mau khao sat. Nham
xé4c dinh sy hién dién cua cac serogroup ndy trong mau khao sat, m-PCR2 dugc tién
hanh voi DNA cuia 375 gbc (twong tmg 123 mau thyuc dia) V. cholerae di duoc dinh
danh (Bang 4).

Bing 4. Tan so6 xudt hién V. cholerae O1 va 0139 trén méu khdo sdt
(DNA ciia tirng goc dinh danh bing sinh héa)

Moi truong 1 Moi truong 2
Serogroup cia V. cholerae (n=199) (n=24)

n % n %
V. cholerae O1 ¢6 doc t6 CT (CtxA + rfbO1) 0 0,0 0 0,0
V. cholerae 0139 ¢6 doc tb CT (ctxA + rfb0139) 5 5,0 3 94
V. cholerae O1 khéng c6 doc td CT (rfbO1) 3 3,0 2 8,3
V. cholerae 0139 khong c6 doc t6 CT (rfb0139) 8 8,1 3 12,5
V. cholerae non — 01/139 ¢6 doc t6 (CtxA) 5 5,0 2 8,3

Két qua Bang 4 cho thdy 5 mau ¢ méi truong 1 va 3 miu ¢ moi truong 2 dugc
xéc dinh sy hién dién cta V. cholerae serogroup 0139 c6 doc t6 CT, khong c6 mau nio
phat hién dugc V. cholerae serogroup O1 sinh doc t6 CT. Ngoai ra, c6 3 mau & moi
truong 1 va 2 mau mdi truong 2 hién dién V. cholerae serogroup O1 khong sinh doc t6
CT; 8 mau & moi truong 1 va 3 mau mdi trudng 2 hién dién V. cholerae serogroup
0139 khong sinh doc t6 CT; 5 mau & mdi truong 1 va 2 mau méi trudng 2 hién dién V.
cholerae thudc cac serogroup non — 01/ non — 0139 sinh doc t6 CT.

3.3 Xac dinh biotype ciia V. cholerae O1 trén miu tém va nhuyén thé cho két qua
dwong tinh véi V. cholerae O1 ¢ m-PCR 2

DNA cua céc mau duong tinh déng thoi it nhat hai gen CtxA va rfbO1 & phan tng
m-PCR2 (2 mau & mdi trudng 1 va 4 mau & moi truong 2, xem L Bang 3) dugc st dung
de x4c dinh biotype cua V. cholerae O1. Két qua cho thdy 1 mau ¢ méi truong 1 va 2
méau & mdi truong 2 cho két qua duong tinh véi gen tcpA dic trung cho V. cholerae O1
biotype El Tor, khong mau nao cho két qua véi tcpA dic trung cho V. cholerae O1
biotype cb dién (Hinh 3).

Thdao ludn

Phuong phap PCR cho két qua phat hién V. cholerae chinh x4c va nhay hon
nhiéu so véi phuong phap sinh héa. Ly do la phuong phap PCR c6 thé phat hién duoc
céc dong V. cholerae ton tai hodc khong ton tai trén moi truong phan 1ap (Lipp va cs,
2003). Bén canh d6, phuong phap PCR sir dung DNA tach chiét tir dung dich ting sinh
s& cho két qua phat hién V. cholerae nhanh hon, chinh xac va d¢ nhay cao hon so voi
phuong phap nudi ciy truyén théng (Lipp va cs, 2003). Tuy vay, khi sir dung DNA tach
chiét tir dung dich tang sinh dé thyc hién phan mg m-PCR thi khong thé khang dinh su
ton tai clia cic serogroup cuia V. cholerae mang gen ddc luc ma chi cho thiy nguy co
hién dién cta cac dong vi khudn nay trong mau khéo sat.

Tan s6 xuit hién cua V. cholerae trong miu tom va nhuyén thé ¢ hai dia ban
khao sat kha cao (Bang 2). Tuy nhién, kha ning xuét hién cia cac serogroup mang gen
doc luc cua V. cholerae trong méiu khao sat rat thip (Bang 3 va Bang 4). Piéu d6 cho
thdy cac serogroup ctia V. cholerae ton tai trong mau khao sat ciing nhu trong moi
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truong chii yéu 1a non-O1, 0139 (Goel va cs, 2010) hodc nhitng dong V. cholerae O1
va 0139 khéng sinh doc té CT (Kaper va cs, 1995). Ty I¢ phat hién gen sodB cua V.
cholerae trong phén vat nuéi 1a 32% (74/230 mau), trong s0 ndy, chi phat hién 20/74
mau c6 mang gen rfb cia V. cholerae Ol va khong c6 mau nao duong tinh véi V.
cholerae 0139 (Keshav va cs, 2010).

Chung t6i tién hanh dinh biotype ctia 6 mau cho két qua duong tinh dong thoi
v6i it nhét 2 gen cua V. cholerae O1, nhung chi ¢6 3 mau cho két qua duong tinh voi
gen tcpA (Hinh 3). That vay, trai v6i nghién ctru trude day cho rang hau hét cac dong
V. cholerae O1 du cho két qua duwong tinh véi CtxA va tcpA (Faruque va cs, 1998),
37% s6 mau dugc xac dinh 13 V. cholerae O1 di khong hién dién gen CtxA va tcpA
(Aulet va cs, 2007). Ngoai ra, mot sb nghién ctru di chimg minh mét sé dong Vibrio
cholerae non-O1/ non-0139 ciing c6 kha ning mang dong thoi hai gen doc luc ctxA va
tcpA (Singh va cs, 2001).

Két qua nghién ctru cho thdy khong c6 miu nao (dung dich tang sinh hodc gde
phan 1ap duoc) cho két qua dwong tinh voi V. cholerae O1 biotype ¢ dlen T ndm
1961, V. cholerae O1 biotype El Tor da thay thé V. cholerae O1 biotype cb dién trong
cac 0 dich ta (Alm va Manning, 1990). Hau hét cac gbc phan lap tir Viét Nam va
Bangladesh déu 1a El Tor (Minh va cs, 2009). Tuy nhién, khong phai tit ca cic nghién
ctru déu cho thay V. cholerae O1 biotype co dién da bién mat ma ching van dang ton
tai. Nghién ctru cua Safa va cs (2008) khao sat 41 dong V. cholerae O1 phan 1ap ¢ chau
A va chau Phi tir nim 1991 dén nim 2004 cho thdy tat ca cac dong déu cho ket qua
dwong tinh v6i gen rfo O1, hau hét mang gen tCPA dac hi¢u cho biotype ¢ dién
(451bp) ngoai trir 5 dong ¢ Viét Nam déu mang tcpA El Tor.

3.3 Két qua khang sinh d6 ciia V. cholerae dinh danh dwgc

Nghién ctru di tién hanh thtr khang sinh d6 dé danh gi4 tinh nhay cam cta 9 gbc
V. cholerae dinh danh dugc ddi véi cac loai khang sinh thuong st dung dé diéu tri bénh
ta. Két qua khang sinh d6 cua cac gbc V. cholerae dinh danh dugc thé hién qua Bang 5.

Bing 5. Tinh nhay cim ciia V. cholerae véi mot so loai khdng sinh (n =9)

L Nhay Trung gian Khéng

Khang sinh N % o % o %
Amoxicillin 3 33,3 2 22,2 4 44 4
Cloramphenicol 7 77,8 1 11,1 1 11,1
Colistine 0 0,0 0 0,0 9 100,0
Doxycycline 9 100,0 0 0,0 0 0,0
Gentamicin 8 88,9 0 0,0 1 11,1
Norfloxacin 9 100,0 0 0,0 0 0,0
Oxacillin 1 11,1 0 0,0 8 88,9
Polymycin B 3 33,3 0 0,0 6 66,7
Trimethoprim/sulfamethoxazol 4 44 4 0 0,0 5 55,6
Vancomycin 2 22,2 3 33,3 4 44 4

Két qua cho thdy V. cholerae nhay cam hoan toan voi doxycycline va
norfloxacin (100%); kha nhay cam véi gentamicin (88,9%) va cloramphenicol (77,8%);
dé khang hoan toan véi colistine (100%) va dé khang cao véi oxacillin (88,9%) va
twong d6i khang polymycin B (66,7%), vancomycin  (44,4%) va
trimethoprim/sulfamethoxazole (55,6%).

Van d¢ dé khang khang sinh cua V. cholerae da dugc rat nhiéu tac gia nghién
ctru trude day, két qua cho thay kha ning dé khang cua vi khuéan nay rat da dang, tuy
thudc vao thoi gian va dia diém nghién ctru. O nudc ta, cac dong V. cholerae O1/non-
Ol tir ndm 1995- 2002 d¢ khang véi streptomycin, sulfamethoxazole/trimethoprim
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(Ehara va cs, 2004), cac dong phan lap niam 2003 thi d& khang voi amoxicillin va
erythromycin (Bani va cs, 2007).

V. cholerae phan lap ¢ Bangladesh 2002-2008 dé khang vdi tetracycline,
ciprofloxacin, sulfamethoxazole/trimethoprim, erythromycin va furazolidone (Kim va
cs, 2010). Theo Ang va cs (2010) cac dong V. cholerae O1 El Tor phén lap dugc ¢
Malaysia nim 2009 c6 kha ning dé khang v&i nhiéu loai khang sinh bao gdm
tetracycline, erythromycin, streptomycin, penicillin G, sulfamethoxazole/trimethoprim
va polymycin B. Gan day nhat, V. cholerae O1 ¢ Indonesia dé khang vé6i erythromycin
nhung nhay cam véi nhiéu loai khang sinh ampicillin, ciprofloxacin, cloramphenicol,
tetracycline, gentamicin, kanamicin, sulfamethoxazole/trimethoprim, norfloxacin,
streptomycin va axit nalidixic (Nishibori va cs, 2011).

IV KET LUAN

Mai truong nude mudi pepton kiém 1a méi truong ting sinh hiéu qua dé dinh
danh V. cholerae bang phuong phap sinh héa, bd sung polymycin B va 3% NaCl vao
mai trudng ndy rat co ich cho viéc phat hién cac gen doc luc ciia loai vi khuan nay bang
phuong phap m-PCR.

Tan sd xuét hién cua V. cholerae trong mau tdm va nhuyén the kha cao (hon
40%) nhung sy hién dién cua cac serogroup O1, 0139 san sinh doc té CT trong miu
khao sat rat thap (5 mau & mdi truong 1 va 3 méu 0 moi truong 2).

Chi phat hién dugc gen tcpA dac trung cho V. cholerae O1 biotype El Tor ¢ 3/6
mau khao sat, khong mau nao cho két qua duong tinh véi tcpA dic trung cho V.
cholerae O1 biotype ¢ dién.

Mot sb goc V. cholerae phan 1ap dugec déu nhay cam doxycycline va
norfloxacin va dé khang hoan toan véi colistine, dé khang cao véi oxacillin.
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