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LOI CAM POAN

T6i xin cam doan ddy 14 cong trinh nghién ctru ciia ban than. Cac sd licu, két qua
trinh bay trong dé tai 1a trung thuc va chua timg duogc ai cong bd trong bét ky
cong trinh nao trudc day.

Tac gia

Nguyén Thi Pau



LOICAM TA

Chan thanh cam on Ban Giam Hiéu, Ban lanh dao khoa Nong nghiép —
Thiy San truong Pai hoc Tra Vinh cung cic dong nghiép trong bd mon Chan
Nudi Thi y di tao diéu kién vé vat chat, tinh than trong sudt qua trinh toi tham
gia dé tai.

Chan thanh cam on Ban lanh dao Chi cuc Thua y tinh Tra Vinh da tao
diéu kién cho chung toi tham gia ldy mau tai cac co sé giét mo trong dia ban
Tinh.

Chan thanh cam on cac anh chi em B§ mon Vi sinh Khoa Nong nghiép
& Sinh hoc Ung dung truong Dai hoc Can Tho, anh chi em B6 mon Vi sinh
truong Pai hoc Y Duogc Can Tho, anh chi khoa xét nghi¢m bénh vién Pa khoa
Trung wong Can Tho di tao diéu kién, gitip d& t6i hoan thanh nghién ciru dé tai
nay.

Cam on cic em sinh vién Khoa Néng nghiép & Sinh hoc Ung dung
truong Pai hoc Can Tho, cac em sinh vién 16p DAO9BTY Khoa Néng nghiép —

Thuy san truong Pai hoc Tra Vinh da hd tro toi trong thoi gian qua.

Nguyén Thi Pau



TOM LUQC

Muc tiéu ctia nghién ctru 1a xac dinh ti 1¢ nhiém Vibrio choleae trén 100
mau huyét heo tai cac co s giét mo, trén nghéu 160 miu & cac huyén co nudi
nghéu phd bién va trén nguoi tiéu chay 40 mau, lan luot 13: trén nghéu 10%,
huyét heo c6 pha nudc tai co sé giét mo (c6 ndng do mudi tir 2-3%) 4%, chua co
dau hiéu duong tinh trén nguoi tiéu chay tai tinh Tra Vinh.

Nghién ctru ciing dénh gia sy khang khang sinh cta 20 ching vi khuan
Vibrio choleae gay bénh hién dién trén cac mAu bénh phadm gdém 06 loai khang
sinh va xac dinh gia tri nong d6 trc ché t6i thiéu (MIC) bang phuong phap dung
dia gidy khang sinh (Kirby-Bauer) va may lam khang sinh d6 tu dong bao cao
két qua khi xét nghiém hoan tat, cho két qua khang sinh dam bao c6 do chinh
xé4c cao boi gia tri nong do tre ché t6i thiéu riéng biét cho 18 — 20 loai khang sinh
khac nhau.

Két qua khang sinh do cho thay da s6 vi khuan Vibrio choleae nhay véi
Norfloxacin (100%), v6i Chloramphenicol (70%), va dé khang véi hoan toan
vo1 Amoxicillin (90%).

Két qua xac dinh gia tri MIC cho thiy vi khudn c6 véi gia tri MIC ddi véi
Norfloxacin la 0.25ug/ml, v6i Tetracycline < 1ug/ml, véi Chloramphenicol < 2
1pg/ml

Két qua cua nghién ctru ciing xac dinh cac type huyét thanh gom 15%
mau duong tinh voi khang huyét thanh da gia (0139, Ogawa, Inaba),10% mau
duong tinh voi khang huyét thanh don gia Ogawa va khang huyét thanh don gia
Inaba, pho bién trén mau bénh pham dugc phan lap & cac dia ban nghién ctru cua

dé tai trong tinh Tra Vinh.
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MO PAU

Thoi gian gan day, Viét Nam xay ra 3 dot dich tiéu chay cp nguy hiém: Pot
thir nhét tir ngy 23/10 - 6/12/2007 & 14 tinh, thanh phia Bic v6i 1.878 ca, trong d6
c6 295 trudng hop duong tinh vé6i vi khuan ta; Dot thir hai tir ngay 24/12/2007 -
5/2/2008 & Ha Noi v6i 58 ca, c6 32 ca do vi khuan ta; Dot thir ba, tir ngay 6/3 dén
11/4, da c6 1.335 ca, trong d6 136 ca duong tinh véi vi khuén ta, & 18 tinh, thanh
thuéc ca 3 mién Béc - Trung - Nam. Nam 2009, dich ta lai xudt hién tai cac tinh
phia Béc (V& Vin Lugng, 8/2009).

Két qua nghién ctru cia Cyc Y té du phong, vién Vé sinh dich t& Trung uong
cho thay, vi khun ta dang luu hanh & Viét Nam tir nim 2007 dén nay c6 hién tuong
tang doc luc, c¢6 kha ning gdy bénh 1am sang manh hon, ton tai lau hon trong moi
truong.

Theo d6, vi khuén ta gay bénh dugc xac dinh 14 vi khuan V.cholerae nhom
01, type huyét thanh Ogawa, type sinh hoc El tor bién d6i. Vi khuan nay c6 cu
trac gen cua ching El tor, nhung lai mang gen doc luc cia type c6 dién, khién no
tang doc luc voi kha ning gay bénh canh 1am sang ning hon, c6 sb nguoi lanh
mang trung va thoi gian mang tring nhiéu va dai hon, kha ning ton tai 1au hon
trong moi truong [13].

Tinh dén 19/8/2010 da c6 4 dia phuong gom: Bén Tre, Tién Giang, thanh
phé Can Tho va An Giang xuat hién bénh nhan mac bénh tiéu chay do vi khuan
V.cholerae . Mot s6 nude trong khu vie nhu Lao, Campuchia di c6 nhiéu truong
hop tir vong do bénh ta, vi khudn ta giy bénh ¢ Viét Nam gidng véi chung vi
khuan ta gdy bénh tai Lao va Thai Lan (X.Thai, 2010)

Tinh Tra Vinh véi vi tri dia Iy c6 nguy co tiém an bénh dich ta vi phia
Béc Tra Vinh giap v6i Bén Tre, phia Nam giap Séc Trang, phia Tay giap Vinh
Long, phia Bong giap bién véi chidu dai bo bién 65 km, trén dia ban Tra Vinh c6
hé thong song chinh véi tong chiéu dai 578 km, trong d6 co cac séng 16n 1 séng
Hau, song C6 Chién va song Ming Thit , vi thé rat d& cho viéc luu hanh vi khuan
ta tr séng CO6 Chién, bién Duyén Hai va Cau Ngang

(http://vi.wikipedia.org/wiki/Tra_Vinh).


http://vi.wikipedia.org/wiki/B%E1%BA%BFn_Tre
http://vi.wikipedia.org/wiki/S%C3%B3c_Tr%C4%83ng
http://vi.wikipedia.org/wiki/V%C4%A9nh_Long
http://vi.wikipedia.org/wiki/V%C4%A9nh_Long
http://vi.wikipedia.org/wiki/S%C3%B4ng_H%E1%BA%ADu
http://vi.wikipedia.org/wiki/S%C3%B4ng_H%E1%BA%ADu
http://vi.wikipedia.org/wiki/S%C3%B4ng_C%E1%BB%95_Chi%C3%AAn
http://vi.wikipedia.org/wiki/S%C3%B4ng_M%C4%83ng_Th%C3%ADt
http://vi.wikipedia.org/wiki/Tra_Vinh

Huyén Cau Ngang va Duyén Hai cua tinh Tra Vinh c6 ranh gidi giap véi
bién, day 1a diéu kién dé nguoi din nudi trong thity san, trong d6 ngudn loi quan
trong 13 nudi nghéu va danh bat hai san. Vi thé, thirc dn hai san dugc xem 14 loai
thirc an dic san va dugc ngudi dan st dung rat pho bién.

Céc nghién ctru trong nudc cho thay triéu chimg chinh cta bénh ta trén
ngudi 14 do doc td cua vi khuén V. cholerae giy ra. Vi khuin c6 mit & cac méi
truong nudc bién va ngudn nude bi 6 nhidm, sy thay déi vé tinh nhay cam khang
sinh cta V. cholerae O1 ¢ Viét Nam ciing duoc ghi nhan trén mot sb loai khang
sinh [4].

Dic biét, tai vung dong bang séng Ciru Long, tir trudce dén nay chua cd
nhiéu nghién ciru vé van dé nay. Véi hy vong gép phan xéac dinh ty 1& phéan lap
va mirc do dé khang khang sinh cua vi khuan Vibrio cholerae dé tir d6 gitup cho
co 5O y té ¢6 chién luoc s dung khang sinh diing nham lam giam ty 1¢ tr vong,
lam giam chi phi trong diéu tri bénh, phu hop véi diéu kién kinh té khu vuc 1a
can thiét va cp bach, chung t6i tién hanh nghién ctru dé tai “Ti 1 nhiém va su
nhay cam khang sinh cua vi khuan Vibrio cholerae trén huyét heo, nghéu va trén
nguoi tieu chay tai tinh Tra Vinh”.

Muc tiéu dé tai

- X4c dinh ti 1& nhiém Vibrio cholerae trén mau phan 1ap

- Xac dinh tinh nhay cam khang sinh cta cac chung Vibrio cholerae bang

k¥ thuat khoanh gidy khang sinh va MIC.

- Xéc dinh type phd bién co trén cac loai mau c6 thé gay bénh cho nguoi.

Pé6i twong, pham vi va ndi dung nghién ciru

Pé tai nghién ciru dbi voi vi khuan Vibrio cholerae trén céc loai mau:

- MAu huyét heo tai cac co s& giét md & Thanh phd Tra Vinh, huyén Chau
Thanh, huyén Duyén Hai, huyén Cau Ngang va huyén Cang Long.

- MAu nghéu tai viing nudi nghéu & huyén Duyén Hai, huyén Cau Ngang

- Mau phan nguoi tiéu chay tai bénh vién Pa khoa Tra Vinh.



CHUONG 1

TONG QUAN
1.1 LICH SU BENH DO VI KHUAN TA
Bénh ta xuét hién cach day hang thé ky tai luc dia An d6 duong trong
cac tu lidu cua Hippocrates. Nam 1563, Garcia del Huerto (mot bac sy ngudi Bo
Pao Nha tai Goa, An D0) da mo td bénh nay. Nam 1849, John Snow (Bac si
ngudi Anh) cho ring nude 1a méi truong truyén bénh. Nam 1883, Robert Koch
(nha vi sinh vat ngudi Pic) phéan lap thanh cong vi khuan tir phan ctia bénh nhan
biéu hién cac triéu chirng cua bénh nay. C¢ tai li€u cho réng trudc d6 30 nam nha
giai phiu hoc ngudi Y d3 phat hién ra vi khuan 13 nguyén nhan giy bénh [15].
Tai My, dich ta xuét hién vao nhirng ndm 1800 sau d6 dugc khéng ché do
dam bao vé sinh ngudn nude sinh hoat. Tuy vay, giao thong va du lich tao diéu
kién dé bénh xuét hién 1¢ té, da sb truong hop do di du lich tai cac nudc M La
tinh, Chau Phi , Chau A. Mot sb trudng hop nhiém bénh do an thirc dn mang vé
tr cac quéc gia con luu hanh bénh. Vi khuén ta c6 mat trong cac vung nudc lg,
nudc min ven bién. Mot s& ngudi bi bénh tai My do an sdng hay an tai so tir
vinh México [10].
Nam 1817 bénh xuat hién tai Chau Au va My, dén dau thé ky 20 di c6 6
“lan séng bénh ta” lan khap thé gioi. Tiép do, dén nhitng nim 60 pham vi “tung
hoanh” ciia vi khuan ta da dugc “khoanh viing” dén nhiing nim gan day chi yéu
bénh xuit hién & Pong Nam A. Nam 1961 type “El Tor” gay dich tai Philippin
va tao “lan song thir bay”. Tir d6 type vi khudn nay tiép tuc gay nhitng vu dich
tai chau A, ving Trung Pong, Chau Phi va mot phan Chau Au [15].
Thang 12 nim 1992 mét vu dich 16n lai xay ra & Bangladesh, vi khuan gay
bénh duoc xac dinh 1a V. cholerae 0139 “Bengal”. Vé mit di truyén, 0139
“Bengal” hinh thanh tr El Tor nhung cau tric khang nguyén cua ching ciing
bién doi. Tt ca moi ltra tudi (ké ca trong ving di co dich) déu co thé bi nhim.

0139 di gay bénh tai it nhat 11 nudc & Dong Nam A dén nam 2005 [25].



Théang 12/2007: Viéc thiéu nudc sach tai Iraq da dan dén mot dot bung
phat cta bénh dich ta [32] Tinh dén 02/12/2007, Lién Hiép Qudc di bao cdo 22
ngudi chét va 4.569 trudng hop dugc phong thi nghiém xac nhan [40].

Thang 04/ 2008 c6 2490 ngudi tir 20 tinh trén khap Viét Nam da nhap
vién vé6i bénh tidu chay cap. Trong s6 nhitng ngudi nhap vién, 377 bénh nhan xét
nghiém dwong tinh véi vi khudn ta V. Cholerae (Cholera Country Profile:
Vietnam, WHO).

Thang 10/2010 dén thang 1/2012, Haiti va Cong hoa Po-mi-ni-ca, di c6
7.000 ngudi chét vi bénh dich ta do V. cholerae bung phét ¢ Haiti [35].

Dich ta bung phét trong nam 2011 va 2012 & cac nude chau Phi, trong tat
ca cac khu vuc trir Bic Phi. O Sierra Leone, 21.500 trudng hop véi 290 ca tir
vong (allafrica, 2012)

1.2 PHAN LOAI - PAC PIEM VI KHUAN VIBRIO CHOLERAE

1.2.1 Phén logi vi khudn Vibrio cholerae

Vibrio cholerae, 14 vi khuan Gram am, duoc phén loai cin ctr trén khang
nguyén O & phan than va cac type huyét thanh (serovars) hoic nhém huyét thanh
(serogroup), dén nay nguoi ta da biét c6 it nhat 200 serogroups [1].

Trudc ndm 1992, nhéom O1 1a nhom huyét thanh (serotype) duy nhat gay
ra dich. Cac chung thudc nhém huyét thanh O1 dugc chia ra lam 2 type sinh hoc
(biotype), 1a type co dién va type El Tor dua theo sy phan biét cac kiéu hinh va
gan day bang cac dau an (marker) di truyén. C6 dén 7 dai dich di xay ra, va c6
bang chimg chic chan 1a it nhat dai dich thir 5 va thir 6 1a do céc ching thudc
nhém O1 ¢6 dién. Pai dich thi 7 hién nay la do biotyp El Tor. Nam 1992, mot
nhom huyét thanh khac, 1a O139 giy ra cac vu bung phat tai An do va
Bangladesh (Ramamurthy et al 1993). Hién thdi, 2 nhém huyét thanh nay la
nguyén nhan gy bénh ta luu hanh va phat thanh dich; con nhitng nhém huyét
thanh V. cholerae khac khéng gay dich hoac dai dich dugc gdp chung lai thanh

nhom V. cholerae non-O1, non-0139.


http://www.who.int/cholera/countries/VietNamCountryProfile2008.pdf
http://www.who.int/cholera/countries/VietNamCountryProfile2008.pdf
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So d0 2.1: phan loai cac type V. cholerae; (Nguon: http://vietsciences.free.fr)

Viéc phan loai nhom huyét thanh duoc thuc hién bﬁng cach cho khang
huyét thanh (antisera) hip phu hodc cho cac khang thé don dong hap phu thanh
phan khang nguyén “O” cua 16p lipopolysaccharide trén mang té bao vi khuén.

Ngoai ra, V. cholerae Ol con dugc phan ra thanh 3 type huyét thanh,
Ogawa, Inaba va Hikojima; type thir 3 nay it gip va ciing chwa dugc mo ta day
du. Cac type huyét thanh nay dugc chia thanh 3 loai khang nguyén (KN): A, B
va C. KN A céu tao tir 3- deoxy-L-glycerotetronic acid, con KN B va C chua rd.
Chung O139 Bengal va nhitng chung gay bdc phat thudc serogroup O1 ctua ca 2
type sinh hoc 1a ¢6 dién va El Tor c6 nhiéu diém tuong déng, nhung ciing c6
nhiéu diém khac biét dang ké. Chung 0139 ¢6 vo boc, d6 1a diém khac voi cac
chung Ol va con nhiéu diém khac biét trong thanh phan KN “O” & phan
lipopolysaccharide & mang té bao vi khuén [1].
1.2.2 Déc diém hinh dang ciia V/ibrio cholerae

Vi khuan ta c6 chiéu dai tir 1pm dén 3 pum va chiéu ngang tir 0,5 um cho
dén 0,8 um (Imm = 1.000 pm). Chang c6 1 soi long dai (flagellum) & mot dau
gilp ching di chuyén rat nhanh theo hinh xo0dn 6c loang choang. Quan sat dudi
kinh hién vi, nhiéu ngudi ding danh tir “sao xet” dé mo ta sy di chuyén nhanh

chong cua ching.


http://vietsciences.free.fr/

1.2.3 Khang nguyén

Vi khuan ta c6 2 loai khang nguyén chinh: khang nguyén H (tir cai dudi:
flagellar H antigen) va khang nguyén O tir than vi khudn (somatic O antigen).
Nguoi ta dung hé thdng cua Sakasaki va Shimada dua vao khang nguyén O dé
phan loai. Vi loai O1 gay hau hét céc tran dich va dai dich, nén nguoi ta phan ra
2 nhém: O1 va khong phai O1 (non-O1). Theo su phan tng cua huyét thanh ma
nguoi ta tim thdy 206 nhém O va danh theo s6 thir ty: O1, 02, 03,... 0206
nhung chi ¢6 nhém vi khuan td O1 va 0139 c6 thé gdy thé bénh ly ta va c6 the
gay ra dai dich [1], [7].

Vi khuan ta Vibrio cholerae nhom O1 c6 dién va El tor chia ra lam 3
nhoém phu cin cr vao khang nguyén cua than vi khuan (somatic O antigen) va
dic tinh di truyén (type sinh hoc):

- Nhém phu Ogawa: mang somatic O antigen va dic tinh di truyén A va C.
- Nhém phuy Inaba: mang somatic O antigen va dic tinh di truyén A va B.
- Nhom phu trung gian, khéng bén, giita 2 nhom Inaba va Ogawa. N6 dugc goi

la Hikojima: mang somatic O antigen va ddc tinh di truyén A, B, vaC.

Hinh 1.1 C4u tao vi khuan V. cholerae

( http://www.moh.gov.vn/homebyt/vn/portal)

1.2.4 Pjc té

C6 2 trinh ty quan trong trong qua trinh
tién hoa cta V. cholerae gy bénh 1y. Trudc hét, cac chung V. cholerae tiép
nhan phage TCP va bién thanh V. cholerae TCP +. Sau khi tré thanh TCP+, tic
la vi khuan c6 tua, tua s& dong vai tro thu thé cho phage CTX® dé cho phage
chui vao vi khudn, va gian DNA cua nd vao chromosome cta V. cholerae theo

co ché phage tiém tan (lysogenic ).


http://www.moh.gov.vn/homebyt/vn/portal
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Hinh 1.2. Trinh ty di truyén V. cholerae
(Nguon: http://vietsciences.free)

Ban chat cua cac gene CTX va TCP déu 1a bacteriophage tir bén ngoai
dugc gin vao trong chromosome cua V. cholerae. Co ngudi cho rang V. cholerae
von 1a 1 vi khuan “hién” nhung khi bi cac bacteriophage gay nhiém chung méi
tr& thanh ching sinh doc t6 va gdy bénh 1y V. cholerae tré thanh chung sinh doc
t6 (toxicogenic V. cholerae) va gay bénh khi ndo chung cé tiém mao gilp Vi

khuan bam vao ni€ém mac rudt non.

1 ching V.cholerae déc , co
TCP nhung khg co doéc to

ctx gene

1 chiing V.cholerae déc
mei , co TCP va déc to

Hinh 1.3. Sw hinh thanh chiing V.cholerae c6 djc to

( Nguoén: http:IIvietsciences.org)


http://vietsciences.free)/

Gitra cac bacteriophage CTX va TCP ¢6 mot su cong tac nhu sau: phage
CTX @ chui vao té bao V. cholerae thdng qua céc tua (pili) vén do 1 phage
khac 1a TCP ® ma hoa. Khi DNA cua CTX @ gin vao chromosome thanh 1
gene, gene ndy chiu su kiém soat ciia 1 gene khac 1a ToxR, vén 1a gene cling mai

hoa gene TCP, dé san xuét ra doc tb ta CT [18] .

1).Thm nap VPI :
{ qua su cluyen du
hoac lmy dong phage)

3) Trao doi cic gien /B
méi v hinh thanh kKhiang nguven
O moi va vo boc | O 139)

(B {80~

2).Co su chuyven doi tiem
tan cna phage CTX phu
o vio TCP

Hinh 1.4. Sw chuyén giao gen theo chiéu ngang
(Nguon: www.fems.microbiology.org)

Co ché sinh doc t6 ndy nam trong bi mat vé trinh ty di truyén cta V.
cholerae méi duoc giai ma vao nam 2000 khi nguoi ta phat hién vi khuan nay c6
2 chromosome, 1 16n (chr 1) va 1 bé (chr 2). Pay la diéu tha vi bai vi cac vi
khuan khac déu chi c6 1 chromosome. 2 chromosome cua V. cholerae déng vai
tro chuyén hoa va sao chép, tao ra loi thé tién hoa cho vi khuan trong moi trudng
khi khi hau thay ddi. Chromosome 16n (chr 1) chtra hau hét nhitng gene can thiét
cho sy ting truéng va sinh bénh gitp cho vi khuan thich (mg va phat trién véi
moi trudng & rudt, chr 2 phu trach chu trinh bién dudng va diéu hoa can thiét dé
vi khuén sdng trong cac 6 ngoai méi trudng [13], [27].

1.2.5. Sirc dé khdng ciia Vibrio cholerae

Trong nudc va thuc an, nhét 12 & nhiét do lanh, vi khuén c6 thé séng duoc
tir vai ngay dén 2-3 tuan. Vi khuan ta c6 thé ton tai nhiéu nam trong cic dong
vat than mém & ving ven bién. Nhung vi khudn ta d& bi diét & nhiét d6 80° C

trong 5 phit, boi héa chat cloramin B 10% va méi trudng axit [22].



Vi khuén ta gay bénh do tiét ra ndi doc td co6 doc tinh cao ddi véi co thé
ngudi. Cac nghién ctru méi day cho thiy vi khuédn ta san xudt ra men mucinase
va neuraminidase c6 tic dung lam giam su bao vé cua chét nhéy rudt, déng thoi
gay t6n thuong mang té bao niém mac rudt. Vi khuén ta c6 thé dot bién tir chung
khong gay dich thanh ching gy dich va khang thudc v6i nhiéu loai khang sinh
(V& Vin Luong, 8/2009).

1.2.6. Pic diém nuéi cdy va ting trwéng ciia Vibrio cholerae

V. cholerae l1a nhiing truc khuan ngin, manh, kich thuéc khoang 0,3 x
3um. Méi phan Iap tir bénh pham, vi khuan hinh cong nhu dau phay, dic biét di
dong rat nhanh, qua cay truyén, hinh dang tro nén thang hon.

Vi khuan ta moc duoc dé& dang trong méi truong nudi cay binh thudng ¢
phong thi nghiém, khong doi hoi yéu td ting truong dic biét, nhung 5 -15mmol/l
NaCl kich thich moc tét hon. Ua moéi truong kiém pH 8 - 9,5, séng & nhiét 6 16
— 42°C, nhiét d6 téi wu 37°C, thudc loai ky khi tuy nghi.

V. cholerae chét nhanh trong méi trudng acid, dé bi diét boi cac chét tay ué,
dic biét nhay cam véi sy khd, chi ton tai 10 phit & 55°C. Tuy nhién co thé séng
duoc 4-7 ngay trén rau trai tuoi dé ¢ noi mat va am [1].

1.3. TRUYEN NHIEM HQC
1.3.1. Sinh thai V. cholerae

Mic du V. cholerae 13 1 thanh phan cua khuan chi binh thudng ving ctra
song, nhung céac chung sinh doc td cha yéu chi phan 1ap duoc tai nhimng moéi
truong chac chian bi vay nhiém béi ngudn phay khuan tir nguodi nhiém thai ra. Cac
phan 1ap tir moi truong 1ay & cac khu vuc cach xa ving c6 ngudi nhiém thuong
khong chira gen doc t6.

Céc thi nghiém trén mo hinh dong vat cho thdy rang moi truong rudt la
noi ma cac chung V. cholerae c6 thé tiép nhan cac yéu t6 di dong (TCP) hiéu
qua nhét. Vi thé, c6 thé hinh dung V. cholerae nhu 1a 1 vi khuin c¢b hitu & méi
truong nudc mian, ching chi dinh khu va ting sinh mot thoi gian ngan trong
rudt ngudi khi gdy nhidm cho ngudi, rdi sau d6 quay vé cai 6 “cd hiru” cua no,

do6 1a vung cua song, trong thoi gian gitra 2 vu dich [23].


http://vietsciences.free.fr/

Tuy V. cholerae nam trong nhom cac vi sinh vat thudc hé sinh thai 1 moi
truong nudc, nhung trong moi trudong bén ngoai, cac chiung O1 va 0139 duoc
phan 1ap it so v6i cac chung non-O1 va non — O139. Hon thé nita, nam ngoai
ving dich va cach xa ving bi bénh ta gy vdy nhiém, cac phan ldp ngoai moi
truong cua V.cholerae O1 thudng khong mang doc to CT [25].

C6 bang chung cho thiy V.cholerae O1 El Tor chuyén thanh ching 0139
khi thu nap 1 DNA méi, DNA nay dugc gan vao roi thay thé cho cum gene O ¢
chung thu nhan. Trong phong thi nghiém, da ching minh dugc su chuyén doi
gitra chung V. cholerae O1 thanh non-O1 va nguoc lai. Su hién dién cung 1 luc
cua cac chung Vibrio cholerae O1 va 0139 Bengal trén cac phu phiéu sinh vat
dd dugc ching minh tai Bangladesh. Cac bang chimg gan ddy cho thiy cic phan
1ap 0139 c6 thé phat sinh do sy trao d6i di truyén véi nhitng chung V. cholerae
non- O1 va nhirng ching lam sang O1[34].

Khi ngudi nhiém V. cholerae tiéu chay 0 at, V. cholerae sinh doc té dugc
thai ra ngoai, néu viy nhiém vao moéi truong nude s& lam cho ndéng do chung
trong moi trudng nudc ting 1én va néu ngudn nudc nay duge sir dung, sy viy
nhiém qua nudc udng va thuc pham ting 1én, sau d6 c6 thé 1a nguyén nhan dan
t6i cac vu bung phat dich ta. Trong khi sy chuyén d6i cac chung V.choleare
khong sinh doc t6 xay ra thuan loi trong duong rudt ctia ky chi loai ¢6 va, thi sy
chon loc tu nhién va tdn tai cla cac chuing sinh doc t6 mé&i c6 thé can dén ca 2
yéu t6 dudng rudt va méi truong, tinh trang mién dich cia quan thé ky chu va
dic trung khang nguyén cia ching gay bénh méi. Su dan du cac phage CTX®
lysogens c6 1& chiu sy kiém soat ciia cac tin hiéu chinh x4c tir moi truong chang
han nhu nhiét d6 tdi wu, 4nh sang mat tro1 va cac diéu kién vé tham thau va diéu
nay cling giai thich vi sao c6 nhitng vu bdc phat dich theo mua tai vung c6 bénh
ta luu hanh [34].

1.3.2. Duong xam nhdp
Nguon lay bénh 1a nguoi bénh va ngudi lanh mang mam bénh nhung

chua c6 tri¢u chirng bénh.
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Bénh ta 1ay qua dudng tiéu hoa do in ubng phai thirc an bi nhiém vi
khuén ta. Nuéc, thuc phélm (long heo, tiét heo, thit chd, nghéu, so hén, tom,.. D,
rau qua, ban tay, dung cu an uéng, rudi nhang, chudt, gian... nhiém khuén déu cé
thé 1am 1ay lan bénh. Bénh ta thuong 14y lan nhanh theo cing bép an, theo ngudn
nudc bi 6 nhiém [14].

S6 lwong vi khuan co trong phan xac dinh bénh ning, nhe hay chi la
ngudi lanh mang mam bénh:

- Néu c6 103-10° vi khuan/1g phan: nguoi lanh mang mam bénh.

- Néu c6 10° -10° vi khuan/1g phan: biéu hién bénh nhe.

- Néu c6 101°-10'2 vi khudn/1g phan: biéu hién bénh ning.

Sau khi thai ra ngoai, vi khuén ta c6 thé ton tai lau ngdy trong nuéc song
rach (1-2 ngdy), nuéc giéng (1-2 tuan), thirc dn 6 nhiém & thic an bao quan
lanh, nhat 13 sira (c6 thé dén 20 ngay). Pay chinh 13 ngudn lay nhiém chu yéu tir
ngudi bénh sang nguoi lanh khi an, uéng phai thirc an, nuéc udng bi nhiém
khuan. Ngoai ra, bénh ciing c6 thé 1ay truc tiép tir ngudi bénh sang nhan vién y
té hodc ngudi lam nghé tam 1iém tr thi (bj nhiém bénh trudc do) [15].

Bénh thuong thiy ¢ nhitng khu dan cu c6 muc sinh hoat thip, 6 nhiém
moi trudng ning, ¥ thirc gitr gin vé sinh chua cao. Rudi nhing, rac & dong, nudc

tu, gian, thuc phém 01 thiu, ... 1a nhitng tac nhan lam bung phat bénh.
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Hinh 1.5. Puong lay truyén ciia V.cholerae (bénh ti)
(Nguon:http://www.ninh-hoa.com/dacsan-2008/DS2008)

1.3.3. Co ché gdy bénh

- Poc t6 clia phay khuén tiép xuc véi bé mit mang té bao.

- Cac thanh phan lién két (B) gin vé6i oligosaccharide ctia GM;i
ganglioside.

- Thay doi dang ctia thy quan, cau phan A tiép xtic voi mang té bao.

- Cau phan A xam nhap vao té bao.

- Lién két disulfide cia ciu phan A chiu tac dong cua glutathione trong té
bao din dén giai phong tiéu phan A1 va A,

- A1 thuy phan NAD giai phong ADP-Ribose va nicotinamide.

- Mot trong céc protein G cua adenylate cyclase chiu tdc dong cia ADPR
s& tc ché hoat dong cia GTPase va giir adenylate cyclase & trang thai hoat dong.

- Adenylate cyclase xuc tac qua trinh hinh thanh cAMP [2].
1.3.4. Sinh bénh hoc

Bénh ta phd bién xuat hién & nguoi do V. cholerae O1 gay ra, vi khuan

vao co thé qua dudng miéng gay bénh véi diéu kién:
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- Vi khuan thoat qua duoc hang rao acid caa dich vi, & ngudi binh thuong,
s6 lugng vi khuan nuét vao phai nhiéu, khoang 10 vi khuan. G bénh nhan thiéu
toan dich vi, ngudi da bi cat da day nguoi dung thude khang sinh toan, sé luong
102 vi khuan nuét vao du gay bénh.

- Vi khuan phai ¢6 kha ning két dinh vao mang nhay biéu mé rudt, nhu
thé né phai di dong nhanh dé c6 thé xam nhap 16p nhay bao vé bé mat niém mac
rudt. Kha nang di dong, hoa huéng dong, va tiét mucinase giap vi khuan dinh cu,
nhung co ché két dinh van chua duoc r8. Vi khuan cé thé dinh cu sudt doc long
rudt, tir hdng trang cho dén dai trang va nhan 1én.

- Vi khuan phai tiét 1 doc td rudt hoan chinh.

Hiéu qua sinh Iy do tac dong noi bao cua doc td c6 mic do tuy thudc su
can bang gitra s6 lwgng vi khuan, su san xuat doc té rudt, su tiét dich va su hap
thu dich trong 6ng tiéu hod. Mot cach tong quat, moi truong kiém Iy tuong cho
su tang truong tiép tuc cua vi khuan duoc hinh thanh, va dich mat di duéi dang
lugng I6n qua phan. Dich va chat dién giai ¢6 vao long rudt nhiéu nhat o ruot
non, noi ma kha ning tiét ra cao hon kha niang hap thu nhiéu. Trong luong nuéc
mat di, nong d6 sodium bang trong huyét twong, con nong do potassium va
bicarbonate gap 2-5 lan. Hau qua la bénh nhan kiét nuéc (mit nudc ding
truong), ha kali mau (mat K), va bién dudng toan (mét bicarbonate) [1].

1.3.5. Céch lay lan
Cic phwong thirc truyén liy

Gian tiép

- Nguén nudc bi nhidm vi khuin: ngudn nudc bi nhiém vi khuan déng
mot vai trd chi yéu trong cac vu dich. Khi dich da xay ra, thi chinh nho vao
ngudn nudc ma dich lan ra nhanh chéng va phét trién thanh dinh cao ngay vao
tuan 18 thir 2. Néu xur 1y tét ngudn nude, dich chi kéo dai khoang 10 - 20 ngay.

- Thirc an: ciing dong mot vai tro dang ké nhu rau sdng, bén phan tuoi
trong vu dich khong xtr 1y k¥, tom, so, hén, mam rudc, ...

True tiép: it gip, chi xdy ra ¢ nhan vién y té, ngudi nudi bénh hodc nhan

vién kham, liém tir thi.
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Cac yéu 10 nguy co

Vung

Bénh xuét hién & vung dan cu doéng duc, diéu kién vé sinh kém, nudc
khan hiém. Nguoi c6 it dich vi nhu cat da day, teo niém mac da day, hoac pH
dich vi cao. Tai vung dich luu hanh, tré em dé méc bénh hon nguoi 1én, vi nguoi
16n dwoc mién dich mic phai trude d6, con trong ving chua co dich, kha ning
nhiém bénh ctia moi ngudi va moi gidéi nhu nhau. Ngudi c6 nhém mau O co

nguy co mac bénh cao hon.

Hinh 1.6. Cac phwong thirc truyén lay

(Nguon: http://360.carehub.vn/suc-khoe-a-z/benh-a-z/13011)

Mua

O nudc ta dich xay ra vao mua kho ning tir thang 5 dén thang 8 khi nuéc
ao hd can kiét, nudc séng bi nhiém min, nhung ciing c¢6 khi tan phat vao mua
déng. Dich c6 xu hudng x3y ra 4 nim mot lan. Ti 18 tir vong cao & ngudi gia va
tré con nhét 13 tré bj giun san va suy dinh dudng.
1.3.6. Tri¢u chirng bénh

Ciing nhu tat ca cac loai nhiém khuan khac, nhidm ta bit dau bang thoi ky
nung bénh rdi ting dan dén giai doan toan phat.

* Thoi ky nung bénh: bat dau tir gio thir 4 kéo dai dén 4-5 ngay sau khi bi
nhiém khuan ta, trung binh vao khoang 36-48 gid. Do d6, bénh nhan can duogc

cach ly trong vong 5 ngay.
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* Thoi ky khéi phat: Vao ngdy hom sau khi bi nhiém (tir gi&r thir 24-48),
bénh khoi phat dot ngot véi cac triéu chimg nhu dau bung (it), tiéu chay luc dau
c¢6 phan nhung sau d6 toan 1a nude, s6i rudt co thé xay ra sau do.

* Thoi ky toan phat biéu hién véi 4 triéu ching tiéu biéu:

Tiéu chay x6i xa hang chuc 1an trong ngay, mdi lan tiéu chay ca lit nuée.
Do vy, trong vong tir 6-8 tiéng trong giai doan toan phat, bénh nhan c6 thé bi
mét dén 20 lit nude. Phan cia bénh ta dugc mo ta la rat dic hiéu véi mau tra"lng
duc nhu nudc vo gao, khong c6 thuc an, khong c6 dom mdau, khong hoi thdi
nhung c6 mui tanh nong dic biét. Tiéu chay luc nay duong nhu khong kém theo
triéu chimg dau bung & khéng mot rin hay cd cam giac budn cAu nén nhiéu khi
bénh nhan dai tién khi chua kip vao nha xi.

Oi mua thuong xuat hién sau tiéu chay, lac dau 6i ra thirc dn nhung sau
doé thi 61 ra toan dich vang (dan gian goi la 61 ra mat xanh mat vang), hodc co
cam gidc budn noén kém theo mdi di tiéu chay.

Hau qua cua tiéu chay & 6i mua 13 tinh trang co thé bi mat nudc voi cac
tri¢u chirng nhu da co dim, nhan nheo, mat tinh dan hoi cua da khi véo vao, mét
triing sau, 1o do, moi kho, it hodc khong di tiéu, c6 thé co chudt rut & cac biéu
hién co giat nhu phong don géanh.

1.3.7. Chén dodn
Chén dodn phén bi¢t dwa theo triéu chitng

Bénh ta

Bénh ta (tiéng Anh Ia cholerae) dugc dinh nghia 1a mot bénh truyén
nhiém cép tinh & rudt non va lay lan qua nudc hay thirc dn bi nhiém vi khuan. Vi
khuan giy bénh ta 13 Vibrio cholerae. Triéu chimg ctia bénh ta 1a bénh nhan bi
tiéu chay cap tinh, dau bung, 6i mira va mat chat dién giai (electrolytes).

Khoang 75% - 90% nguoi bi nhiém vi khuan V. cholerae nhung khong
biéu hién triéu chimg nao. Nhung vi khuan trong ngudi cua nhiing bénh nhan
khong cé triéu chimg nay c6 thé lan truyén vao méi trudng qua phan va cé thé
lan truyén dén ngudi khac ciing nhu méi trudng song. Bénh ta 1a mot bénh dang

sQ, vi n6 co thé tan cong tré em cling nhu nguodi 16n va khong giong nhu cac
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bénh tiéu chay khac, bénh ta co thé gdy tir vong cho bénh nhan trong vong vai
ngay, thdm chi vai gid sau khi mic bénh. Nhitng ngudi c¢6 kha ning mién dich
thip nhu tré em suy dinh dudng hay nguoi nhiém HIV thuong co nguy co bi
nhiém vi khuan V. cholerae.

Tiéu chay cép tinh

Bénh tiéu chay cip tinh (tiéng Anh 13 acute diarrhoea), theo dinh nghia
ma gidi y khoa thé gi6i thira nhan, khi bénh nhan di tiéu chay hon 3 lan trong
mot ngdy thi dugc xem 1 mot ca “tiéu chay cp tinh”. Ngoai di tiéu chay ra
nudec, triéu ching ciia tiéu chay cip tinh thuong 1a dau bung, 6i mira va dau hau
mon. Khi tiéu chdy ma trong phan c6 mau, thi bénh danh c6 khi goi 13 kiét ly
shigella. Bang 1.1 sau day s& phan biét bénh ta va tiéu chay cap tinh.

Tiéu chay c6 nhiéu nguyén nhan, tiéu chay nhe c6 thé do thay ddi thic an
hay thoi quen an udng, thoi tiét thay doi, lo lang, tAm than cing thang (stress),
udng nhiéu ruou bia, st dung thudc (nhu thude tru sinh), v.v... Tiéu chay cip
tinh c6 thé do ngd doc thuc phém va nhiém vi khuan, cac vi khuan chinh co thé
gdy tiéu chdy cidp tinh bao gdm: Calici, Adenovirus, Rotavirus, E. coli,
Campylobacter, V. cholerae, Shigella, Salmonella Staphylococcus aureus. Mot
s6 ky sinh vat nhu Giardia lamblia, Cryptosporidium parvum va san day ciing c6
thé gay tiéu chay cap tinh.

Bang 1.1. Phan biét bénh ta va tiéu chay cip

Triéu chimg Bénh ta Tiéu chay Kiét ly Shigella
Di tiéu - Trén 3 lan/ngay - Trén 3 lan/ngay - Trén 3 lan/ngay
- Nhu nudc vo gao - Khéng c6 méu - Cé méu trong phan

trong phan.

S6t Khéng sbt Lén con st Lén con sot
Pau bung Co Co Co
Oi mira Co Co Co
Vi khuén Nhiém vi khuan Nhiéu vi khuan ~ Nhiém vi khuan
“thi pham” V.cholerae E.coli; Shigella; Shigella
V.cholerae

(Nguon:http://tieu-chay-cap-tinh-va-benh-ta-dinh-danh, Nguyén VanTudn, 2010)
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Chén dodn phén bi¢t dwa theo dic tinh sinh héa

Phan biét voi cac phay khuan khac thuoc nhém N.A.G

(Non Aglutinable Vibrios - cac phay khuan khong ngung két). Heiberg
chia phay khuan thanh 6 nhém:

Bang 1.2: Tinh chit sinh héa giira cic nhoém

Nhém Mannoza Sacaroza  Arabinoza
| + + -
I - + -
i + + +
v - + +
\Y + - -
VI - - -

Vi khuan ta thuéc nhom I, tir nhom II dén nhom VI thudce cac phay khuan

nhom N.A.G, phan biét véi V. parahaemolyticus

V.parahaemolyticus gay ngd doc thuc an do an hai san vdi cac triéu
chtng viém rudt va tiéu chay cap tinh.

Béang 1.3: Phan biét V. cholerae véi V. parahaemolyticus

DPic tinh V. cholerae N.A.G V. parahaemolyticus

Sacaroza + + -
Arabinoza - - +/ -
Manoza + +/ - +
0%NacCl + + -
3%NacCl + + +
10%NacCl - - -

(Nguén: Vién VSDTTU, 2010)
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Chin dodn cin lim sang
Phuong phép phan 1ap (nuéi cdy va phan tng sinh héa).
- Phuong phap mién dich:
+ Huyét thanh hoc.
+ ELISA.
+ Mién dich huynh quang.
- Phuong phép phan tu:
+ PCR ( Polymerase Chain Reaction).
+ Multiplex PCR.
+ Real- time PCR.
1.3.8. Phong va tri bénh
Phong ngira

- Chi udng nudc da dugc nau chin, tranh uéng cac cac loai nudc giai khat
ban trén thi truong chua duoc kiém tra xuét x(r va vé sinh.

- Chi 4n thtrc 4n d3 duoc ndu chin va tot nhat 13 in nong.

- Tranh 4n céc loai rau séng trong ving dang c6 dich hodc nghi c6 dich.

- Céac nudc phat trién khuyén cdo cong dan cua ho khong dung “dd an
ubng via hé” trong thoi gian nghi ngd c¢6 dich hay dang c6 dich tai cac noi ho
dén du lich hay 1am viéc va han ché “mang d6 an vé 1am qua ting”.

- Vaccin phong bénh da duogc san xuat nhung ciing c6 tac dung phu.

- Nguoi bi nhiém hay bi bénh phai cha y tranh dé vi khuan “vuong vai” ra
moi trudong nhat 13 khu vue gan ngudn nude, khu vyc trong rau, v.v. ...

- Khu ndu d6 an va dung cu nau phai dam bao v¢ sinh.

- Rira tay sach trudc khi ché bién d6 an va trudc khi an.

- Céac “bép an tap thé” ciia truong hoc va co quan san xuat cang phai chu
trong dén vé sinh.

- Khi djch da xuét hién, vé sinh an ué)ng la quan trong nhét. Thuc hién “an

chin”, “udng s6i” rat hitu ich ding trong trudng hop bénh nay.
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- Trong va sau khi diéu tri tai cac co s& y té, bénh nhan phai dugc qua cac
xét nghiém bat budc (dac biét la xac dinh vi khuén trong phan) dé khi xuét vién
khong con tré thanh ngudén mang bénh [33].

Vaccin phong bénh do Vibrio cholerae

Céach phong bénh bang vaccine d 1am thay doi nhiéu loai dich bénh trén
toan cAu nhiéu nim qua va viéc tim ra nhiéu loai vaccine méi van dang Ia thach
thirc ciia y hoc. Tai Viét Nam, su ra doi ctiia vaccine ta cong thirc méi véi hi¢u
lc bao vé cao va duge cac chuyén gia qudc té danh gia 1a loai vaccine ta tot nhat
thé gi6i hién nay s& 1a mot giai phap phong bénh trude sy bung phat cia dich
tiéu chay cip do phay khuén ta.

Theo céc chuyén gia dich t& thudc Vién Vé sinh Dich té Trung wong, hiéu
qué ctia vaccine ta chi dat khoang 66 -70% va c6 tac dung trong thoi gian ngan.

Do d6, udng vaccine khong phai 1a bién phap téi wu trong phong chdng
dich ma chi 12 mot bién phap hod tro. Nguoi dan can tiép tuc thuc hién nghi€ém
tic cac bién phap du phong an chin udng soi, rira tay sach, giit gin vé sinh moi
truong [17].

Diéu tri

- Nhanh chéng bu luong nude va mudi bi mat do tiéu chay bang dung
dich nuéc. Udng dung dich nudc dién giai. C6 thé udng nudc dién giai di chuan
bi sin hodc do co quan y té cung cap (Oresol). Nhiing truong hop ning phai
truyén dich, cha ¥ khong duoc udng céc loai thudc 1am giam di ngoai. Cung cip
nudc va chat dién giai 13 bién phap quan trong nhat ddi v6i bénh nay.

- Xtr Iy vé sinh khu vuc ¢6 nhidm phan bénh nhan bang cloramin B 10%.
Tay trung vat dung ca nhan bang nudc Javen, nudc soi, cloramin 2%, khong nén
dung voi bot dé khir tring, ving nguy co ¢ thé sir dung vaccine ta. [17].

1.4. NGO PQC THU'C PHAM DO VIBRIO CHOLERAE
Ngé déc do in tiét canh
Trong huyét twoi c6 rat nhiéu vi trung, virus con séng. Ngudi dn tiét canh

thudng cho thém chanh vao dé vi trung co lai vi axit. Ngudi an tiét canh c6 thé bi
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lay tryc tiép rat nhidu bénh tir mau huyét ciia dong vat, do mau tuoi vao bao tir
ngudi s& tham rat nhanh qua niém mac bao tir, thim thang vao mau ngay lap tirc.

Qua trinh thoc tiét lon khong dam bao v¢ sinh trong nhiing diéu kién nhu
nuéc bi nhiém ddc, nhiém chi hay bi dinh phén... déu bi nhiém V. cholerae truc
tiép voi co thé nguoi an tiét canh sau d6 [19].
15. NGUYEN NHAN DE KHANG KHANG SINH CUA VIBRIO
CHOLERAE

Viéc sir dung khang sinh tran lan trong nhiing thap ky vira qua da dan dén
su xuat hién rat nhiéu ching vi khuan dé khang khang sinh va tao nén mot moi
nguy co toan cau tram trong de doa nén y hoc hién dai. Ca vi khuan Gram duong
va Gram 4m déu c6 kha niang dé khang lai cac thudc diéu tri vi sinh vat. Céc
chung vi khuan dé khang khang sinh (mét sd 16n trong d6 c6 kha ning da dé
khang) xuat hién gay dy va la nguyén nhan ctia nhitng mdi lo ngai gdm: céc tac
nhan gdy bénh tiéu chay nhu Shigella, Salmonella, E coli va Enterococcus
faecium; cac tac nhan gay bénh duong ho hap nhu Klebsiella pneumoniae va P.
aeruginosa; gy bénh duong tiét niéu nhu E coli, M. tuberculosis, [14]. Theo
Nguyén Puc Hién, Vién cic bénh truyén nhiém va nhiét déi qubc gia ngay
23/4/2010 dua ra canh bao, d c6 hai trong sé bdn loai khang sinh cii trudc day
thudng dung dic tri vi khuan ta bi khang thudc tai Viét Nam. Tetraxyclin, co tac
dung t6t voi tiéu chay do Vibrio cholerae. Ciprofloxacin, norfloxacin, khang

sinh nhém quinolon c6 dang ubng va metronidazol.
C6 ba co ché thudng gip cua hién tuong dé khang khang sinh & vi khuén:
- Thay d6i vi tri dich tac dong.
- Thay d6i sy thu nhan khang sinh

- Bét hoat khang sinh.
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CHUONG 2
NOI DUNG VA PHUONG PHAP NGHIEN CUU

2.1 THOI GIAN VA PIA PIEM

Thoi gian thuc hién dé tai: tir thang 02 ndm 2011 dén thang 4 nim 2012

Dia diém iy mau: Thanh phd Tra Vinh va mot s6 huyén trong tinh Tra
Vinh: Chau Thanh, Duyén Hai, Cau Ngang, Cang Long.

Dia diém xét nghiém:

- Bénh vién Pa khoa Trung wong Can Tho,

- Bénh vién Truong Pai hoc Y Dugc Céan Tho,

- Khoa Nong nghiép & Sinh hoc Ung dung, Truong Pai hoc Can Tho
2.2 POI TUQNG NGHIEN CUU

Phan 1ap vi khuan Vibrio cholerae trén cac loai miu:
- MAu huyét heo (Thanh phé Tra Vinh, huyén Chau Thanh, huyén Duyén
Hai, huyén Cau Ngang, huyén Cang Long)
- Mau nghéu (huyén Duyén Hai, huyén Cau Ngang)
- MAu phan (lay tir bénh nhan tiéu chay tai bénh vién Pa khoa Tra Vinh)
2.3. VAT LIEU NGHIEN CUU
Thiét bi va dung cu
Hé thong PCR, tu sy, ti m, ti lanh, autoclave, may lic, budng cay v
trung va kinh hién vi.
Can dién tu, 6ng nghi¢m, dia petri, chai, 6ng dong, 6ng hut, lam, kep, kéo,
tdim bong vo trung, ging tay, dén cdn, tai nilon va thung trit lanh.
Héa chit va mdi truong
Cac loai moi truong
- M6i truong chuyén chd miu bénh pham: Cary- Blair.
- M6i truong nudi cdy:
+ Pepton kiém APW: Alkalin Peptone Water
+ TCBS: Thach Thiosunfat-Citrat-Bile-mubi-Sacaroza
+ TSA (Thach trypton mudi 2%)
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+ TSI (Triple Sugar Iron)
+ KIA (Kligler Iron Agar)
- Moi truong 1am khang sinh d6: Mueller Hinton Agar.
Dia khang sinh
+ Nhom Beta - Lactam: Ampicillin, amoxillin, cephalexin.

+ Nhom Tetracyclin: Tetracycline
+ Nhom Fluoroquinolone: Ciprofloxacin, ofloxacine, norfloxacine,
+ Nhom Phenicol: Chloramphenicol.
+ Nhom Macrolid: Azithromycin.
B¢ thudc nhuém Gram
B¢ khang huyét thanh dinh type V. cholerae (Vién Pasteur TP. Ho Chi Minh)
1. Khang huyét thanh ta da gia bao gém 3 chung: Inaba, Ogawa va
0139.
2. Khéng huyét thanh ta don gia Inaba
3. Khéng huyét thanh ta don gia Ogawa
4. Khéng huyét thanh ta don gia 0139
Mt s6 vt liéu khac
- Khoanh gidy thir nghiém oxidase va cac loai thudc thir.
- Céc khoanh gidy khang sinh.
- Thé (Card) thir ndng do khang sinh trc ché t6i thiéu.
2.4, PHUONG PHAP NGHIEN CUU
Thiét ké nghién ciru: Puoc tién hanh theo phuong phap mé ta cit ngang:
Cé mdu nghién civu (Tran Thi Din, 2006)
Z2 (1) p (1-p)

d2

n=

n: c& mau tdi thiéu; p: Ty 16 can ddi = 0,25

d : Sai sb tuong dbi cho phép = 0,05
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Z1-o/2: HE 86 tin cay, chon do tin cay 1a 95% — Zi.w2 = 1,96.

Chon miu (n= N1 + Nz +n3)

- N1 = mau phan (40 mau)

- N2 = mau nghéu (160 mau)

-ns= mau huyét (100 miu). Tong cong: 300 miu
2.5 NOI DUNG NGHIEN CcUU

- Léy mau:

Thoi gian ldy mau cho tit ca cac loai dugc chia lam 3 dot: thang 3 -
6/2011; thang 8 — 11/2011; thang 4 — 6/2012.

Dung cu bao gém: 6ng tiém nhya 5ml vo trung dung lay mau huyét heo,
tam bong chura trong mai truong chuyén chd Cary - Blair, phich trit lanh.

+ Mau huyét heo c6 pha nudc v6i ndng do mudi tir 2- 3% duogc lay tai cac
co s& giét mo ¢ thanh phé Tra Vinh, huyén Chau Thanh, Duyén Hai, Cau Ngang,
Cang Long.

+ Nghéu: Ldy mau ¢ mot s vang thudc huyén Duyén Hai, Cau Ngang.

+ Phan: Nguoi tiéu chay ¢ bénh vién Da khoa Tinh Tra Vinh.

- Nudi cdy mau xac dinh ti 1¢ nhiém Vibrio cholerae trén cac loai mau
huyét heo, nghéu va phén trén nguoi tiéu chay.

- Thir 46 nhay khang sinh d6i vé6i Vibrio cholerae duoc phan 1ap bang k¥
thuat khoanh gidy khang sinh va xac dinh ndng d6 khang sinh tdi thiéu trc ché vi
khuan (MIC: Minimum Inhibitory Concentration)

- Pinh type tim ching vi khudn phd bién giy bénh tiéu chay tai tinh Tra
Vinh.

2.5.1. Xac dinh ty 1€ phan 13p cua cac chiing Vibrio cholerae va type sinh hgc
Phuong phap liy bénh pham

Mau phén (1) (Theo Péang Chi Mai, 2006).

Lay mau phan nguoi tiéu chay c6 nguy co (& ving xay ra dich bénh, ving
bi 6 nhiém nguén nudc, an thirc an hai san, tiép xUuc voi nguoi bénh cé tricu

chtng 14m sang dién hinh cta bénh ta...).
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Phan dugc thu thap som, trude khi diéu tri khang sinh, duoc bao quan ¢
moi trudng van chuyén Cary-Blair, vi khuan ta c6 thé sdng 4 tuin trong moi
truong ndy. Co thé str dung mdi truong gidu dinh dudng lam méi truong van
chuyén: nuéc pepton kiém va canh thang pepton tellurite-taurocholate. Cac miu
bénh phim giir trong moi trudng van chuyén nén gii t6i phong thi nghiém,
khong dé trong tu lanh vi vi khuan ta rat nhay cam ¢ ti lanh [8].

Madu nghéu (2) (Theo Nguyén Ngoc Tudn, 2012)

Lay miu nghéu duoc thu thap tir cic huyén Cau Ngang, Duyén Hai, mau
vira thu hoach tir 3 dén 5 gio, mau con tuoi khong c6 mui.

Mau nghéu sau khi rira sach chat ban bén ngoai, dung kep vo trung tach
hai vo, 1dy phan thit va dich bén trong cho vao cdc thiy tinh vo tring, cit
nhuyén.

Phin miu cit nhuyén 10g duogc ting sinh trong 90ml mdi trudng nude
pepton mubi kiém APW, bd sung 2% mudi.

Madu huyét heo (3) (Theo Lé Vin Phiing, 2007)

Mau huyét heo duoc 14y tai cac co s& giét md khoang (10ml/méu), cho
vao Ong tiém vo trung. Mau huyét l1dy sau khi c6 pha nuéc va mot it mubi
(khoang 2-3%), mau duoc cho vao dng tiém nhya vo tring, bao quan trong phich
trir lanh.

Cac budc phan 1ap (Laboratory Methods for the Diagnosis of Vibrio cholerae,

Centers for Disease Control and Prevention)
(1) Xdc dinh mét sé ddac tinh nubi cdy vi khudn Vibrio cholerae
Moéi trudng ting sinh (pepton kiém: PAW)

La moi truong pepton kiém c6 mudi, véi tinh chon loc, méi trudng nay
chi cho phép vi khuan Vibrio cholerae phat trién va ngan can sy phat trién ciia
nhitng vi khuan canh tranh khac.

Phuong phap tién hanh: Cho 10g mau di nghién nhuyén vao 90ml APW
(ti 1€ 1/10), G & nhiét do 37 °C trong 8- 12 gio.

Két qua: Chi c6 vi khuén Vibrio cholerae phat trién tot & moi truong nay.
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Moi trwong phan lap TCBS (Thiosulfat-Citrat-Bile-Salt)
Moi trudng dung nhan dang vé hinh thai khuan lac Vibrio cholerae.
Phuong phép tién hanh: Liy mot it sinh khéi bang khuyén ciy tir méi
truong ting sinh cdy chuyén 1én mat thach TCBS, u & 37°C trong 18 - 24 gio.
Két qua: Trén mdi truong TCBS khuan lac Vibrio cholerag tron nhin, mau

vang (do vi khuan 1én men Sucrose), duong kinh tir 2-3mm.

Hinh 2.1: Khuan lac trén méi treong TCBS

(2) Xdc dinh mét sé ddc tinh sinh hod ciia vi khuén Vibrio cholerae
Thir nghiém oxidase

Pit khoanh gidy thir oxidase 1én lamel, nho 1 giot nuéc mudi sinh 1y vo
trung vira du 1én khoanh gidy. Dung que cdy vO tring 1y khuin lac tir méi
truong TCBS tan déu Ién dia gidy oxidaza. Poc két qua trong vong 10 gidy dén 1
phut.
Két qua: Duong tinh: Vibrio cholerae 1am khoanh gidy c6 mau tim thdm hoac
tim den.

Am tinh: Khoanh gidy thir oxidase giit nguyén mau tim nhat ban dau
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Duong tinh Am tinh Duong tinh
Hinh 2.2: Két qua thir oxydase
Thir nghiém trén méi trweong TSI (Triple Sugar Iron)

M®6i trudong thach Triple Sugar Iron dugc st dung dé nudi cay truc tiép
cho tryc khuan gram 4m 1én men dudng glucose, lactose, sucrose va sinh H2S
day 1a dic diém co ban trong phan loai budce dau cua cac tryc khuan gram am.

Phuong phap tién hanh: Ciy chuyén cic khuan lac dién hinh tr méi
truong TCBS vao cac dng thach nghiéng TSI, néi 1ong cac nap dng dé tao didu
kién hiéu khi, nuéi 0 ¢ nhiét d6 37 °C trong 18 - 24 gio.

Két qua: Trén moi truong TSI, Vibrio cholerae 1am phan thach nghiéng c6 mau
do va thach dung cua méi truong chuyén mau vang, khong sinh hoi va khong
sinh HS.

(1) dwong tinh (2) dwong tinh; am tinh

Hinh 2.3: Két qua thir sinh hoa (1). Két qua thir 1én men dwong glucose;

(2). Két qua thir kha ning sir dung tryptophan (Indol)
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Thir nghiém indol: nho thudc thir Kovac’s SIM (H2S — Indol — Mobility) 1én
dng méi trudng, lic nhe. Poc két qua trong vong 2 phut.
Két qua: Duong tinh: C6 quang mau dé ndi 1én trén bé mit méi trudng
Am tinh: Cé quang mau vang néi 1én trén bé mit moi truong
(3) Phwong phdp dinh danh bing phdn irng huyét thanh hoc.

Khang huyét thanh chan doan vi khuan V. cholerae (vi khuan ta) diéu ché
tir mau tho dugce mién dich véi cac serotype (type huyét thanh): Inaba, Ogawa va
0139, lo 3ml.

Cic logi khdng huyét thanh chén dodn vi khudn td

- Khéang huyét thanh ta da gid bao gdm 3 ching: Inaba, Ogawa va

0139.

- Khéng huyét thanh ta don gia Inaba

- Khéng huyét thanh ta don gia Ogawa

- Khang huyét thanh ta don gid 0139

Lam phan (mg ngung két trén lam kinh véi khang huyét thanh ta da gia va
don gia. Pay 1a phan Gng ngung két nhanh trén phién kinh dua trén nguyén tic
két hop gitra khang nguyén va khang thé dic hiéu cua V. cholerae.

Chung vi khuan thuan khiét phan 1ap dugc c6 phan Gng sinh hoa phu hop
s€ duogc su dung tht khang huyét thanh. Chuén bi phién kinh that sach, trong
subt:

- Nho 1 giot khang huyét thanh ta da gia 1én phién kinh sach va mét giot
nude mudi sinh 1y 0,9 % 1én mot vi tri khac cta phién kinh.

- Dung que cdy vo trang iy khuan lac tir moi truong NA Saline (mdi
truong dung giit giéng vi khuan V. cholerae) 1én giot khang huyét thanh, ding
que cdy vo trung khac chuyén vi khuan 1én giot nudc mudi sinh 1y r6i tan déu vi
khuan.

- Lic tron nhe nhang huyén dich cho dong nhat.

- Quan sat phan tmg ngung két xay ra trong 30 giay.
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Két luan dwong tinh khi c6 hién tuong ngung két ¢ giot c6 khang huyét
thanh va khong c6 hién twong ngung két & giot nude mudi sinh 1y.
Khi khuédn lac dwong tinh voi khang huyét thanh da gid gdm 3 chung:

Inaba, Ogawa va 0139, tiép tuc ngung két v6i khang huyét thanh don gia dé xac
dinh serotype gay bénh.

Két qua: Vi khuan duong tinh véi KHT da gid gom 3 ching Inaba,
Ogawa va O139 va duong tinh vd1 KHT Ogawa va Inaba.

Giot khang huyét Chung V. cholerae
thanh V. cholerae phan lap duogc trén Giot NaCl
NA Saline 0.9 %

/dAh/
/ /

/ 0/

Duong tinh Am tinh khong
c6 ngung két ngung két

Hinh 2.4. Xac dinh type huyét thanh V. cholerae

(Vién Pasteur TP. HO6 Chi Minh)
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Bing 2.1: Tém tit thir nghiém khang huyét thanh V. cholerae

Khéng nguyén  Khang Khéng Dung Két ludn
huyét huyét dich
thanh thanh mudi
Inaba Ogawa sinh ly
V. cholerae O1 + - - Chung Inaba
V. cholerae O1 - + - Chung Ogawa
V. cholerae O1 + + - Chung da gia

V.cholerae O1 -

Chung khong
dac hi¢u
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4) Tém tit so' @6 phwong phdp nuéi cdy, phin lgp vi khudn Vibrio cholerae

Mau

>~

Pepton kiém
(2%)

37°C/8-12 gio

37°C /3 - 6 gid

TCBS,
Thach kiém

37°C / 8-12 g
4
TCBS, Pepton kiém

pepton kiém

37°C /24 gid 37°C /24 gio

A 4
Tinh chat P

sinh vat héa hoc

l Don gia Ogawa
Ngung két ba gia O1 —
khang huyét thanh <: \ Don gia Inaba
0139

So d6 2.1: Phén lap Vibrio cholerae

(Laboratory Methods for the Diagnosis of Vibrio cholerae, Centers for Disease
Control and Prevention)
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2.5.2 X4c dinh tinh dé khang khang sinh ciia cac chiing Vibrio cholerae bang
ky thuit khoanh gidy khang sinh va MIC (Minimum Inhibitory
Concentration).

Chon lya khang sinh thich hop ddi véi vi khuan dudng rudt thuong duoc
su dung dé diéu trj bénh dich ta. Chung t61 st dung céc loai khang sinh cua cac
nhom khang sinh sau day, theo khuyén céo cua CLSI (Clinical and Laboratory
Institute, thang 01 nam 2010).

- Nhom Beta - Lactam: Chon amoxillin.

- Nhém Tetracyclin: Chon tetracycline

- Nhom Fluoroquinolone: Chon norfloxacine,
- Nhém Phenicol: Chon chloramphenicol.

- Nhom Macrolid: Chon azithromycin.

Bang 2.2: Tiéu chuén danh gia sw nhay cam doi véi khang sinh ciia vi khuin
duwdng rugt.

Khang sinh Ky hiéu Ham lwong  Puwong kinh vong vé khuin (mm)

Pé khang Trung gian Nhay

Amoxicillin AX 10pg <13 14-17 > 18
Tetracycline Te 30ug <14 15-18 >19
Norfloxacine Nr 10png <12 13-16 >17
Chloramphenicol Cl 30ug <12 13-17 > 18
Azithromycin Az 30ug <13 14-17 > 18

(Nguén: Clinical and Laboratory Standards Intitute, 02/2007. Performance
Standards for Antimicrobial Susceptibility Testing; Seventeenth Informational
Supplement).

(1) Phwong phdp diing dia gidy khdng sinh (Kirby-Bauer).

* Nguyén Iy: Cac chung vi khuan s& nhay cam voi cac loai khang sinh &

mirc d6 khac nhau va chung thé hién sy khac nhau d6 bang dudng kinh ving tc
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ché & xung quanh khoanh gidy khang sinh khi c6 su tiép xtc gitta vi khuan va
khang sinh.

Tién hanh:

(1) Trai vi khuan 1én mat thach tir 15 phat sau khi da pha huyén dich vi
khuén.

(2) bit khoanh gidy khang sinh tiép xuc phing véi mit thach, sao cho
khoang cach céc dia khang sinh tir 20 — 24mm.

(3) Lat nguoc day hop thach u ¢ 37 °C tir 18 dén 24 gio

Poc va nhéan dinh két qua

e Sau khi u 18 dén 24 gio, doc két qua cac hop thach, vung uc ché s& 1a
mdt vong tron xung quanh khoanh gidy khang sinh khéng c6 vi khuan moc
chung ta thiy duoc bang mét thudng. Po duong kinh ving e ché, ké ca duong
kinh khoanh gidy khang sinh.

e Do duong kinh tinh ra milimét v&i mau thude danh riéng cho muc dich
nay, bang cach ap thudc 1én mit sau ctia day hop thach.

* So vio bang gidi han ving wc ché cua Vibrio cholerae, va ghi nhan két

qua vi khudn nhay, trung gian hay dé khang ddi véi khang sinh thir nghiém.

Hinh 2.5: Két qua khang sinh do
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(2) Phwong phdp sir dung mdy lam khdng sinh dé tw dong tim gid tri MIC

* Nguyén ly

May 1am khang sinh do tu dong 1a hé thong ty dong bao cdo két qua khi
xét nghiém hoan tat, cho két qua khang sinh dam bao c6 do chinh xéac cao boi gia
tri néng d6 trc ché tbi thiéu riéng bi¢t cho 18 — 20 loai khang sinh khac nhau.

Thé xét nghiém lam khang sinh @6 dugc phu tir 18 - 20 loai khang sinh
khac nhau, cac loai thé nay bao gém 64 giéng v4i nhiéu ndng d6 dua trén gia tri
nong do trc ché t6i thiéu va moi trudng nudi cay.

* Tién hanh

Huyén dich vi khuén; nhitng khuén lac duoc ly trich tr méi truong MC
pH = 8 d3 & qua dém that sy thuan nhat hoa tan vao tube chira 3ml nudc mudi vo
tring 0,45% dé tao thanh huyén dich vi khuan c6 do duc twong tmg véi do duc
chuén MacFarland 0,5 trong thoi gian 15 phit. Cho timg thé (card) lam khang

sinh d6 vao timg tube chira huyén dich trén, sau d6 dit vao may lam khang sinh

dd tu dong, doc két qua sau 8 — 12 gio.

Hinh 2.6: Huyén dich vi khuin Hinh 2.7: Thé (card) khang sinh dd
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Bang 2.3: Két qua nong d9 MIC ciia cac khang sinh déi v6i vi khuin V.

cholerae
Khang sinh Ky hiéu Luong Nong ap MIC
khang sinh
(ng/ul)
(ng)

Amoxillin AX 10 4
Tetracycline Te 30 <1
Norfloxacine Nr 10 0.25

Chloramphenicol Cl 30 2
Azithromycin Az 30 <1

2.5.3 Céc chi tiéu theo doi

- Xac dinh ti 18 nhiém Vibrio cholerae trén huyét heo, nghéu va phan trén
nguoi tiéu chay.

- Mirc do nhay cam khang sinh va ndng do khang sinh t4i thiéu trc ché vi
khuan.

- X4c dinh type huyét thanh phd bién c6 trén cac loai mau c6 thé giy bénh

cho nguoi.

Xir Iy s6 liéu: Xir 1y két qua bang chuong trinh Excel.
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CHUONG 3
KET QUA THAO LUAN

3.1 Panh gia ti 18 nhiém Vibrio cholerae trén cac loai mau phan lap
Ti 1& nhiém vi khuén V. cholerae trén cac loai mau nhu huyét heo, nhuyén
thé (nghéu) va ngudi bénh tiéu chay ¢ tinh Tra Vinh, ching to6i di phan lap va

tong hop voi két qua sau:

Bang 3.1: Tong hop ti 1¢ nhiém Vibrio cholerae trén cac loai méu

Loai miu S6 miu kiém tra Dwong tinh

S6 miu Ti 18 (%)

Huyét heo 100 04 4
Nghéu 160 16 10
Phan 40 0 0
Tong 300 20 6,7

Qua bang cho thay:

* Ti 1& nhiém V. cholerae trén huyét heo duoc phan 1ap chung cho cac
huyén va tai thanh ph6 Tra Vinh 13 4%. Trén loai mau nay ching t6i muén tim
hiéu vé kha ning 6 nhiém ngudn nudc co lién quan dén huyét heo duoc thu va
xtr 1y tai 10 mo, hién nay van chua c6 nhitng bao céo lién quan dén ti 1¢ nhiém V.
cholerae trén huyét heo.

* Ti 16 nhiém V. cholerae trén nghéu duoc phan 1ap ¢ 2 huyén Cau Ngang
va Duyén Hai 12 10%, bang cach sir dung moi trudng ting sinh pepton kiém c6
2% NaCl va moi truong thach chuyén biét TCBS dé phan lap.

Ti 1¢ phan 1ap trén nhuyén thé ciing dugc xac dinh tai Pong Nai va thanh
phé HO Chi Minh bang dung dich pepton kiém c6 bd sung mubi tir 2 -3 % dé
tang sinh ciing cho két qua 10,7% [5].

* Trén ngudi: qua 40 mau phan tiéu chay duoc thu thap tai bénh vién da

khoa Tra Vinh, trong 40 miu phan, c6 12 mau duoc 1iy tir bénh nhan c6 do tudi
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tir 5 - 10 va 28 miu c6 do tudi tir 35 — 80, nhan thay khong c6 mau dwong tinh
v6i vi khuan ta V. cholerae, do trén dia ban tinh Tra Vinh khong phai 13 6 dich
ctia Vi khuén ta, hon nita nhing triéu chiig ciia bénh nhan khi chiing t6i 1dy mau
phan khéng c6 diu hiéu dién hinh cta bénh ta nhu tiéu chay long mau hoi duc
hoac 61 dir doi.

Trong ndm 2010, Bén Tre 1a mot trong 8 tinh cua ving dong bang song
Ciru Long ¢ nhiéu ngudi mac bénh ta.

Theo két qua nghién ctru tng dung mot s k¥ thuat chan doan nhanh
Vibrio cholerae gy tiéu chay cap tai tinh Thai Nguyén nim 2009 trén 270 mau
bénh nhan tiéu chay cp co tridu ching 1am sang nghi mic bénh ta ciing chi phan
lap dugc 5,93% bénh nhan duong tinh voi bénh ta [6].

3.1.1 Ti I¢ nhiém Vibrio cholerae trén huyét heo cé pha nwéc mudi

Sy hién dién cua vi khuan Vibrio cholerae c6 mit trong ngudn nudc tai

cac co sd giét mo khi sir dung 6 pha mudi v6i ndng do 2-3%.

Bing 3.2: Ti 1¢ nhiém Vibrio cholerae #rén huyét heo c¢é pha nwéc mudi

Loai miu S6 miu kiém tra Dwong tinh

S6 miu Tilé (%)

Huyét heo c6 pha nudc mudi 100 04 4

Qua thu thap miu huyét tai cac co so giét md, chung toi ghi nhan ham
lwong mudi c6 thém vao trong nudc cung véi huyét tir 2-3% véi ham luong nay
Vibrio cholerae co thé ton tai va néu c6 didu kién s& nhiém vao thirc an gy tiéu
chay trén nguoi.

Néu trong qua trinh thoc tiét heo khong dam bao vé sinh trong nhitng diéu
kién nhu nudc bi nhiém doc, nhiém chi hay bi dinh phan... déu bi nhiém V.
cholerae s& nhiém cho ngudi 4n tiét canh. Bénh ta 1y qua dudng tiéu hoa do in
udng phai thirc an bi nhiém vi khuan ta. Nudc, thuc pham (Iong heo, tiét heo, thit

ché, nghéu, so hén, tom,...), rau qua, ban tay, dung cu an udng, rudi nhing,
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chudt, gian... nhiém khuan déu c6 thé 1am 1ay lan bénh. Bénh ta thuong lay lan
nhanh theo cing bép an, theo ngudn nudc bi 6 nhiém [43].

O Déng bang song Ciru Long, dich bénh di x3y ra vao nim 2010, trong
d6 Bén Tre c6 hon 50 nguoi duong tinh v6i vi khuan ta do st dung nudc tir moi
trudng 6 nhiém (Phuong Nhu, 2010)

C6 nhiéu nghién ciru cho thdy ngudn nudc 1a yéu t 1ay lan mam bénh, 13
diéu kién dé vi khuan ton tai va phat tan. Nhiéu qudc gia trén thé gidi cling c6
nhirng nghién ctru lién quan dén ngudn nudc giy 6 nhiém, ngudi nhiém vi khuan
do udng nudc hodc in phai thire dn nhiém vi khuan nay, nhiéu bang ching dich
t& hoc cho thdy méi truong nudc déng vai trd quan trong trong luwu trir mam
bénh, hon 50% ngudi bi nhiém vi khuan Vibrio cholerae 13 do st dung ngudn
nudce bi 6 nhiém [30].

3.1.2 Ti I¢ nhiém Vibrio cholerae trén nghéu theo huyén

Ti 1& nhiém Vibrio cholerae trén nghéu cua huyén Cau Ngang va huyén

Duyén Hai dugc thu thip mau trong cing mot thoi diém, sé lugng mau (80/80),

cach xir Iy va bao quan mau nhu nhau.

Bang 3.3: Ti 1¢ nhiém Vibrio cholerae trén nghéu theo Huyén

Huyén S6 miu kiém tra Dwong tinh

S6 miu  Tilé (%)

Duyén Hai 80 05 6.25
Cau Ngang 80 11 13.75
Tong 160 16 10

Qua bang chung toi nhan thay ti 1& dwong tinh véi Vibrio cholerae trén
nghéu cua huyén Cau Ngang 1 13.75% cao hon so véi ti 1& duong tinh véi
Vibrio cholerae trén nghéu cia huyén Duyén Hai la 6,25%, tuy nhién sy chénh
léch nay khong c6 ¥ nghia thong ké (P = 0,111). Dé giai thich rd hon vé két qua

trén can phai c6 nhiing nghién ctru phan tich vé thanh phan vi sinh va néng do
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mudi c6 trong ngudn nude bién cua 2 huyén, vi hién nay chua cé nhiing thong
tin vé s6 liéu nhiém Vibrio cholerae trén cac miu trén tai tinh Tra Vinh.

Dic tinh cua vi khuan Vibrio cholerae 1a thich nghi va ton tai duoc ¢
moi trudng nude c¢6 ndong d6 mudi thich hop 2%, 3% va 4%, ching séng rat phd
bién & bién va cac cira SONG va séng bén trong cua loai hai san [22]. Ngudn thuc
pham chira nhiéu vi khuan Vibrio cholerae van 1a cac loai thirc dn hai san nhu
tdm, cua, sO, nghéu, hau. Nguoi s& bi nhiém Vibrio cholerae khi an séng hoic
chua nau chin cac loai hai san trén hodc udng hay tiép xtc cac loai nudc co
nhiém vi khuén Vibrio cholerae, nhat la nuéc c6 dd man tir 2- 3% mubi [29]. O
Khanh Hoa (Viét Nam), tr niam 1997 dén 1999 co6 548 ca nhiém
V.parahaemolyticus, day 1a loai thuong xuét hién pho bién cling véi V. cholerae,
va Khanh Hoa ciing 13 ving ven bién, thirc 4n sir dung da sd 14 hai san [16], [20].

Theo bao cdo thudng nién cua Trung tdm kiém soat dich bénh thé gisi
nam 2011(CDC), thirc 4n hai san cling dugc chimg minh vé ti 1& nhiém Vibrio
cholerae ¢ nhiéu nudc trén thé gidi: hau 65%, tdm 52%, cua 29%, nghéu 11%
(CDC, 2011) [19].

O cac nudc Chau Au, cac bang cua nudc My thirc dn c6 ngudn goc tir
hai san van dugc xem 1 nguyén nhan chiém ti 1& gay bénh do Vibrio cholerae 1a
cao nhét tir 89 - 99% di duoc thong ké tir nim 1999 dén nam 2008, trong d6
thire an hai san c6 vo nhu hau, nghéu dugc bénh nhan st dung chiém 30 — 70%
(CDC, 1999- 2011).

3.1.3 Ti I¢ nhiém Vibrio cholerae trén huyét heo theo huyén
Trén 100 mau huyét dugc thu thap, ching to61 chon léy mau ngﬁu nhién 20

mau huyét heo tai mdi co s giét mo ¢ nhidu thoi diém khac nhau.
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Béng 3.4: Ti 1¢ nhiém Vibrio cholerae trén huyét heo theo Huyén

Huyén S6 miu kiém tra Dwong tinh

S6 miu  Tilé (%)

Duyén Hai 20 0 0
Cau Ngang 20 0 0
Chau Thanh 20 04 20
Cang Long 20 0 0
Thanh Phé TV 20 0 0
Tong 100 04 4

Két qua cho thay tai co s giét mo heo thudc huyén Chau Thanh co 20%
s6 mau duoc phan 1ap nhiém vi khuan Vibrio cholerae, ti 1¢ nay ciing kha cao so
véi ti 18 nhiém d3 duoc phan 1ap trén nghéu cia cac huyén (10%).

Tuy nhién, chua c6 nhitng nghién ctru vé su hién dién cta vi khuan Vibrio
cholerae trén huyét heo, nhung doi véi thit ché da phan 1ap dugc 13% vi khuan
Vibrio cholerae tai cac co s giét mo & Ha Noi nhap tir nude ngoai [43].

Tai tinh Bén Tre, theo bao céo tir Vién Pasteur Thanh phd H6 Chi Minh
va Trung tim Y té du phong Bén Tre, tinh dén ngay 22/7/2010, trén dia ban tinh
Bén Tre d3 ghi nhan 69 bénh nhan tiéu chay cip va déu duong tinh véi vi khuan
ta, bénh nhan tap trung ¢ ba huyén 1a Mo Cay, Mo Cay Bic va huyén Giong
Trom. Sau khi sir dung nuée da, thue pham khong rd ngudn gbe, nude kénh rach
lam nuéc sinh hoat... cac trudng hop trén déu ¢ biéu hién dau bung, di ngoai
phan 16ng nhiéu lan trong ngay, kém nén va da s cac truong hop tiéu chay céap
tai Bén Tre hau hét déu co tién sir uéng nudc da khong dugc xur 1y (D.Tuyén,
2010). Thang 7 nam 2010 m¢t chung Vibrio cholerae 0139 cling dugc phan
1ap tir 7 mau nudc da & Nam Dinh mién Bic Viét Nam [21], [26].

Nhu vay véi ti 16 nhiém Vibrio cholerae phan lap dugc trén mau huyét c6
sir dung ngudn nudc tai co so, diéu dé ching to nude c6 kha nang 1a ngudn lay

nhiém Vibrio cholerae.
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3.2 Két qua tinh nhay cam va dé khang khang sinh cia vi khuan Vibrio
cholerae.
3.2.1 Xdc dinh bang phwong phdp ding dia gidy khdng sinh

Nghién ctru di tién hanh thir khang sinh dd dé danh gia tinh nhay cam cua
20 chung Vibrio cholerae dinh danh dugc ddi voi cac loai khang sinh thudng sir
dung dé diéu tri bénh ta. Két qua khang sinh do cta cac ching Vibrio cholerae

thé hién qua bang 3.6.

Bing 3.5: Ti 1¢ nhay cim va dé khiang khang sinh d6i véi Vibrio cholerae

Khang sinh Ky So Nhay cam  Trung gian Khang
hiéu mdu

kiém
tra 86 mdu (%) So6 mau(%) So6 mau (%)

Amoxicillin AX 20 0 0 2 10 18 90
Tetracycline Te 20 13 65 1 5 6 30
Norfloxacine Nr 20 20 100 0 0 0 0
Chloramphenicol  ClI 20 14 70 2 10 4 20
Azithromycin Az 20 10 50 5 25 5 25

Két qua cho thiy Vibrio cholerae nhay cam lan luot véi norfloxacine
(100%), va&i chloramphenicol (70%), tetracycline (65%), azithromycin
(50%); dé khang gan nhu hoan toan vai amoxicillin (90%), dé khang twong
dbi véi tetracycline (30%), véi azithromycin (25%). Két qua trén cua chang
t6i phu hop voi két qua nghién ctru ciia Nguyén Thi Xuan Trang, Nguyén
Ngoc Tuan [5].

Kha ning dé khang cua vi khuan Vibrio cholerae rit da dang, tuy thudc
vao thoi gian va dia diém nghién ctru:

Nguyén va cong su c6 nhitng bdo céo vé kha ning khang va nhay cam véi
tetracycline va chloramphenicol cua vi khuan V. cholerae O1 phan 1ap tai Viét

Nam. Nim 1995 vi khuan V. cholerae O1 nhay véi tetracycline va
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chloramphenicol, nhung dén nim 2000 vi khuan V. cholerae O1 lai dé khang voi

tetracycline va chloramphenicol [37].

O nuéc ta, cac ching V. cholerae phan 1ap & Thira Thién Hué nim 2003
déu dé khang véi amoxicillin [12].

O mién Bic Viét Nam tir nim 2007 dén 2010, tat ca ching V.
cholerae phén lap dugc déu nhay vdi chloramphenicol (100%), dé khang véi
tetracycline 12 29% sip xi so véi két qua nghién ctru ciia chiing toi (30%) [29].

Pbi v6i cac nghién ctru ngoai nudce, nam 1995 dén 1996 & Hong Kong
nhiing chung V. cholerae phéan 1ap dugc déu nhay cam véi chloramphenicol va
v6i tetracycline. Nhung dén nam 1998, V. cholerae phan lap duoc da giam nhay
cam voi khang sinh chloramphenicol va tetracycline (31% va 27,6%) [45]. Piéu
d6 ciing cho thiy viéc str dung khang sinh khéng dung s& c6 nhimng thay d6i vé
dé khang khang sinh d6i véi vi khuan V. Cholerae.

Tuy nhién, mirc d6 khang khang sinh chloramphenicol chi tir (3,7- 6,5%)
va tetracycline (4,3 -15,3%) [11,41,42], nhung nhiing nha nghién ciru van cho la
dang ké va can duoc giam sat [31].

Nam 1997, mot nghién cau & Pondicherry An Do
tat ca nhitng ching Vibrio cholerae phan lap dugc déu nhay véi khang sinh
tetracycline va norfloxacine 12 97,5% [38], so v6i nghién ctru cta chung t6i lan
luot véi ti 1€ nhay cam la 65% va 100%.

O Afghanistan va Pakistan, Rahbar cong sy da nghién ciru trong nim
2005, tit ca cac chung V. cholerae phan 1ap déu nhay cam véi tetracycline,
ciprofloxacin, erythromycin va ampicillin cing nhom khang sinh va c6 két qua
nhu trong nghién ctru cta chiing t6i [9].

Trong nghién ctru cua Keramat va cong sy nam 2005, d0 nhay cua
hai loai thudc tetracycline va doxycycline d6i véi type huyét thanh
Ogawa da dugce nhan manh [41]. Nam 2000 Afzali va cong su , tai Kashan (Iran)
6ng di ching minh tinh nhay cam khang sinh cua vi khuan Vibrio cholerae

véi ciprofloxacin, tetracycline [9].
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V. cholerae duoc phan 1ap & mién Bic An D6 cho thdy da dé khang véi
amoxicillin vao nam 1999 12 20%, dén nim 2002 dé khang hoan toan 100% va
sau d6 giam dén 14,2% trong nam 2006 [31], két qua nghién ctru ctia ching toi
13 90% vi khuan V. cholerae dé khang v&i amoxicillin.

Ciing theo Nishibori nam 2011, ¢ Indonesia Vibrio cholerae phan lap da
nhay cam véi nhidu loai khang sinh nhu ampicillin, chloramphenicol,
tetracycline, norfloxacine. Két qua trén hoan toan phu hop véi két qua nghién

clru cua chung toi [44].
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Biéu d0 3.1: Sw nhay cam va dé khang khang sinh
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3.2.2 Xdc dinh néng dé irc ché téi thiéu (MIC)

Bang 3.6: Gia tri MIC dbi véi Vibrio cholerae

Khang sinh Ky hiéu Luong Nong ap MIC
khang sinh
(ng/ul)
(ng)

Amoxillin AX 10 4
Tetracycline Te 30 <1
Norfloxacine Nr 10 0.25

Chloramphenicol Cl 30 <?2
Azithromycin Az 30 <1

Qua bang nhan thiy gia tri xac dinh ndng do tc ché tdi thiéu (MIC) dbi
v6i cac loai khang sinh 1an luot 1a 4 pg/ul, <1 pg/pl, 0.25 pg/ul, <2 pg/ul.

Nhitng nghién ctru khac trong nudc di chimg minh ndng do tc ché tbi
thiéu cua tetracycline 13 3.13ug/ul, chloramphenicol 1 6.25ug/ul cao hon so véi
nghién ctru ctiia chung toi [36].

Qua nghién ctru tai Lao Bounnanh d3 xac dinh nong do e ché tdi thiéu
ctia tetracycline lién tuc tir nam 1994 dén nam 1996 tir 0,2 - 0,4 pg/pl cho.Tuy
nhién dén nim 1998 - 1999 tit ca cac ching phan lap vira khang tetracycline voi
MIC tir 3,13 - 6,25 pg/ul (MIC nay cao hon 16 lan so véi nim 1996).Viéc thay
d6i tinh nhay cam vé&i chrolamphenicol twong ty nhu tetracycline [11].

Nim 1997, & Pondicherry An D, nhitng chung Vibrio cholerae phan 1ap
duge xac dinh gid tri MIC d6i voi khang sinh tetracycline 1a 0.5pg/ul va
norfloxacin 1a 0.004 - 1ug/ul [38]. O Bangladesh gia tri MIC déi voi khang sinh
azithromycin ciing dao dong trong khoang 0.7 - 3pg/ul [24].

Vé6i nong d6 wc ché tdi thiéu 6n dinh nhu trén, norfloxacine va
tetracycline dang duoc sir dung trong diéu tri bénh ta ¢ nhiéu nudc c6 dich bénh
nay [24], va két qua ndong do MIC ddi véi vi khuan V.cholerae s& co gia tri khac

nhau & mdi quéc gia, chi co norfloxacin va tetracycline co gia tri MIC gan tuong
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duong nhau. Piéu d6 ciing cho thay tinh on dinh ctia mot vai loai thude khang
sinh trong diéu tri d6i v4i bénh ta hién nay.

3.3 Két qua xac dinh type huyét thanh phé bién giy bénh tai Tra Vinh

Bing 3.7: Ti 1& nhiém Vibrio cholerae theo type huyét thanh

S6 chiing phén lap (n = 20)

Type huyét thanh Dwong tinh Til¢ (%)
Inaba + Ogawa + 0139 (Pa gid) 3 15
Inaba (don gid) 2 10
Ogawa (don gid) 2 10

Sau khi dinh danh c6 két qua 20 chung Vibrio cholerae bang cac phan
{mg sinh hoa va kha ning 1én men céc loai dudng, chung toi tién hanh budc quan
trong cudi ciing 1a ngung két khang huyét thanh da gia va don gia dé xac dinh
nhom huyét thanh c6 kha ning gay bénh trén nguoi.

Két qua cho thiy c6 15% mau duong tinh voi khang huyét thanh da gia
(0139, Ogawa, Inaba), 10% miu duong tinh véi khang huyét thanh don gia
Ogawa va khang huyét thanh don gia Inaba.

Dua vao doc tinh cua vi khuan Vibrio cholerae cé thé chia thanh hai
nhom chinh theo huyét thanh (serogroups) d6 1a O1 va 0139. Nhom O1 c¢6 hai
type sinh hoc (biotype): El Tor va c6 dién; mdi type sinh hoc El Tor lai chia 3
nhom nho huyét thanh: Ogawa, Inaba va Hikojima [25].

Tai Viét nam, tir 1979 dén 1981 cac ca bénh ta chu yéu 1a do nhém sinh
hoc El Tor, nhém phu Ogawa; tir 1982 dén 1990 tt ca cac ca bénh ta déu nhiém
nhoém phu Inaba; nhung trong nhing nam sau 1990 thi tat ca cac ca bénh déu do
nhom phu Ogawa. Con ¢ Thai Lan, khoang 52% cic ca bénh ta déu do nhiém
nhém phu Ogawa [28].

Theo Nguyén Tran Hién, vién Vé sinh dich t& Trung wong cho biét, két

qua giam sat bénh ta qua cac nam tir 2002, 2003, 2004 14 type huyét thanh Inaba,
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va tir ddu nam 2007 dén nay cac xét nghiém déu cho két qua vi khuan ta thudc
type huyét thanh Ogawa (PhanXuanTrung, 2008).

Tir 2007 dén 2010, type huyét thanh Ogawa ciing dugce ghi nhan & Viét
Nam, Bangladesh, Zimbabwe [29].

O thanh phd Delhi thuéc An Do, nim 2003, V. cholerae O1 Ogawa chiém
wu thé, Ogawa (54,6%) la pho bién hon serotype Inaba (32,5%). Tuy nhién tir
nim 2004 dén 2006 dd c6 mot su thay ddi, serotype Inaba lai chiém uu thé hon
serotype Ogawa va dén thang 8 nam 2010, V.cholerae Ol, type huyét thanh
Ogawa ciing xuat hién trd lai (JJM, 2011,) [25], [39].

Thang 10 nam 2010, bénh dich ta xay ra ¢ Haiti l1a do V.cholerae O1,
thudc type huyét thanh Ogawa gy ra, ching dot bién da khang nhiéu loai khang
sinh [35].

Theo tap chi Qudc t& nghién ciru vé mdi truong va stc khoé cong dong
2010 cling da ghi nhan nhitng miu phan lap tir nudc, tom, cua déu thudc
serotype Ogawa va Inaba [30].

Nhu vay, v6i nghién ctru cta chung t6i cho thdy sy hién dién cta hai
serotype Inaba va serotype Ogawa qua két qua phan lap vi khuan V.cholerae tai
tinh Tra Vinh.
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CHUONG 4
KET LUAN - PE NGHI
4.1 KET LUAN

Qua 300 miu dugc phan lap, tan s6 xuat hién Vibrio cholerae trén nghéu
13 10%, mAu huyét heo c6 pha nudc véi ndng d6 mudi 2-3% tai co so giét mo 1a
4%, trén ngudi tiéu chay chua thdy duong tinh véi Vibrio cholerae.

Vibrio cholerae nhay cam lan luot voi norfloxacine (100%), véi
chloramphenicol (70%), tetracycline (65%), azithromycin (50%); dé khang gan
nhu hoan toan v&i amoxicillin (90%), dé khang twong ddi véi tetracycline (30%),
véi azithromycin (25%).

Nong do trc ché téi thieu (MIC) d6i vai norfloxacine 1a 0,25 pg/ul, voi
tetracycline 1a < 1 pg/pl.

C6 15% mAu duong tinh v6i khang huyét thanh da gia (0139, Ogawa,
Inaba),10% mau dwong tinh v&i khang huyét thanh don gia Ogawa va khang
huyét thanh don gia Inaba.

4.2 PE NGHI

Cic linh vue c6 thé sir dung nhirng két qua nghién ciru

- Péi v6i s6 Y té Tra Vinh s& co thém thong tin vé tinh hinh nhiém vi
khuan V. cholerae trén céc loai thuc pham, dic biét trén nhuyén thé va ti 18 vi
khuan dé khang khang sinh dang str dung diéu tri trén nguoi tai Tra Vinh, qua
két qua nghién ctru da cung cép sb liéu nhitng chung vi khuin phd bién giy bénh
tiéu chay do V. cholerae trén nguoi, tir 46 s& Y té c6 dinh hudng phong va diéu
tr1 bénh phu hop.

- Pbi v6i Chi cuc Thu y Tra Vinh, sd liéu vé i 18 nhidm vi khuan V.
cholerae trén huyét heo phan 1ap dugc tir cac co sé giét mo, 1am co so tham khao
cho Chi cuc Thu y tinh Tra Vinh c6 dinh huéng xay dung quy trinh v¢€ sinh thu y
tai cac co s& giét md.

- Béi voi nguoi tidu dung s& chu ¥ hon vé viée an toan vé sinh thyc pham
vO1 cac loai thuc phrflm thudc thuy san va chan nudi, dac biét st dung thue an tur

nhuyén thé.
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Nhirng dinh hwéng nghién ciru trong twong lai

- Can thuc hién nhitng nghién ctru phan tich vé vi sinh trong thanh phan
ngudn nudce bién cua 2 huyén Cau Ngang va Duyén Hai.

- Phan tich vé thanh phan vi sinh trong ngudn nudc st dung tai cac co so
giét md va cac khu vyc nuéi trong thiy san trong tinh.

- Tang thém s6 luong miu nghéu va nude theo cong thire (chuong 3).

- Tiép tuc xac dinh nhiing loai thuéc Vibrio khac nhu: Vibrio fluvialis,
Vibrio vulnificus, Vibrio parahaemolyticus va nhitng type huyét thanh pho bién
thudc chung Vibrio cholerae O1 va 0139.

- X4c dinh ti 1& nhiém Vibrio sp. trong thtrc in thily san va rau thay sinh.
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