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Sl_f LUU HANH TYPE HUYET THANH VI KHlIﬁN VIBRIO CHOLERAE
PHAN LEP TAI TiNH TRA VINH
Nguyén Thi Piu’, Nguyén Thiy Linh', Ho Thi Viét Thu?

TOM TAT
Tir 25 chung vi khuan thudc Vibrio cholerae phan lap trong nghién ctru trudce day di duge sir dung
deé dinh danh loai bang ky thuat PCR va cac xét nghiém sinh hoa (theo ti€u chuan ISO/TS 21872-
1:2007). Ket qua dinh type huyet thanh hoc cho thay c6 6 chung V. cholerae déu thudc type O1, véi
50% (3/6) duong tinh v6i Inaba, 50% (3/6) duong tinh véi Ogawa. Khong c6 chiing nao thudc type
0139.

Chi s6 bam dinh vi khuan ¥, cholerae vao niém mac rudt dbi véi tho khong ubng vaccine phong
bénh ta 1a 55,7£13,9 va 59,344,2; cao hon so véi tho c6 uong vaccine phong bénh ta (12,4+0,6 va
7,41+1,9).

Két qua thi nghiém ciing cho thiy ching vi khudn phan 1ap c6 khang nguyén ngung két vai type
huyét thanh cta vi khuan da su dung dé san xuat vaccine phong bénh ta (moORCVAX) hién co ¢
Viét Nam.

Tir khod: Vibrio, V. cholerae, type huyét thanh.

Circulation of the serotype of Vibrio cholerae isolated in Tra Vinh
Nguyen Thi Dau, Nguyen Thuy Linh, Ho Thi Viet Thu

SUMMARY

From 25 Vibrio cholerae strains obtained in last study was conducted for serotyping by PCR
and biochemical (ISO/TS 21872-1:2007). The serotyping results showed that there were six Vibrio
cholerae strains belonged to biotype O1, with 50% (3/6) strains were positive with Inaba, and 50%
(3/6) strains were positive with Ogawa. There was not strain belonged to biotype O139.

The adhesion indexes of V. cholerae strains were 55.7+13.9 and 59.3+4.2 in the intestinal
mucosa of the rabbits were not orally administered with cholerae vaccine. These indexes
were 12.4+0.6 and 7.41+1.9, higher than those of rabbits administered with cholerae
vaccine.

The studied result also showed that the isolated strain shared the same serum type with
the bacteria strain that was used to produce cholerae vaccine (moORCVAX) which was
available in Viet Nam.

Keywords: Vibrio, V. cholerae, serotype.

I. GIOI THIEU chinh, 1a type sinh hoc co dién va type sinh
hoc El Tor, va mdt s6 nhom type huyét thanh
khac. V. cholerae dugc phan loai can cur trén
khang nguyén O & phan than va cac nhém huyét
thanh, dén nay nguoi ta da biét co it nhat 200
' Bai hoe Tra Vinh nhom huyét thanh (Kaper et al., 1 995). Trude
> Pai hoc Can Tho nam 1992, nhom O1 1a nhém huyét thanh duy

Vibrio cholerae 1a vi khuidn Gram am
gdy bénh ta & nguoi, thudc chi Vibrio, 16p
Gammaproteobacteria, c¢6 hai type sinh hoc

43



KHOA HOC KY THUAT THU Y TAP XXVI SO 6 - 2019

nhét gay ra dich, tir nam 1992 vé sau, mot nhom
huyét thanh khac 1a O139 giy ra cac dai dich
bung phat tai An Do va Bangladesh. Hién nay,
2 nhom huyét thanh nay 12 nguyén nhan giy
bénh ta luu hanh va phat thanh dich; nhiing
nhém huyét thanh ¥ cholerae khac khong gay
thanh dich dugc gom chung lai thanh nhom V.
cholerae non-O1 va non-O139.

Ngoaira, V. cholerae O1 con dugc phan ra thanh
3 type huyét thanh, Ogawa, Inaba va Hikojima;
type thtr 3 ny it gip va ciing chua duoc mé ta day
du. Céc 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 3. Tai Viét Nam, tir 1979 dén 1981, céc ca
bénh ta chu yéu 1a do type sinh hoc El Tor, type
huyét thanh Ogaway; tir 1982 dén 1990, tat ca cac ca
bénh ta déu nhiém type huyét thanh Inaba; nhung
trong nhimg nam sau 1990, tt ca cac ca déu do type
huyét thanh Ogawa (Nguyen et al., 2009).

Pé tim hiéu cac type huyét thanh phd bién
gdy bénh ta tai dong bang song Ciru Long,
chung t6i da thuc hién nghién ctru: "Su luu hanh
type huyét thanh vi khuan Vibrio cholerae phan
1ap tai tinh Tra Vinh".

II. VAT LIEU VA PHUONG PHAP
2.1. Vit liéu

- Khang huyét thanh dinh type ¥V cholerae:
Khang huyét thanh Inaba, Ogawa va O139
(Vién Pasteur Tp. HO Chi Minh).

- Vi khuan: 25 chung vi khuan thugc ¥
cholerae da phan lap duogc dung thur nghiém
trén thd sau khi hoat hoa trong 2 gio va tang
sinh trong moi truong APW ¢ 35°C tir 18-24 gio
dé c6 ndng do6 vi khuén trong 1 ml twong dwong
1x10° dén 5x107 CFU (Richardson, K, 1991).

- Vacxin ta udng (mORCVAX) diéu ché tir
cac chung vi khuan ta toan té bao chét, gdm
type sinh hoc cd dién va type sinh hoc El Tor va
chung vi khuan ta 0139, ¢ chtra nhitng phan
bang nhau ctia cac ching Ogawa va Inaba ciia
vi khuan ta V. cholerae (Cong ty TNHH MTV
Vacxin va Sinh pham s6 1, Ha Noi).
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- Pong vat thi nghiém: 24 tho tring gidng
New Zealand, trong lugng 2-2,5 kg/con.

2.2. Phwong phap thi nghiém
2.2.1. Thir nghiém trén tho

12 thé thi nghiém duoc cho udng vacxin ta
v6iliéu 1,5 ml/con, 1ap lai 1an 2 vao ngay thi 14
Sau 28 ngay ubng vacxin, thuc hién md kham.

12 tho khong udng vacxin ciing co ché do
nuodi dudng nhu trén.

Tiém céac ching vi khuan da phan lap (N8,
03.2, 01.2, Ng3, 85V1 va 81V1) vao rudt tho
khong ubng vacxin va tho da udng vacxin nhu
nhau, sau d6 mé kham xac dinh tinh dap tng
mién dich cua 2 16 thé trén. Tho dugc gay mé dé
ph?iu thuat, rudt non dugc cot thanh 4 doan, moi
doan 10 cm, cach nhau 2 cm. Dung kim tiém
1 ml vi khuén (c6 chra 1 x 10° - 5 x 107 CFU)
vao trong long tirmg doan rudt, dong xoang phuc
mac, kiém tra chat 1ong cac thoi diém 3, 6, 9, va
16 gio sau khi tiém.

2.2.2. Cac chi tiéu theo doi

(i) Xac dinh type huyét thanh cia ¥
cholerae: dugc thyc hién bang phan g ngung
két voi 4 1oai khang huyét thanh: Chung Ogawa,
chung Inaba, chung O139 va chung da gia.

(i) Xdc dinh ty 1€ dich léng (FA: Fluid
accumulation): Ty 1€ dich long tich tu trong cac
doan rudt dugc xac dinh béng ) lugng dich
1ong (ml)/chiéu dai doan rudt cua tho (cm).

(iiiy Sw bam dinh vi khuin vao bé mit
dwong rudt: Cit ting doan rudt, cao niém mac
rudt hodc dich long trong long rudt, sau dé pha
loding chit 16ng theo diy thap phan (log 10). Két
qua dugc tinh theo cong thic: Mi (CFU/ml) =
Ai x D1/v (Mi: s6 lwong vi khuén trong dung
dich ban dau; Ai: sb khuén lac trung binh/dia;
D1: d¢ pha lodng; v: dung tich huyén dich /dia).
Chudn bi cac chudi pha lodng:

Phan trim (%) bam dinh = 100 x sb vi khuén
bé mat rudt/ sd vi khuin bé mat rudt + CFU dich
long (Richardson, K, 1991).
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2.2.3. Xir ly 56 li¢u

Phan mém Minitab version 16.0: phan tich
cac gia tri FA va CFU (bang 3, 4 va 5).

III. KET QUA VA THAO LUAN

3.1. Két qua dinh type huyét thanh
Két qua dinh type huyét thanh hoc dugc thuc
hién sau khi c6 két qua dinh danh cac loai thude

Vibrio spp.

Bang 1. Két qua dinh type huyét thanh (n = 25)

Type huyét thanh Dwong tinh Ty 1é (%)
Inaba + Ogawa + 0139 (da gia) 6 24,0
Ogawa 3 12,0
Inaba 3 12,0
Chuing chwa xac dinh 19 76,0

Trong 25 ching phéan 1ap dugc c6 6 chiung
(24%) duong tinh voi khang huyét thanh da gia
(0139, Ogawa, Inaba), 3 chung (12%) duong
tinh v6i khang huyét thanh don gia Ogawa va 3
chung (12%) dwong tinh v6i khang huyét thanh
don gia Inaba. Ngoai ra, c6 19 chung (76%)
chua xac dinh duoc type huyét thanh hoc.

Nhiing ching vi khuan con lai (19 chiing)
khong ngung két véi khang huyét thanh trén
c6 thé thudoc nhom non-O1 hodc non-O139.
Theo Garg et al. (2003), V. cholerae nam trong
nhom cac vi sinh vat thudc hé sinh thai 1a moi
truong nudce, cac ching thugoc Ol va 0139
dugc phan lap it so véi céac ching non-O1 va
non-O139 1a nhitng nhom khang huyét thanh
khong ngung két (NAG: nonagglutinable).
Nhitng chung ¥, cholerae khong ngung két vi
khang huyét thanh O1 nhung van gdy bénh va
c6 triéu ching ti€u chay trén nguoi (Nicholas
et al., 2000).

O mién Bic Viét Nam, trong ba dot bung
phat dich ta gitra thang 11 nam 2007 va thang 2
nam 2008, tit ca 70 mau phan 1ap tir mau phan
bénh nhan va nudc séng dugc xac dinh thude V.
cholerae O1 type huyét thanh Ogawa voi cac
phuong phap kiém tra dic tinh sinh ho4 va phan
tmg ngung két huyét thanh hoc (Binh Minh
Nguyen ef al., 2009).

Binh Minh Nguyen et al. (2009) ciling

chting minh riang cac type huyét thanh Ogawa
va Inaba tir nhitng chung phéan lap tai Viét Nam
cling bit ngudn tir cac nude 1an can co dai dich
xay ra nhu Lao (2007 - 2008) va Campuchia
(2010). Nhiing chung phan ldp ngoai mobi
truong cling nhu tu triéu chung lam sang chi
duong tinh véi khang huyét thanh O1, chua
phat hién ching 0139. Tat ca nhimng ching
phan l1ap ngoai moi truong va phan bénh nhan
¢6 triéu chung 1am sang tir nam 2003 dén 2004
déu thudc type huyét thanh Inaba, nhung tir
nim 2007 dén 2011, nhitng chung phan lap
tr triéu chung 1am sang déu thudc type huyét
thanh Ogawa, va nguoc lai, nhitng chiing phan
lap tir méi truong nude nam 2010 déu thude
type huyét thanh Inaba.

Nhu vy, cac type huyét thanh trong nghién
clru nay 1a Ogawa va Inaba déu 1a nhimng type
dang pho bién va hién dién ca trong méi truong
nudc va trong thirc in c6 ngudn gdc thuy hai san.
3.2. Thir nghiém doc lwc ching V. cholerae va
danh gia dap ‘ng mién dich trén thé
3.2.1. Poi véi thé khong uong vacxin phong
bénh tdi

Lwong dich 1éng FA (Fluid accumulation):
Sau khi dira 1ml huyén dich vi khuan vao rudt non

tho c6 chtra 107 vi khuan ¥ cholerae, lugng dich
long thu héi duoc duge thé hién qua bang sau:
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Bang 2. Lwong dich 16ng (ml/cm) thu héi trong ruét non cuda thé
sau khi tiém vi khuan theo th&i gian

TT Chiing VK 3 gio 6 gio 9 gio 16 gio» S6 thé
1 N8 0,88 0,9 0,3 0,2 2

2 03.2 0,7 0,8 04 0,2 2

3 01.2 0,5 0,7 1,2 1,5 2

4 Ng3 0,5 0,6 0,8 1,7 2

5 85V1 0,7 0,8 1 1,6 2

6 81V1 0,7 0,9 1,2 1,8 2

Két qua trén cho thay khi tiém vi khuan vao
rudt non tho chua udng vacxin sé kich thich
niém mac rudt non thé tiét mot luong 16n dich
long tir 0,7 - 0,9 ml/cm tai thoi diém 3 va 6 gio,
sau d6 giam dan chi con 0,2 - 1,8 ml/cm & thoi
diém 16 gio, do niém mac rudt khong tiét khang
thé nén khong gan voi thu thé trén bé mat vi

khuan (Taylor ef al., 1987).

S6 lwong vi khuin V. cholerae bam dinh
trén niém mac rugt

S6 lugng vi khuén dém duoc tai cac thoi
diém 3 gio, 6 gio, 9 gid va 16 gid sau nudi cay
dugc tong hop qua bang 3.

Bang 3. S6 lwong vi khuén V. cholerae bam dinh trén niém mac ruét non
thé khéong uéng vacxin

. - . - N % bam dinh sSé

TT Chuang VK 3 gior 6 gio 9 gi®» 16 gio» — — X

9 gi®» 16 gior tho
1 N8 0 6,5 x 10° 4x10° 0 55,7£13,9 0 2
2 03.2 0 5x10°% 35x 10 0 59,3+4,2 0 2
3 01.2 0 12 x 108 15,5 x 10* 10 x 108 81,246,5 52,645,3 2
4 Ng3 0 13 x10° 16,5 x 10° 9,8 x10° 89,9+3,8 76,2148 2
5 85V1 0 15,6 x 10° 16 x 10° 12x 108 77,524 79,9+8,9 2
6 81V1 0 16,5x10° 18,2x10° 2x10° 75,4417 79,147,2 2

Theo bang 3, sé vi khuin bam dinh trén
niém mac rudt non tang dan tai thoi diém 6
gid va cao nhit tai thoi diém 9 gio ¢ 4 ching,
sau d6 co 2 ching giam dan va 2 chung co it
vi khuén bam dinh nhat tai thoi diém 16 gio.
Riéng 2 chung N8 va 03.2, sé luong vi khudn
chi bam dinh tam thoi ¢ thoi diém 6 gio tir
5x10°dén 6,5x10%, sau d6 giam xudng dang ké
& thoi diém 9 gio chi con 4x10° dén 35x10* va
dén thoi diém 16 gio, khong con V. cholerae
bam dinh.
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3.2.2. Déi v6i thé cé uong vacxin phong bénh ti

Lwong dich 16ng FA (Fluid accumulation):
Sau khi dua 1ml huyén dich vi khuin vao rudt
non tho ¢ chira 107 vi khudn ¥, cholerae, lugng
dich léng dugc thu hoi thé hién qua bang 4.

Qua két qua trén, nhan thiy tit ca cac ching
V. cholerae N8, 03.2, 01.2, Ng3, 85V1, va
81V1 khi tiém vao rudt non d6i v6i tho da udng
vacxin (mMORCVAX) c6 tich Iuy dich long tai
thoi diém 3 gio, 6 gio, nhung sau d6 giam dan,
dén thoi diém 9 gio va 16 gio, sé lugng dich
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Bang 4. Lwong dich 16ng (ml/cm) thu héi trong ruét non cua thé

sau khi tiém vi khuan theo thi gian

1T Ching VK 3 gior 6 gior 9 gio» 16 gio S6 thé
1 N8 0,30 0,35 0,25 0,00 2

2 03.2 0,40 0,25 0,20 0,00 2

3 01.2 0,50 0,60 0,30 0,20 2

4 Ng3 0,50 0,60 0,40 0,25 2

5 85V1 0,40 0,50 0,30 0,15 2

6 81V1 0,40 0,40 0,30 0,20 2

long con khong dang ké, do niém mac rudt c6
tiét khang thé gin véi thy thé trén bé mat vi
khuan, can tr¢ vi khuin bam vao niém mac rudt
ctia vat chu, tir d6 vi khuén khong thé tiét ra doc
t va té bao biéu mo rudt non khong thé tiét ra
chat 1ong (Taylor ef al., 1987). Su khac biét nay
khéng c6 ¥ nghia thong ké (p>0,05).

Nhu vy, tit ca tho co udng vacxin phong

bénh ta da c6 khang thé nén dich 16ng khong tiét
ra & rudt non.

So lwong V. cholerae bam dinh trén niém
mac rudt non

S6 luong khuan lac thu dwoc qua cac giai
doan 3 gio, 6 gio, 9 gio va 16 gio sau khi tiém vi
khudn dugc tong hop qua bang sau:

Bang 5. S6 lwong V. cholerae bam dinh trén niém mac ruét non thé da uéng vacxin

. . - . . % bam dinh £ o
T Chung VK 3 gio» 6 gio 9 gio 16 gio - — So tho
9 giv 16 gio
1 N8 0 108 12x10° 0 12,4+0,6 0 2
2 03.2 0 8 x 104 20x10° 0 7,41£1,9 0 2
3 01.2 0 13,8x10*  4,3x10* 0 15,19+6,54 0 2
4 Ng3 0 14,1 x 10* 8,2 x10* 0 14,77+£3,12 0 2
5 85V1 0 15,6 x10*  6,5x10* 0 14,64+4,18 0 2
6 81V1 0 14 x 104 4,6 x 104 0 194+2,9 0 2

Két qua bang 5 cho thay, s6 lugng vi khuan
bam dinh trong niém mac rudt non cao nhét
tai thoi diém 6 gio va sau d6 giam dén tai cac
thoi diém 9 gid va 16 gio o tat ca cac chung vi
khuén, dén thoi diém 16 gio, hau nhu tit ca cac
chung déu khong con bam dinh vao niém mac
rudt non, chirng té V. cholerae bi ic ché boi cac
khang thé duoc tiét ra tir niém mac rudt non.
Viéc hinh thanh dap tng mién dich trén tho co
thé giai thich theo 2 co ché:

Thir nhét, khi khang thé tiét ra s& ngan chin

vi khuan bam vao niém mac bang cach gin vao
bé mat khang nguyén (Finkelstein ez al., 1982)
lam bét dong vi khuin hodc két dinh véi vi
khuan, 1am ching khong thé di chuyén trén bé
mit biéu mé rudt (Schrank et al., 1976). Trong
truong hop nay, tic nhan gay bénh s€ bam dinh
kém va dé dang bi cudn troi khi nhu dong rudt
tro lai binh thuong;

Tht hai, dap tng mién dich dich thé trong
bénh ta lam xuat hién IgG trong mau va IgA duoc
tiét ra & niém mac rudt, cac khang thé nay tict ra
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c6 tac dung diét khuén, ngan can vi khuan bam
dinh vao niém mac rudt, hodc vi khuan bj tic ché
va khong nhan 1én dé bam vao niém mac rudt
(William e al., 1983). Ngoai ra, mot yéu t6 lién
quan can thiét dé gfm vao niém mac rudt la kha
nang di dong cua vi khuén, néu vi khuan di dong
it, yéu 6t hodc ¢6 dot bién gen anh huong dén su
téng hop protein cua roi (Jones va Freter, 1976).

Nhu viy, tit ca tho c6 udng vacxin phong
bénh ta voi ching huyét thanh don gia Inaba
va Ogawa da c6 khang thé, nén ham luong vi
khuén chi bam dinh tam thoi ¢ thoi diém 6 gio,
sau do khong con bam dinh vao niém mac rudt
non & thoi diém 16 gio sau khi tiém vi khuan.

IV. KET LUAN

- Két qua dinh type huyét thanh hoc: co 6
ching V. cholerae déu thudc type O1, véi 50%
(3/6) duong tinh v&i Inaba, 50% (3/6) duong tinh
Ogawa. Khong c6 chiing nao thudc type O139.

- Két qua chi s6 bam dinh vi khuan ¥, cholerae
vao niém mac rudt ddi voi tho khong udng
vacxin phong bénh ta 1a 55,7+13,9 va 59,3+4,2,
cao hon ddi véi tho c6 udng vacxin phong bénh
ta (12,4+0,6 va 7,41£1,9). Thé c6 dap ung mién
dich ddi v&i vacxin ¢6 thanh phan khang nguyén
tuong ddng véi cac chung vi khuan phan lap &
Tra Vinh nhém huyét thanh O1.
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