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Tém tit

Toxocara canis (T. canis) la mét loai giun ky sinh ¢ ché, du trimg ldy nhiém cho nguwoi
gdy ra sw di cw ciia du tring ndi tang. S ldy nhiém dwoc xét nghiém bang cdch phdt hién cdc
khang thé IgG chong lai cac khang nguyén du trimg bdi tiét trong huyét thanh bang ky thudt
ELISA, Western blot. Budc dau tién trong ché tao cdac bo kit ELISA, Western blot la tach chiét
khdng nguyén chat tiét du tring giun dita ché T. canis (TcES) nén can nudi sé lwong Ién du
trimg. Nghién ciru nay mé ta mét quy trinh cdi tién dé thu trimg giun diia ché (GDC) nhanh
va sach, sau qud trinh kich trimg né thu dwoc nhiéu du trimg séng hon.

Tir khéa: u tring giun diia chd, Toxocara canis, TcES

1. PAT VAN DE

Bénh 4u trung giun dila cho/méo (ATGDCM) 1a bénh 1y truyén tir dong vét sang ngudi,
do hai loai thudc nganh giun tron 1a giun diia Toxocara canis (T. canis) ky sinh & chd va giun
dlia Toxocara cati (T. cati) ky sinh & me¢o gay nén, dugc goi chung la giun diia ch6/meo
(Toxocara spp.). Ngudi bi nhiém bénh do nudt phai tring giun diia ché méo co trong dat,
nudce, hodc thie dn. Céc 4u trung vao rudt, di chuyén dén noi tang va cac td chuc trong co thé,
tai day chiing c6 thé sdng nhidu nim & dang ty do hay hoa kén nhung khong phat trién thanh
giun trudng thanh. Khi 4u trung di hanh dén cic co quan nhu: gan, phdi, ndo, mit, ... giy ra
mdt s6 tridu chimg nguy hiém nhu dong kinh (ky sinh & ndo), giam thi luc hodc mu (ky sinh &
mét). Céc tri¢u ching khéc gém c6 sdt, ho, kho khe, may day, nglra, chan an, gan to va tang
bach cdu 4i toan nhat 1a trén céc thé thong thudng. [1][2]

Viéc chan doan ca bénh & ngudi dua vao phat hién au tring trong mé bénh pham sinh
thiét 1a phuong phap xam lan, nén khong kha khi thi ap dung trong thuc hanh 1am sang. Thay
vao d6, k¥ thuat mién dich hoc da gbép phan tich cuc trong chan doan cac bénh nhiém ky sinh
trung thé noi tang, trong d6 c6 bénh ATGDCM. Hié¢n nay, k¥ thuat ELISA phat hién khang
thé IgG khang khang nguyén tiét tir 4u trung giai doan 2 duwoc st dung dé chin doan
nhiém ATGDCM. Pé khing dinh chan doan trudc hét 1a st dung TcES-ELISA dé phat hién
khang thé trong huyét thanh, sau d6 nhitng mau duong tinh hoic nghi ngd s& duge kiém dinh
lai bang k¥ thuat Western blot [1].

Nghién ctru ndy mé ta quy trinh thu du tring GBC T. canis cai tién dé sir dung trong
nudi ciy in vitro thu khang nguyén chat tiét.

2. POI TUQONG VA PHUONG PHAP NGHIEN CUU

2.1. Thoi gian, dia diém nghién ctru

- Thoi gian: nam 2019 - 2021
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- Pia diém: Khoa Ky sinh tring, Vién Sot rét - Ky sinh tring - Con triung trung uong

2.2. Pdi twong nghién ciru

- Trimg GDC dugc thu tir giun diia cai truong thanh loai 7. canis.

- Au tring GPC.

2.3. Thiét ké nghién ctru: Nghién ctru thir nghiém tai labo

2.4. Ky thuat sir dung trong nghién ciru

2.4.1. Thu giun diia cdi T. canis, dp trirng giun phdt trién dén giai doan nhiém theo
tac gid de Savigny.,1975; Smith., 1989; Rubinsky-Elefant va cs., 2006 c6 mot sb stra d6i.

- Thu GBC trudng thanh bang cach tay giun cho ché con.

- Rira sach GPC nhiéu lan bang nudc may dén khi than giun sach va nude trong hoan toan.

- Pinh loai giun diia loai 7. canis theo tai liéu mod ta cua Myiazaki., 1991; Anderson.,
20009, gitr lai cac ca thé giun diia cai, loai bé giun diia duc.

- Ngam giun ci 7. canis vao dung dich Formalin 2% trong nudc mudi sinh 1y it nhat 1

thang.
2.4.2. Thu tritcng GPC giai doan nhiém

Quy trinh trudc cai tién theo de Savigny.,1975;
Yoshida.,2016,Rubinsky-Elefant va cs., 2006

Quy trinh cai tién

* Gidai phau giun cdi tach ldy tir cung

- Chuyén 1 giun vao dia petri sach chira 50
mL nuéc mudi sinh 1y dudi kinh hién vi soi ndi.

- Dung dao md hodc dao lam cit vao phan
than gan dau cua giun;

- Phdi hop dung kim nhon dau va nhip mé
rong vét cit, phiu tich GDC va tach ldy tir cung
giun chuyén vao dia petri chra 50 mL nudc mudi
sinh 1y khac;

- Lip lai qué trinh trén dén khi tach lay tir
cung xong khoang 25 GDC;

* Lam tan mé tir cung giun dé gidi phéng trieng

- Gan bo nudc muodi sinh ly;

- Chuyén tit ca tr cung giun vao cbc thuy
tinh chtra 150 mL NaOH 1N;

-Pit cbe thuy tinh 1én may khudy tir. Sau
mdi 15 phat kiém tra cho dén khi tir cung da tan
khoang > 90 % thi ngimg khudy (thoi gian khudy
khoang 60 phut).

* Rwa sqach trieng giun

- Chia hdn dich chta trimg giun vao 04 ong

* Lam tan mé giun dé giai phéng trieng

- Gan bo dung dich Formalin 2%;

- Rira sach giun 3 1an mdi 1an 200 mL nudc cét

- Dung kéo cét nho khoang 25 giun;

- Chuyén tét ca giun di cat nho vao cdc thuy
tinh chira 150 mL NaClO 6%;
- bit cbe thuy tinh 1én méy khudy tir theo doi
deén khi mo giun vura tan hét thi nging khuay
(thoi gian khuay khoang 10 dén 20 phut).

* Ruka sach tritng giun

- Db toan bd hdn dich 1én trén ray loc
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Falcon;

- Thém nudc mudi sinh 1y dén vach 50 mL;

- Ly tam 1.500 vong / phut x 5 phut;

-Loai bo phan nudc phia trén giir lai trimg
giun ¢ day tube;

- Lap lai budc ria ly tam 2 14n nita;

- Dung pipet nhya hut toan bd tring giun

lang can tir 4 tube thu vao 1 tube 50 mL mai.

- Ly tam 1.500 vong / phit x 5 phut;

-Gan bo phan nudc phia trén, giir lai trimg
giun ¢ day ong.

- Thém formalin 2% trong nudc mudi sinh 1y
Vé}o ong dén vach §O mL dé bao quan tring giun
dén khi lam budc tiép theo.

* Rwa sach trung giun logi bo dung dich
formalin 2%

-Ge_m’b(") phin nuéc phia trén giir lai trimg
giun ¢ day ong;

- Thém nudc mudi sinh 1y dén vach 50 mL;

- Ly tam 1.500 vong / phtt trong 5 phut;

- Gan bo phan nudc phia trén;

- Lap lai qua trinh trén thém 2 1an nita.

* X Iy trieng giun bang dung dich Alkali -
Bleach

- Dung pipet nhya hut 2 ml dung dich Alkali
- Bleach cho vao 6ng Falcon chtra trimg giun &
budc trén sau do6 hut toan bd tring giun chuyén
sang ong Falcon 50 mL chira 21 mL dung dich
Alkali - Bleach;

- Dung tay lac tron 1 chiéu 6ng Falcon trong
3 phut.

* Rwra sach trung giun loai bo dung dich
Alkali - Bleach

- Thém nudc nude mudi sinh 1y dén vach 50 mL;

- Ly tdm 1.500 vong / phtt x 5 phut;

- Gan bo phén dich phia trén;

- Lap lai qua trinh trén thém 4 lan;

- Gan bo h,ét phin nudc phia trén, giit lai
tring giun ¢ day ong;

mat luéi 125 pm phia duéi 1a riy loc c6 mat
ludi 38 um;

- Dung tia nudc cét rira 1én trén ray 125
um dé nude chay xudng ray 38 pm va chay di
mang theo mo giun da dugc lam tan, tring giun
sach duogc gitr lai trén rdy 38 pm;

- Dung tia nude cit rira va don trimg giun
vao 1 diém trén ray 38 pm;

- Up nghiéng ray mét luéi 38 um vao coc
thuy tinh 1000 mL c6 mo;

- Dung tia nudc cit chay vao phia sau
ctia ludi dé rira trimg giun vao trong cdc;

- Chuyén nudc cét chira trimg giun vao
dng Falcon 50 mL;

- Ly tam 1.500 vong / phut trong 5 phut;

- Gan bo phin nudc phia trén, gitt lai

trimg giun & day dng.

* Xir Iy lai trieng giun bang dung dich
NaClO 6%

-Thém 15 mL dung dich NaClO 6% vao
trong 6ng chura trimg giun;

-Dung tay lic tron 1 chiéu éng Falcon
trong 3 phut.

* Ruwa sach trung giun logi bo dung dich
NaClO 6%
- Thém nuéc nudc mudi sinh 1y dén vach 50
mL;
- Ly tdm 1.500 vong / phuat x 5 pht;
- Gan bo phan dich phia trén;
- Lap lai qua trinh trén thém 4 lan;

- Gan bo hét phan nudc phia trén, giir lai




S6 2 (128)/2022- TAP CHi PHONG CHONG BENH SOT RET VA CAC BENH KY SINH TRUNG 13

trimg giun & day 6ng;

- Chuan bi 200 mL dung dich DMEM:
198 mL dung dich Dulbecco’s Modified Eagle
Medium 1x bo sung 2 mL dung dich antibiotic-
antimycotic (Life Technologies, Inc): ty 1€ 1%
(V/v).

- Thém 10 mL dung dich DMEM vao
ong, lic déu dé trimg giun tron trong dung
dich;

- Ly tam 1.500 vong / phut x 5 phut;

- Dung pipet nhya hut dé loai bo téi da
phén dich phia trén; chi con lai tring giun &
day ong;

2.4.3. Kich trieng né theo de Savigny.,1975; Yoshida.,2016; Nguyén Hiru Hung.,2016

- Cho cac bi thity tinh duong kinh 2,5 mm vao céc thity tinh dung tich 100mL dén khi bi
tao thanh 2 16p phu kin day coc;

- Cho thanh khudy tir vao trong cdc;

- Cho trimg giun giai doan nhidm sach vira thu ¢ trén vao trong cdc;

- Thém dung dich DMEM vao cdc dén vach 50 mL;

- bat coe thuy tinh 1én may khuéy tur trong ta Am 37°C, chon tde do & nic 1,5, khu'ély
15 phut;

- Kiém tra dudi kinh hién vi soi ndi: néu chua dat 50% au trung thoat vo thi tiép tuc
khuay 15 phtt nira roi lai kiém tra;

- Lap lai dén khi dat > 50% au trung thoat ra thi dung lai;

- bit ray loc té bao duong kinh 16 loc 40pum vao mot miéng éng Falcon 50 mL khac;

- Dung pipet hat hdn dich chira au tring va tring nho 1én ray loc té bao;

- Tréng rira cdc bang dung dich DMEM rdi chuyén vao rdy loc té bao (dé lai bi thuy tinh
¢ day coc) dén khi dung dich gan dén miéng ray loc va ong Falcon (hon hop au trung va trung
giun vura ngap trong dung dich);

- Chuyén 6ng Falcon dung ray loc té bao vao trong ti 4m 10% CO2 37°C qua dém.

2.4.4. Thu va lam sach du triing theo Yoshida.,2016; Nguyén Hiru Hung.,2016

- Bt ray loc 1én dia petri,

- Kiém tra ray loc dudi kinh hién vi soi ndi dé dam bao khéng con nhiéu au trung tiép
tuc thoat khdi ray;

- Loai bo ray loc chira cac manh vun, du tring yéu / chét va trimg khong phat trién;

- Kiém t’ra va loai bo phan nudc phia trén cua 6ng 50 mL, phan cin chira au tring duoc
chuyén sang ong 15 mL.

- Rura 4u trung:

+ Thém dung dich DMEM 1x vao 6ng chira 4u tring dén vach 5 mL;
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+ Ly tam 1.500 vong / phut x 5 phut;
+ Gan bo phan dich phia trén, giir lai 4u tring ¢ day 6ng;
+ Lap lai 4 lan.
- Dung pipet nhya hit 2mL dung dich DMEM nho vao 6ng, hat tha dung dich vai lan dé
tron déu.
- Hat hét dich chtra 4u tring chuyén vao éng 50 mL chira sin 30 mL dung dich DMEM;
- Dung pipet hut tha dé au tring tron déu trong dich;
- Dung pipet man 10pL hut hdn dich chuyén 1én dia petri;
- Pém s6 luong 4u tring trén dia dudi kinh hién vi soi ndi, quan sat ¢é dam bao gan
100% au trung dang ctr dong tich cuc;
- Uéc lugng tong s du tring trong dng.
3. KET QUA
3.1. Panh gia hiéu qua vé mit thoi gian xét nghiém
Bing 1. Thoi gian thyc hién bude thu trimg GDC giai doan nhiém cua quy trinh trudc
cdi tién va quy trinh cai tién tién hanh trén 25 giun dia cai.

TT N¢i dung Thoi gian lam Tong thoi gian
thue té
1 Quy trinh truéc cai tién
Giai phiu giun cai tach 1y tir cung 12,5 gio
Lam tan md tir cung giun dé giai 60 phut
phong trimg
Rtra sach trung giun loai bo dung 30 phut
dich NaOH 1IN
Rtra sach tring giun loai bé dung 30 phat
dich formalin 2%
. : . Khoang 15,5 gi¢
Xu ly tring giun bang dung dich 5 phut oang 8lo
Alkali - Bleach
Rtra sach tring giun loai bé dung 50 phat
dich Alkali - Bleach
2 Quy trinh cai tién
Lam tan mo giun cai dé giai phong 47 phut

trung (thoi gian GBC cé‘g nhé tiép xuc voi
NaClO 6% trén may khuay tir 1a 17 phut)

Rira sach tring giun 40 phut
Xu ly lai tring giun bang dung dich 5 phut
NaClO 6% (3 phut tiép xtc)
Rira sach tring giun loai bd dung 50 phat | Khoang 2,5 gio

dich NaClO 6%
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Nhdn xét: - Quy trinh cai tién da rat ngan thoi gian tién hanh xét nghiém khi thyc hién
ddng thoi trén 25 giun diia cai 1a 2,5 gid so v6i quy trinh trudce cai tién hét 15,5 gio: nhanh
hon 6,2 lan.

3.2. Két qua thu 4u trung vé so lwong, chit lwong ciia quy trinh cai tién

Bang 2. SO luong giun céi va au trung thu duoc bang quy trinh trude cai tién va quy
trinh cai tién

TT Tong sé giun cai/ Quy trinh Tong s au S6 Au trung trung binh thu
trung thu dwoc dwoc tir mdi giun cai

1 25 Giun cai/ Quy trinh trude cai tién 70.000 2.800

2 25 Giun cai / Quy trinh cai tién 115.000 4.600

Nhén xét: Quy trinh cai tién thu duoc sd lugng 4u tring nhiéu hon quy trinh trudc cai
tién 1,6 1an (trung binh 4.600 4u tring / giun so vdi trung binh 2.800 4u tring / giun).

Hinh 1. Anh tring GDC chtra 4u tring sau khi xir ly bang NaClO 6% - 20 phut
(quy trinh cai tién).
4. BAN LUAN

Trude khi sir dung TcES, hau hét cac nghién ctru xét nghiém Toxocara spp. & nguoi
déu st dung khang nguyén c6 ngudn gbc tir tring cua T. canis, 4u trung hodc giun trudng
thanh, cac khang nguyén than nay c6 d6 nhay thap va c6 muc do phan tmg chéo cao véi cac
khang thé cua ascarid khéc. [3] [4]

Vao giita nhitng nam 1970, viéc thuc hién k§ thut nudi cdy in vitro cta au tring giai
doan hai cua T. canis trong thoi gian dai va thu thap TcES (de Savigny 1975) da tao ra mét
budc dot pha trong chian doan Toxocara spp., gitip cai thién dang ké tinh dic hiéu, do nhay va
kha ning thuc hién cua cac phuong phap chan doan huyét thanh khac nhau. Hién nay, cac
phong xét nghiém tach chiét TcES déu ung dung quy trinh ctia de Savigny 1975 nhung c6
nhitng thay d6i dé thuc hién dugc trong diéu kién phong xét nghiém ctia minh. [1]

Nghién ctru nay da thyc hién thu thap au tring GBPC ap dung quy trinh cia de Savigny
1975, chon lgc nhitng diém cai tién cua cac tac gia Smith.,1989; Rubinsky-Elefant va cs.,
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2006; Yoshida.,2016; Nguyén Htru Hung.,2016. Ky thuat da dugc thyc hi¢én tai Khoa Ky sinh
tring nam 2019 - 2020. Sau d6, chung toi cai tién & budc thu tring GPC giai doan nhiém da
mb ta & phan phuong phap. [5] [6] [7] [8] [9]

Quy trinh cai tién thay d6i & budc thu tring GDC giai doan nhidm. Trong do, thay viéc
giai phau giun cai tach lay tir cung tir 25 GDC hét 12,5 gio bang cat nho tat ca giun cling luc,
diéu nay chi hét khoang 15 phiit; thay viéc tiép xuc véi NaOH IN trén may khudy tir khodng
60 phut bang tiép xuc vai NaClO 6% trén may khudy tir ¢én khi mo giun tan hoan toan 1a 17
phut. Sau budc nay do nhiéu than giun bj tan ra nén nudc rat duc. Tiép theo, sir dung rdy inox
mat ludi 125 pm va 38 pm dé rira troéi cac phan mo giun bi tidu va cic manh vun nhé hon 38
pm, loai bé cac manh vun 16n hon 125 pum, thu lai tring GDC sach trén ray 38 um. So sanh
thoi gian hoan thanh thu trimg GDC tir 25 giun cai bang budc cai tién nhanh hon budc trude
cai tién 6,2 1an (2,5 gid so voi 15,5 gid). Ngoai ra, rat ngan thoi gian 1am xét nghiém con gitip
giam thiéu tiép xtic véi trimg giai doan nhiém.

Két qua quy trinh thu 4u trung GDC cai tién thuc hién trén 25 giun cai thu duoc sd
luong 4u tring sdng nhiéu hon 1,6 1an so véi trude cai tién.

5. KET LUAN

Nghién ctru nay di tién hanh cai tién quy trinh thu du tring GDC T. canis giup giam
thoi gian tién hanh thi nghiém 6,2 1an, ting s6 lwong au tring 1,6 1an so vé6i quy trinh trude
cai tién di duoc tién hanh tai phong xét nghiém.
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Abstract
IMPROVEMENT ON THE PROCEDURE OF Toxocara canis LARVA COLLECTION
IN VITRO CULTURE TO MAKE EXCRETORY/SECRETORY ANTIGEN
Nguyen Thi Hop', Do Trung Dung!, Nguyen Quang Thieu!,
Do Trung Ha!, Nguyen Lwong Tinh!, Do Thi Lan Phuong?, Nguyen Thi Hoang Yen®.
I National Institute of Malariology, Parasitology and Entomology
2 Thai Nguyen University of Agriculture and Forestry
3 Vietnam National University of Agriculture

Toxocara canis is a dog roundworm, its infective larva stage transmits to humans
causing the visceral larva migrans. The diagnosis in humans is conducted to determine IgG
antibodies against excretory/secretory antigen from larvae in the patient serum by ELISA and
Western Blot techniques. The first step for making ELISA or Western Blot Kit is the extraction
of the excretory/secretory antigen from T. canis infective larvae (TcES). To solve this issue, it
is necessary to get a large number of T. canis larvae. This study is aimed to describe an
improvement of method which is used to collect T. canis infective eggs rapidly and freshly,
resulting in a larger number of infective larvae are collected after hatching eggs.
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