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PAP UNG MIEN DICH CUA GNATHOSTOMA SPINIGERUM ( NGUOQI

Gnathostonma spinigerum 12 mét loai giun
ky sinh & ché méo & giai doan truéng thanh,
Vong doi clia loai ky sinth triing nay trai qua 2
ky chil trung gian & dudi nuée: Cyclops va cd,
¢ch.... Ngudi  bj nhiém khi an cd, luon, éch
mang méim bénh khéng duge nflu chin. 3 ngudi,
#u tring chi phét trién dén giai doan giun non,
khong c6 dinh & mot noi ma thudng xuyén di
chuyén trong co thé. Bidu hién clia bénh nhiém
Gnathostoma spinigerum rét phong phyd va da
dang, thy thudc vdo noi ky sinh tring cé miit,
thudng gép nhét 12 & ngoai da, ngoai ra cdn cé
thé gép & céc co quan nodi tang khédc, h¢ thdn
kinh vd mit. Bénh chi dugc xdc dinh khi bét
duge giun tir nhitng noi bj tén thuong khdc nhau
clia co thé, nhung didu ndy rat hi€m khi xdy ra.

Bénh phd bién & DPéng Nam A, nhét 12 Théi
Lan, Nhat Bén, Viét Nam.

3 Viat Nam, trudng hop nhidm déu tién &
ngudi duge phét hién & Sai Gon ndm 1963 trén
mot em bé trai [5], dén nay d& c6 10 trudng hop
duge ghi nhan. Gén day, trén the¢ gidi da cé
nhing cong trinh nghién citu vé ddp ting mién
dich clia ngudi d6i véi Gnathostoma, két qua
cho thdy c6 sy hién di¢n cla cdc khdng thé
trong huyét thanh ngudi bj nhiém giun nay. Cé

. nhiéu k¥ thuat huyét thanh hec duge nghién ctu
nhu la két tha, ngung két héng clu thu dong,
mién dich enzym, phéng xa ... Trong s do, k¥
thuat mién djch enzym (ELISA) té ra thich hop
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hon trong chén dodn céc bénh ky sinh tring
thudng quy tai cde phong xét nghiém, do it t6n
sinh phdm, héa chét, thao tdc don gidn va cé thé
tir dong héa dugce. Ngoai ra, k§ thuat nay cé thé
phét hién dugc khing thé (AB-ELISA) va khéng
nguyén luan luu (AG-ELISA).

Véi muc dich gép phén chin dodn bénh
nhiém Gnathostoma spinigerum & ngudi, chiing
t6i ti€n hanh nghién citu ng dung k§ thuét
mién dich (ELISA) d€ phét hién ra khéng thé
déc hiéu véi khdng nguyén Gnathostoma.

I. PHUONG PHAP NGHIEN CUU

1. Khdng ngu'yén

Khédng nguyén duge diéu ché tir du tring
giai doan 3 cla G. spinigerum, thu thap tir cde
loai thily sdn. Néng do protein trong dung dich
khdng nguyén duge do bing phuong phép
Lowry vd cs. (1951), Bovin Serum Albumin
(BSA) dugc diing 1am chuén.

2. Cac méu huyét thanh

- b&i chimg duong 12 miu gém 6 huyét
thanh trén chung lai, duge 14y tit 6 bénh nhan da
duge xdc dinh nhiém G. spinigerum, 5 ngudi bi
&u tring di chuyén dudi da vd mot ngudi b du
triing chui viio mét.

- Dé6i chiing am 12 miu gém 20 miu huyét
thanh tron 14n nhau, duge 14y tir 20 ngudi 16n

Cong trinh ditge sig hd trg kinh phi ciia Clicong trinh nghién i co bidn.
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khde manh, khong ¢ tién sit bj &u tring di
chuyén ngodi da, bach cfu 4i toan trong gidi han
binh thudng, xét nghiém phan, dam, nuéc tiéu
déu khong tim thdy ky sinh tring trong thoi
diém ldy mau.

- Cdc mlu huyét thanh clia nhitng b¢nh nhan
bi nhiém céc Ky sinh tring khéc duge thu thép
tir nhiu nguén khéc nhau va duge chia lam 4
nhém:

Nhém 1. Giun: Gnathostoma  spinigerum (8
trudmg hop), Ascaris lumbricoides (7), giun mée
(5), Trichuris trichiuvra (3), Strongyloides
stercoralis  (30), Toxocara canis . (18),
Angiostrongylus cantonensis (12).

Nhém 2. Sén day: Toenia saginata (5),
Cysticercus cellulosae (Ggo lgn) (8).

Nhém 3. Sn 14: Fasciola sp. (21), Clonorchis
sinensis (2), Paragonimus sp. (15).

Nhom 4. Don bdo: Entamoeba histolytica (16),
Toxoplasma gondii (9).

3. Phuong phép:

K¢ thust ELISA gidn ti€p (Engvall VA
Perlmann, 1972) ding phién nhya 96 giéng
_ (Greiner, D).

Céc thanh phin tham gia phén ting duge pha
loding & cdc néng d¢:

Khéng nguyén: 1 pg/ ml, 2,5 pg/ ml, 5 pg/
ml, 10 pg/ ml

Huyét thanh: 1/100, 1/200, 1/400, 1/800,
1/1600, 1/3200, 1/6400 va 1/12800.

Cong hgp: 1/500, 1/1000, 1/2000.

Céc buéc thue hién phan ng:

a, Phit 100 ul khéng nguyén d& dugec pha
loding trong dung dich dém Carbonate, 0,1 M,
pH =9, 6 v i & 37°C trong 1 gid, sau d6 daé &
4°C qua dém.

b. Rira céic gi€ng 3 14n bing dung dich dém
PBS-0,005% Tween 20, 0,01 M , pH = 7,4 (PBS-
Tween)

¢. Cho 150 pl dung dich BSA 1% vao mdi
giéng, U & 37°Ctrong | gid.

d. Rita cdc gi€ng 3 14n bing dung dich dém
PBS-Tween

d. Cho 100 pl huyét thanh d& pha loding vao

mbi giéng, 1 §37°C trong 1 gid.

e. Rira céc giéng 5 1dn blng dung dich dém
PBS-Tween. , ‘

f. Cho 100 pl cong hgp dd pha lofing vao
mdi giéng, 1 & 37°C trong 1 gid.

g. Rita cdc giéng 5 14n bAng dung dich dém
PBS-Tween,

h. Cho 100 pl 3,3', 5,5'-tetrametyl-benzidin
(TMB) vao méi giéng, dé trong vong 30 phit.

1. Cho 100 pl H,SO, 2 M vao dé ngung phén
ing.

k. Két qué duge doc bing mdy doc ELISA
tw dong & bude séng 450 nm.

- Cong hgp IgG thd khang IgG ngudi c6 gén
enzym peroxydase (Pasteur, Paris).

- Chat nén 1a TMB.

K&t qué duge xem 1a duong tinh khi ¢ trj
s6 OD bing hofic cao hon trj s6 OD clia trung
binh cong va do léch chudn clia 20 miu huyét
thanh dugc 18y ti ngudi khoé manh.

IL KET QUA

Dé tim céch phdt hién t6i uu sy két hgp clia
khéng nguyén, khdng thé va cong hgp, cdc
thanh phdn dugc thit nghi¢m véi nhiéu d¢ pha
lo#ing khdc nhau. K&t qué cho thdy néng d¢ t6i
wu ctia khéng nguyén 1a 5 pg/ ml, 49 pha loéng
t6i wu ciia cong hop va clia khdng thé 1a 1/1000
va 1/400. :

Véi céc néng 4O néu trén, ching toi tién
hanh thit nghiém véi 20 miu huyét thanh cha

ngudi khoe manh. Trung binh cong (X) OD
ctia 22 mAu ndy 1a 0,288, va d¢ léch chudn (SD)
1a 0,022. Ngudng phan bi¢t &m tinh va duong

tfnh duge tinh theo cong thic: X + SD = 0,398,
Nhiing mu cé6 OD 2 0,398 duge xem 12 duong

tinh. :

D6i véi 6 miu clia nhing ngudi bi nhidm G.
spinigerum thl két quad ELISA cho thdy OD
(0,531-1,177) déu cao hon OD ngudng (0,398).

Két qui clia ELISA gilta khéng nguyén G.
spinigerum v huyét thanh ciia nhing ngudi bj
nhiém loai giun sén, don bdo khic gém 163
méu cho thdy ¢6 10 miu c6 trj s6 OD bing va
cao hon trj s6 ngudng, ty 1¢ 5,30%. C6 3 lodi
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giun sén cho duong tinh gid, d6 1A Pa:‘aéam’mus sp. (4/15 mlu) vd Fasciola sp.

Angiostrongylus

cantonensis

(5/12 méu)

(1/33 miu).

Bdng 1

Ty 1¢ duong tinh (OD ngudng = 0, 398) cila nhirng méu huyét thanh ngudi bl nhiém
Gnathostoma spinigerum, nhitg ngudi b} nhiém céc loal KST Khéc va ngudl Khde manh

Céc lodi benh nhiém S6 méu Duong tinh OD = 0,398 % duong tinh
Gnathostoma spinigerum 6 6 100
Ascaris lumbricoides 7 0 0
Giun mée 5 0 0
Trichuris trichiura 3 0 0
Strongyloides stercoralis 30 0 0

| Toxocara canis 18 0 0
Angiostrongylus cantonensis 12 5 - 41,5
Toenia saginata 5 0 0
Cysticercus cellulosae 0 0
Fasciola sp. 33 1 ,0
Clonorchis sinensis 2 0 0
Paragonimus sp. 15 4 26,6
Entamoeha histolytica 16 0 0
Toxoplasma gondii 9 0 0

Ngudi binh thuong 20 0 0
Téng cong 189
Bdng 2

Két qua ELISA nhimg méu huyét thanh cho phén ung chéo v6i
khang nguyén Gnathostoma spinigerum (OD)

S6 mu cé
Céc lodi bénh nhiém Sdﬂ’]’f” OD = 0,398 DO X £SD
Angiostrongylus cantonensis 12 5 0,398 - 0,614 | 0.500 + 0.032
Paragonimus sp. 15 4 0,401 - 0,458 | 0,433 0,017
Fasciola sp. 33 1 0,463 0,463
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Hinh 1. K& qui cla thit nghiém ELISA v6i cdc huyét thanh ngudi bj nhiém Gnathostoma
spinigerum, nhing ngudi bj nhiém cdc loai KST khdc va ngudi khde manh: A = Gnathostoma
spinigerum, B = Ascaris lumbricoides, C = Giun méc, D = Trichuris trichiura, E = Strongyloides
stercoralis, F = Toxocara canis, G = Angiostrongylus cantonensis, H = Toenia saginata, I=
Cysticercosis, J = Fasciola sp., K = Clonorchis sinensis, L = Paragonimus sp., M = Entamoeba
histolytica, N = Toxoplasma gondii, O = Ngudi binh thudng, :

I11. BAN LUAN

Trong cong triinh ndy, ching téi nghién ciu
didu ché khdng nguyén va ding khéng nguyén
ndy dé phét hién khdng thé trong mdu clia ngudi
bi nhiém Gnathostoma. G . spinigerum 1 lodi
thudng gip nhét & ngudi, mdm bénh xam nhdp
vio ngudi & dang &u tring giai dogn 3 vA &
ngudi, ching khong phdt trién dén giai doan
trudng thanh duge. Ching toi ding &u triing giai
doan 3 dé lam khdng nguyén, vi nghi ring
khéng nguyén duge didu ché tir giun & cling giai
doan phét trién véi mdm benh & trong co thé
bénh nhan cho két qua tt hon.

Néng d¢ protein trong dung dich khéng
nguyén t6i wu 14 5 pg/ml. Két qué ciia chiing toi
pht hop véi két qud clia Suntharasamai va cs.
(1985).

Trj s6 trung binh cong va d¢ léch chudn clia
20 mAu huyét clia nhiing ngudi khde manh X
+ SD = 0,288 + 0,01, Ngudng dé phan bi¢t am
tfnh va duong tinh: X +5SD=0,288+0,110=

0,398. Nhu vy, két qua duge xem 14 duong tinh
khi cé trj s6 OD 2 0,398, Véi ngudng nay, cd 6

méu huyét thanh 14y tir bénh nhan d bit duge
fu tring déu cé tri s6 OD cao hon, khong ¢c6
trudmg hop 4m tinh gia.

Phan ting chéo thudng hay gip trong mét s6
bénh nhiém ky sinh triing. Trong cong trinh clia
chting toi, duong tinh gi duge ghi nhén & 3/13
loai KST duge thlr, d6 1a Angiostrongylus
cantonensis, Paragonimus sp. vd Fasciola sp.
@ hiéu gid khéng thé 1/400, ty 1¢ duong tinh gid
& A. cantonensis cha chiing toi (41.5%) cao hon
clia Suntharasamai v cs. (1985) (23%). Phén
tng chéo gitta G. spinigerum véi A. cantonensis
cling dugc ghi nhan bdi Dhamkrong va cs.
(1986), Maleewong va cs. (1988). b6i véi
Paragonimus thl ty 18 duong tfnh gia clia ching
t6i 1 26,6 %, clia Suntharasamai va cs. (1985)
12 40%; trong khi d6 Anantaphruti (1989) thl G.
spinigerum thi khong chéo véi Paragonimiis sp.
Chiing t6i cé mgt trudng hop Fasciola chéo véi
G. spinigerum véi ty 1& 3% (1/33). Két qué cha
Anantaphruti (1989) cho théy khong c6 phén
ting chéo gilta G. spinigerum véi Fasciola. Thit
nghiém clia ching t0i v6i Clonorchis sinensis
(mot loai sén 14 nhd & gan) cho thdy khéng cd
phén (g chéo véi G. spinigerum, nhung két qud
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clia hai tdc gia Maleewong va cs. (1988) va
Suntharasamai va cs. (1985) cho théy ty 1¢
duong tinh gid véi Opisthorchis (mot Joai sén 14
nho khéc & gan) lai cao.

Ching toi nghi Gnathostoma spinigerum cé
thé chéo vé6i Angiostrongylus cantonensis,
Paraganimus va Fasciola , nhung & nude ta hi¢n
tugng da nhiém c6 thé duge dat ra, vl dudng lay
nhiém vio ngudi clia 3 loai KST ndy déu qua
thye phém chua chfn. S8 ligu clia ching téi con
qué it dé c6 thé dua ra két lun lic nay. Cong
trinh nay cén duogc tiép tuc dé dénh gid d¢ nhay,
d6 dic hieu cta thit nghi¢m.
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IMMUNODIAGNOSIS OF HUMAN GNATHOSTOMIASIS

LE XUAN TU, LE THI XUAN, TRAN VINH HIEN

SUMMARY

A diagnostic method for human gnathostomiasis by ELISA was carried out. This study characterized the

IgG antibodies from cases of gnathostomiasis

by assaying the sera against the crude antigen (5 pg/ml)

prepared from larvae of Gnathostoma spinigerum. The ELISA antibody titres were found to range from 1/400
to 1/ 12800. At the titre of 1:400 and above, positive results were observed in 100% of 6 parasitological
confirmed and 20 samples from healthy adults which had a titre from 1/50 to 1/200. The IgG antibodies from
heterologous serum samples elicited a number of false positives (10/189) from three helminthic infections ie
angiostrongyliasis, paragonimiasis and fascioliasis. The results in the present study seem to be promising for
the routine diagnosis of gnathostomiasis. The cross-reaction with other parasitic infections and the evaluation
of the sensitivity and the specificity by this method are in progress.
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