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DANH GIA TINH TRANG NHIEM TAC NHAN
ENCEPHALITOZOON CUNICULI TREN THO SPF
SAN XUAT TAI POLYVAC

PHAM THI THUOC, NGUYEN THI NGUYET,
PHAM HUU TIEN, PHAM ANH THU,
NGUYEN DANG HIEN, NGO THU HUONG

Trung tam Nghién ctru San xuét Vic xin va Sinh pham Y té (POLYVAC), Ha N6i

TOM TAT

Nghién ctru duoc thuc hién nhdm danh gia
tinh trang nhiém téc nhén Encephalitozoon
cuniculi trén thd SPF (Specific pathogen free)
sén xuét tai Polyvac tir ndm 2017 dén nay. Thé
duoc kiém tra tac nhan E.cuniculi trén 3 nhém
tudi: thé con (< 11 tuén tudi), thé trudng thanh
tré (12-23 tuan tudi) va thé truéng thanh (>6
thang tuoi). Kiém tra bénh ly chi tiét duoc thuc
hién trén ndo va than. Két qua cho thay trén ca
3 nhém tudi & tat ca cac ca thé nghién ciru déu
khéng xuét hién tén thuong bénh ly dién hinh
(viém ndo mang ndo u hat khéng c6 mu va viém
than ké) cta bénh do E.cuniculi gay ra. Diéu nay
gép phén chung té chét luong cia thé SPF sén
xuét tai Polyvac.

Tee khéa: Thdé SPF, Encephalitozoonon
cuniculi, Encephalitozoonosis, POLYVAC.

SUMMARY

EVALUATION OF ENCEPHALITOZOON
CUNICULI INFECTION IN SPF RABBITS
PRODUCED AT POLYVAC

Chiju trach nhiém: Pham Thi Thuwoc
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Ngay nhan: 17/9/2020

Ngay phan bién: 19/10/2020

Ngay duyét bai: 27/10/2020

This study was conducted to evaluate the
status of Encephalitozoon cuniculi infection in
SPF rabbits (Specific pathogen-free rabbits)
produced at Polyvac from 2017 to the present.
These rabbits were examined pathologically for
E.cuniculi on 3 age groups: leveret (< 11 weeks
of age), young adult rabbits (12 - 23 weeks of
age), and adult rabbits (> 6 months of age). A
detailed  pathological examination was
performed on the brain and kidneys. The results
showed that all 3 age groups were not observed
typical histopathological changes
(nonsuppurative granulomatous
meningoencephalitis and interstitial nephritis)
due to E.cuniculi. The quality of the SPF rabbit
produced at Polyvac is confirmed further.

Keywords: SPF rabbits, Encephalitozoonon
cuniculi, laboratory rabbits, POLYVAC.

DAT VAN DE

Nhiém trung tac nhan Encephalitozoon
cuniculi (E. cuniculi) gay bénh
Encephalitozoonosis duoc bao céo lan dau tién
trén thd nudi vao nam 1922 [1]. Twr d6, c6 nhiéu
cobng trinh nghién clru vé bénh nay da duoc
cobng bd trén khap thé gidi. E.cuniculi 1a mot vi
bao t&* ky sinh ndi bao bat budc, thudc ho
Microspridia. Pham vi vat chi rat da dang bao
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gdbm déng vat gam nham, thd, ngwa, dong vat
an thit va ngwoi, tuy nhién vat chd chinh cla
E.cuniculi 1a thé [2]. Thé con, thé trwdng thanh
tré va thoé trwdng thanh déu mér) cam v&i bénh
Encephanitozoonosis. Tho bi mac bénh do tiéu
héa thérc &n va nuwéc udng nhiém bao tlr
E.cuniculi [3]. Tén thuwong bénh ly dién hinh la
viém ndo mang n&o u hat va viém than ké man
tinh, xudt hién seo trén bé mét than [4-5].
Nhitng ndm gan day, da c6 béo céo chirng minh
Encephanitozoonosis la mgt bénh truyén lay
sang nguwdi. M6t sO quoc gia trén thé gidi da
dwa ra nhitng b&o céo diéu tra va xac nhan day
la mét bénh nghiém trong trén tho.

Tai Viét Nam, trwéc day chwa cod bao cao
khoa hoc vé kiém tra b&nh Encephanitozoonosis
trén thdé noi chung, dac biét la thd SPF nai riéng.
Tl n&m 2016 dén 2017, chung t6i da nghién
ciru vé bénh Encephanitozoonosis trén thé thi
nghiém dwoc san xuat tai mot co s& chan nudi
& Viét Nam va xac nhan co sw xuat hién cla
bénh nay [6]. )

_Hién nay, Trung tdm Nghién c(ru San xuat
Vac xin va Sinh pham Y t&, Bo Y té (Polyvac) da
tw san xuét duwoc thd SPF (Specific pathogen
free) phuc vu cho sdn xuét vac xin ban thanh
pham Rubella va cac thv nghlem kiém dinh chéat
lwong vac xin. Theo tiéu chuan cia WHO TRS,
840 va tiéu chuan Nhat Ban thé SPF phai duoc
kiém soat dam bao khong nhiém mét sb vi sinh
vat cu thé, trong dé co tac nhan E.cuniculi gay
bénh Encephanitozoonosis [8]. Kiém tra bénh ly
trén nédo va than dwoc xem la moét phwong phap
hiéu qua dé chan doan tac nhan nay trén thé.

Tai Polyvac, thé SPF thuong dwoc sir dung
& nhém tudi thdé con < 11 tuan tudi cho san xuat
véc xin, thd trwéng thanh tré tr 11-24 tudn tudi
cho céac thtr nghiém kiém dinh chét lwong va thé
trwdng thanh > 6 thang tudi cho kiém tra vi sinh
vat dinh ky dé kiém soat chéat lwgng dan thd. Ca
3 nhém tudi thé nay déu cé khd nang man cam
V@i tac nhan E.cuniculi.

Tt tinh hinh thwc té trén, chang toi thyc hién
dé tai: “Panh gia tinh trang nhiém tac nhan
Encephalitozoon cuniculi trén thé SPF san xuat
tai POLYVAC" nham kiém tra tac nhan
E.cuniculi trén thd SPF san xuat tai Polyvac.

DOI TWONG VA PHUONG PHAP NGHIEN CU'U

1. D6i twong nghién ciru

Thé SPF dwoc san xuat POLYVAC. Nhirng
thé nay dwqc kiém tra tdc nhan E.cuniculi trén 3
nhém tudi: 10 thd con (< 11 tuan tudi), 12 thd
trwdng thanh tré (12-23 tuan tudi) va 10 thd
trwdng thanh (> 6 thang tudi).

Tho dwoc giam sat theo doi strc khde tai nha
dong vat — Polyv‘ac. 4 hang muc giam sat swc
khoe chinh bao gom: tinh trang phan, lwong thirc
an, Iuong nuwéc uong va tinh trang van déng.

3. Kiém tra giai phau

Sau thoi gian giam sat stec khoe, thé dugc
gay chét nhan dao bang cacbondioxyde va tién
hanh gidi phau quan sat dai thé. Sau d6 ldy mau
ndao va than cd dinh ngay trong dung dich
formaline 10%.

4. Kiém tra bénh ly vi thé

Tién hanh lay cac mau than (than trai va than
phai) va hé than kinh trung wong (& cac khu vue
dai nao, mang n&o, hanh tay, déi thi, cau nao,
tiéu ndo), xt ly mau va 1am tiéu ban nhuém HE
theo quy trinh thwong quy [7], nhing va duc
trong parafine, cét lat mong 3-4 ym va nhuém
hematoxylin eosin (HE) [7]. Quan sét tiéu ban
bang kinh hién vi quang hoc va danh gia cap do
tén thwong trén hé than kinh trung wong va than
can clr vao mat do, kich thwdc cla ton thwong,
mic do viém (sd lwgng té bao lympho bao,
twong bao, dai thyc bao) hodc xo hoa (nguyén
bao soi, soi collagen). Cac cap dé ton thwong
bao gdm khong tén thwong (-), mirc dd nhe (+),
muc d6 trung binh (++) va mirc d6 nang (+++).
Trong d6 mrc dd nhe (+) dac trwung bdi tn
thwong khu tra (focal), khu vuc ton thwong co
kich thwéc nhé, sb lwong té bao tham nhiém
hoac tang Ien it. Mtec d§ trung binh (++) dac
trwung béi ton thwong phan bo rong hon, ton
thwong kich thuwéc 1én hon va sb lwong té bao
tham nhiém hoac xo hda nhiéu hon. Mwrc do
nang (+++) khi ton thwong phan bo lan téa
(diffuse), co kich thuwoc Ion va so lvgng te bao
tham nhiém rat nhiéu hodc xo héa nang.

5. Nhudm Gram va nhuém héa mé mién
dich

Truong hop quan sat thay tén thwong & ndo
va than trén tiéu ban nhudém HE thi tiép tuc tién
hanh nhuém Gram va IHC dé xac dinh sw tén tai
cula tac nhan E.cuniculi. )

Nhuém Gram: M3u ndo va than dwoc cat lat
méng 3pm va tién hanh nhuém Gram [7].

Nhudém hoéa mé mién dich: S& dung bé kit
Histofine Simple Stain (Nichirei Bioscience.,
Japan) dé thuc hi§n nhudm héa md mién dich
cho mét loat lat cat mong 3um cla mo6 ndo va
than. Céac lat cat mé dwoc khiv paraffm bang
xylen va lam wa nuwéc b&ng mot loat bé con voi
cac noéng giam dan (100% - 90%-80%). Tién
hanh kht» peroxydase ndi sinh trong céac lat cat
md bang dung dich hydrogen peroxide (H,O,)
0.3% trong methanol & nhiét d§ phong trong 30
phut. Cac lat cat dwoc gan véi khang thé bac 1
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(Rat anti-Encephalitozoon cuniculi antibbody - Nhé dung dich co ch4t DAB (3, 3-
Medicago, Uppsala Sweden) v&i nong do pha diaminobenzidine) dé tao phan (ng mau.
loang 1: 50.000 & 4°C qua dém. Sau d6 gén tiép Nhudom nhan véi  dung dich  Mayer's
khang thé bac 2 (Peroxydase labelled anti Rat hematoxylin.

Mouse 1gG) & nhiét d6 phong trong 30 phut.

KET QUA

Kiém tra E.cuniculi trén thd SPF con (< 11 tudn tudi)

Kiém tra strc khde

Ket qué kiém tra cho thay ca 10 thd déu khdng xuét hién bat thwdng, hoan toan khée manh.

Kiém tra dai thé va vi thé

Két qua quan sat dai thé va vi thé ctia mé ndo va than cta 10 thé SPF < 11 tuan tudi thu dwoc &
bang 1.

_Bang 1. Két qua kiém tra dai thé va vi thé trén n&o va than cta thd SPF nhom thé con (< 11 tudn

tudi)

Co quan Pai thé Khu vwc 1 2 3 4 5 6 7 8 9 10
Vi thé

Nao Dai thé - - - - - - - - - _
Vithé Dai ndo - - - - - - - - B N

Mang nio - - - - - - - - - _

Hanh tay - - - - - - - - - -

Dai thi - - - - - - - - - N

Cau nao - - - - - - - - - -

Tiéu nao - - - - - - - - - -

Than Dai thé Than trai - - - - - - - N - -
Than phai - - - - - - - - - N

Vithé Than trai - - - - - - - N - -

Than phai - - - - - - - - - N

Chu thich: -: Khéng xuat hién ton thuon

Bang 1 cho thay két qua kiém tra dai thé ctia ndo (hinh 1A) va than (hinh 1B) cta 10 thé & nhém
thé con < 11 tuan tudi khong théy co sy | bét thuong. Két qua kiém tra vi thé trén néo (cac khu vuc
dai ndo, mang nao, hanh tuy, cau nao, tiéu nao) va trén ca 2 bén than (trai va phai) ctia ca 10 thé &
nhom tho con < 11 tuan tudi khéng thay coé su tdn thwong néi chung cling nhw nhirng ton thwong
dién hinh cGia bénh Encephanitozoonosis trén thd (hinh 2 va hinh 3).

i

Hinh 1. Hinh anh dai thé trén nao va than cta nhém thé con (A) Nao, (B) Than
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Hinh 2. Hinh anh vi thé nio ctia nhém thé con: (A) Pai ndo va mang ndo, (B) Khu vuc dbi thi, (C) khu
vwe ciu nio, (D) khu vuce tiéu nao

Hinh 3. Hinh anh vi thé than ctia nhém tho con: (A) Than trai, (B) Than phai
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2. Kiém tra E.cuniculi trén thé SPF tré trwdng thanh (11-24 tuan tudi)

Kiém tra strc khde ] ) ] ]

Két qua kiém tra cho thay ca 12 thd nghién cru déu khong xuat hién bat thwdng va thé hoan
toan khée manh. .

Kiém tra dai thé va vi thé

Két qua quan sat dai thé va vi thé ciia mé ndo va than cta 12 thd SPF SPF 11-24 tuan tudi thu
duwoc & bang 2

Bang 2. Két qua kiém tra dai thé va vi thé trén ndo va than clia thd SPF nhém thé tré trudng
thanh (11-24 tun tudi)

Tho s6 1 2 3 4 5 6 7 8 9 10 11 12
Co quan | DPaithé/Vithé Khu viec
Nao Dai thé - - - - - R N N N N N N
Vithé Dai ndo - - - - - - - - - N N N
Mang ndo | - - - - - - - R N N N _
Hanhtay | - - - - - - - - - - _ _
Dai thi - - - - - - N - R N N N
Cau ndo - - - - - R - N N N N N
Tiéu ndo - - - - - - R - - - _ _
Thén Dai thé Than trai - - - - - - - - N N - R
Thanphai | - - - - - - - _ N R _ N
Vithé Than trai - - - - - - - - N N - N
Thanphai | - - - - - - - _ N R _ N

Chu thich: -: Khéng xuat hién ton thuong

Bang 2 ta thay két qua kiém tra dai thé clia ndo va than clia 12 thd & nhom thé tré tredng thanh
(11-24 tuan tudi) khong thay cé sy bat thudng. Ket qua kiém tra vi thé trén nédo (cac khu vyc dai
ndo, mang nao, hanh tly, cau nao, tiéu ndo) va trén ca 2 bén than (trai va phai) cla ca 12 tho &
nhom thé tré trwdng thanh (11-24 tuan tudi) khong thay cé sw tdn thwong néi chung ciing nhw
nhirng ton thwong dién hinh clia bénh Encephanitozoonosis trén thé (Hinh 4 va hinh 5).

5 Pt e AR —

400um

- 400um

Hinh 4: Hinh anh vi thé ndo cua nhém thé tré trwéng thanh: (A) hinh dnh dai ndo va mang néo, (B) Khu
vwe doi thi, (C) khu vwe cau ndo, (D) khu vwe tiéu nao
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Hinh 5: Hinh anh vi thé than cGia nhém thé tré trwéng thanh: (A) Than trai, (B) Than phai

Kiém tra E.cuniculi trén thd SPF trwdng thanh (> 6 thang tudi)

Kiém tra strc khée

Két qua kiém tra cho thdy ca 10 thé nghién ctru déu khong xuét hién bat thwong va thé hoan
toan khée manh.

Kiém tra dai thé va vi thé

Két qua quan sat dai thé va vi thé ciia mé ndo va than cta 10 thé SPF > 6 thang tudi thu dwoc &
bang 3.

Bang 3. Két qua kiém tra dai thé va vi thé trén ndo va than cta thd SPF nhém thd truéng thanh
(> 6 thang tudi)

Tho s6 1 2 3 4 5 6 7 8 9 10
Co quan Dai thé/Vithé Khu viec
Nao Dai thé - - - - - - B B B N
Vithé Dai ndo - - - - - - - - - _
Mang néo - - - - - - - - - -
Hanh tay - - - - - - - - - R
Dai thi - - - - - - - R - N
Cau nao - - - - - - - - - -
Tiéu nao - - - - - - - _ - _
Than Dai thé Than trai - - - - - - - - - -
Than phai - - - - - - - - - R
Vithé Than trai - - - - - - - R - N
Than phai - - - - - - - - - N

Chua thich: -: Khéng xuat hién ton thuong

Bang 3 ta thdy Két qua kiém tra dai thé nao va than cta 10 thd & nhom thd trwéng thanh (>6
thang tudi) khong thay cé sy bat thwong. Két qua kiém tra vi thé trén ndo (cac khu vuc dai ndo,
mang nao, hanh tdy, cau ndo, tiéu ndo) va trén ca 2 bén than (trai va phai) ctia ca 10 thé & nhém
thé trwdng thanh (> 6 thang tudi) khong thdy cé sw tdn thwong néi chung ciing nhw nhirng tén
thwong dién hinh cia bénh Encephanitozoonosis trén thé (hinh 6 va hinh 7).
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Hinh 6. Hinh anh vi thé ndo ctia nhém thé trwéng thanh: (A) hinh anh dai ndo va mang nao, (B) Khu vuc
dai thi, (C) khu vwe cau ndo, (D) khu vire tiéu ndo

Hinh 7. Hinh anh vi thé than ctia nhém thé trwéng thanh: (A) Than trai, (B) Than phai

BAN LUAN

Trong san xuét va kiém dinh chét lwong véc
xin ¢ str dung nhiéu loai ddng vat nhw thé. Cac
dong vat st dung dwgc quan ly chat ché theo
tiéu chudn GMP nh&dm dam bdo chét lwong cla

san pham ciing nhw thtr nghiém cho két qua
chinh xac va c6 do tin cay cao. Cac dong vat
dwoc str dung can dwoc kiém soat vi sinh vat
mot cach chat ché [11].
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Tai Viét Nam, POLYVAC st dung thd SPF la
nguyén liéu dau cho san xuét vac xin ban thanh
phdm Rubella. T ndm 2014 dén n&m 2016
ngudn thd nay dwoc nhap khau tir Nhat Ban. Tw
nam 2017, POLYVAC d& san xuét thanh cong
thd SPF nh& chuyén giao céng nghé tir cac
chuyén gia Nhat Ban. Trong qua trinh san xuét
thd SPF, Polyvac luon tuan tht cac quy trinh,
dam bao céac diéu kién vé méi trudng, thirc &n,
nuwédc ubng... Pong thoi, duy tri kiém tra vi sinh
vat dinh ky nhdm dam bdo thd dat chét lwong
theo tiéu chuan cia WHO va tiéu chudn Nhat
Ban. Nhirng két qua thu duoc trong nghién ctru
nay goép phan danh gia chat lwgng thd SPF san
xuét tai Polyvac.

Bénh truyén nhiém do E.cuniculi gay ra
thong thwong la bénh nhiém khudn can lam
sang. Tuy nhién, trén cac déng vat nhé va déng
vat bi suy gidm mién dich c6 trwong hop tr
vong, it thdy biéu hién than kinh va suy than.
Nguyén nhan gay biéu hién than kinh (nghiéng
dau, xoay tron) cé thé nghi t&i 1a ton thwong
tién dinh cda than kinh trung wong [10]. Mat
khac, trwéc day da co bao cao vé viéc khong
xac nhan rd méi twong quan gitra tén thwong
trén hé than kinh trung wong véi biéu hién than
kinh, cling nhw chwa cé quan diém théng nhét
v& méi lién quan gilra triéu chirng 1am sang va
tdn thuwong [9]. Encephalitozoonosis la bénh lay
nhiém can Iam sang nén viéc phat hién ra bénh
chi bang theo dbi sirc khde rat khé khan. Mat
khac, do tén thwong bénh Iy vi thé co thé & murc
dd nhe nén kiém tra dai thé ciing c6 thé khong
phat hién thdy bat thwong. Vi vay, khi chan
doan bénh truyén nhidm nay nhat thiét phai
kiém tra bénh ly vi thé chi tiét. Kiém tra bénh ly
trén ndo va than dwgc xem la mdt phwong phap
hiéu qua dé chan doan tac nhan nay trén tho.

Céac két qué kiém tra voi thd san xuét tai
POLYVAC & céac Ira tudi trong thoi gian qua
cho thdy khéng nhiém tac nhan E. cuniculi, diéu
dé ching té cac quy trinh nhan gibng, chadm
séc, cac diéu kién vé nha xudng, thirc an, nwéc
ubng... déu dwoc dam bao va duy tri tbt.

KET LUAN

Qua két qua kiém tra bénh ly trén thé SPF
san xuét tai Polyvac tlr nam 2017 dén nay thay
réng, trén cad 3 nhém tudi (nhém thé con < 11
tudn tudi, nhdm thé tré trwdng thanh 11-24 tuan
tudi va nhom thé trwdng thanh > 6 thang tudi) &

tAt ca cac ca thé nghién ctru déu khéng nhiém
tac nhan E.cuniculi.
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