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Bénh dong vat - Quy trinh chan doan -
Bénh Xoan khuan do Leptospira

Animal diseases — Diagnostic procedure — Leptospirosis

CANH BAO - Viéc ap dung tiéu chudn nay cé thé lién quan dén céc vét lidu, thiét bj va cac thao
téc gay nguy hiém. Tidu chuin niy khéng thé dwa ra dwoc hét tit ca cac vin @é an toan lién
quan dén viéc sir dung chiing. Ngwdi sir dung tiéu chuén nay phai ty thiét 1ap cdc thao tic an
toan sirc khée thich hgp va xac dinh kha ning ap dung céc gi&i han quy dinh trwdc khi st dung
tiéu chuén.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chan doan bénh Xoén khuan do vi khuén Leptospira gay ra ddi véi
gia stc.

2 Thuét ngi¥ va djnh nghia
Trong tiéu chun nay st dyng thuat ngfr va dinh nghia sau:

Bénh Xoén khuén do Leptospira gay ra (Leptospirosis)

Bénh xodn khuan 1a bénh truyén lay chung cho ngudi va gia stic do céc chiing gay bénh xoén khuan
Leptospira g&y ra. D4c trieng cla bénh 14 con vat sét dinh ki, rdi loan tiéu héa, viém gan, viém than, &
con c4i c6 thé sdy thai. Leptospira tc dong pha hiy té bao mau din dén hién tugng vang da, vang
niém mac, nwéc tiéu ¢6 mau vang hodc d4i ra mau.

3 Thube thir va vat liéu thie

Chi sit dyng thuéc thir loai tinh khiét d& phan tich, str dung nwéc cit, nwdc khir khoang hodc nwdc co
d6 tinh khiét tirong dwong khong c¢6 Rnase, trir khi co quy dinh khac.

3.1 Dungdich PBS (Phosphate Buffered Saline), pH 7,2 - 7,6 (phu luc A.2).

3.2  Méi trwirng EMJH (Ellinghausen-McCullough-Johnson-Harris) ( xem phuy lyc B.1)

3.3  Méi trwrng ban l1éng Fletcher’s (phu luc B.2)
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Nguyén liéu nhuém Morosop (phy lyc C)

Dung dich khéng khuén (phy lyc A.1)

Chét chéng déng, thiwdng diing Citrat natri 4 %, Heparin, Alsever, EDTA
Khing nguyén chudn Leptospira (16 chiing — phy luc D).

Khéang huyét thanh chuén Leptospira

Kit tAch chiét ADN, vi d.u: Qiagen® Rneasy Extraction cat # 74104.

Kit nhéin gen, vi dy: Superscript 3 platinum one-step qRT-PCR kit cat # 11732-020
Mdi xu6i, mdi ngwee va miu do.

Dung dich dém TE (Tris-axit etylendiamintetraaxetic).

Nwére tinh khiét khong c6 nuclease
Mdi trwrng vén chuyén : Méi treong EMJH ho3c dung dich c6 1% bovine serum albumin

(BSA) chira 5-fluorouracil at 100-200 pg/ml

4 Thiét bi, dung cu

St dung thiét bj, dung cy clia phong thik nghiém sinh hoc cy thé sau:

4.4
4.2
4.3
44
4.5
4.6
4.7
4.8
4.9
4.10
4.11
4.12
4.13
414

Kinh hién vi nén den, vat kinh 10 va 20

Kinh hién vi thwéng, vat kinh 10 va 20

Td &m c6 thé duy tri nhiét d6 29 °C +1°C

T lanh, cé thé duy trl nhiét @6 t&r 2 °C dén 8 °C

T lanh am séu, c6 thé duy tri nhiét d tir 4m 20 °C dén am 80 °C.
Budng an toan sinh hoc cép Il

May hodc but do pH

N&i chwng cach thuy, ni hip tiét tring

May nghién miu ho3c cbi chay sir.

May nhén gen (realtime PCR).

May ly tam, co thé dat gia toc ly tam 900 g; 6 000 g va 20 000 g.
May ldc trdn vortex.

May spindown. -

Xi- lanh, loai 5ml hodc 10ml, ¢6 gén kim l&y mau, vé tring
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415 Mang loc milipore 0,22 pm.

416 May cat nwéc

417 Micropipette cac loai hit dugc tir 10 pl cho t&i 1000 pl
4.18 Lam kinh, lamen, khay dé lam kinh

419 Ong nghiém cac loai, gi4 dé éng nghiém

4.20 Binh tam gi4c cac loai, 8ng dong hinh try cé4c loai

4.21 Dén cbn, but chi viét kinh

4.2.'_2 Panh, kéo vé triing

4.23 Ong ly tam (hay dng eppendoff), vé triing, cé thé tich 1,5 ml
4.24 Ongly tam (hay dng eppendoff), vé triing, c6 thé tich 0,2 ml

5. Chén doan lam sang

5.1 Dic diém dich té

- Trong thién nhién, tét ca céc loai ddng vat c6 vii déu c6 thé méc bénh do Leptospira gay ra, bao gbm
dong vat canh, ddng vat nudi, dong vat hoang da va nguwdi

- Bénh thwéing x3y ra vao miia mua, 10 lut,

- C4c loai gam nhém va thi hoang duworc coi la ngudn mang bénh chi yéu.

- Buérng xam nhép clia vi khuadn chi yéu qua duéng tiéu hoa, gia sic an phdi thirc &n nwéc udng
‘nhiém nwéec tiu cia gia stc mang mam bénh va nhiém nwéc tiéu cla loai gém nham, do sy [y nhiém
voi gia stic nubi tai nha. Ngoai ra, Leptospira ¢b thé lay qua dwéng da va niém mac lanh hodc xay xat
hoéc lay qua dwéng sinh duc.

5.2 Tri¢u chirng iam sang

5.21 Thé cép tinh

+ Tréau bod, dé, ciru

- S6t kéo dai tir 1 dén 8 ngay, mét méi, b an.,

- Vang da.

- Chay nwéc mét.

- Gia-stic cho s(ra mét sira d6t ngét va co hién tweng viém va.
- M chay ra tir khoang mi (d&, ciru).

- Thiéu mau va dai ra huyét séc tb, d4c bigt & gia stc non.
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s Ché

- S8t 40 - 41°C, trwdie khi ché chét than nhiét ha xuéng 36 - 36,5 °C.
- U 10, nén miva, run rdy, viém néo, tiéu chay, trong phan cé 1&n mau.
- Vang da n&ng, niém mac xuét huyét.

- Bénh kéo dai tir 2 -12 ngay.

- Ty 1& chét c6 thé 1én t6i 50 %.

e Lon

- Sbt, bd &n bét thwang hodc &n it, mét mdi, thich ndm & x6 chudng.

- Phit né, dau to, mét hip.

- Tiéng kéu yéu, khan dac hay mét hén, [6ng dieng.

- Nuée tiéu vang, hoi sanh, co thé c6 mau ca phé.

- Niém mac va da vang, lgn bj bé&nh ndng da toan than cé mau vang.
- M&t dau c6 di, c6 khi mi mét.

- Lo néi cd chira: sy thai hang loat, dé ra ign con gay com, 6m yéu.
- Lon ndi sau khi sdy thai 3 - 6 tuén thudng chju dwc ma khéng cé biéu hién chung clia ddng dyc.

5.2.2 Thé man tinh

- Gia stic s6t nhe 39 - 39,5 °C.

- Gia stic cai ¢6 chiva co hién tweng: say thai, d& non, b4t duc; néu sinh con thi con non dé ra yéu.

- Gla stc de ¢o hién twong: viém khép, swng dich hoan, tinh dich loang, ty 18 tinh triing dj hinh cao.

5.3  Bénh tich dai thé

Tuy tieng lodi gia stc dién bién clia bénh va thé hién IAm sang khac nhau, nhung ndi chung Ia céc loai
c6 biéu hién vang da. Gia stic (Ign) b bénh nang khi md ra c6 mui khét; t& chirc lién két duéi da vang,
keo nhdy va thiy thiing, m& vang, dich trong xoang nguc va xoang byng vang, mau lodng, xuét huyét
dudi da nhiéu, xuét huyét niém mac rudt, phdi, tim, than va lach. Nhin chung céc loai gia stc co bénh
tich nhv sau :

- Phéi thiy thiing, trong phé quan va phé nang cé tich nhidu nwéc mau vang.
- M& vanh tim vang.

- Bang quang céng, niém mac xuét huyét néng, chira d&y nwoc tiéu mau vang, 36 hodc d6 x&m. Ciing
c6 khi bang quang xep, khéng chira nwée tiéu.

- Gan swng, vang, nat.
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- Tdi méat phén 16 teo, dich méat sanh lai nhw keo mach nha, Clng cé tredng hop i mat cang.

- Hach lam ba rut swng, thiy thiing. Bénh ndng mang treo ruét thoai hoa bién thanh td chirc nhdy c6

mau vang.

- Than nhat mau hosc cé mau vang 1An xAm, cb thé co nhitng diém hoai t tring hodc nhing diém
xuét huyét nhé trén bé mét ciia qua than.

- Bao thai bj sy o cac diém hoai tr nhw du dinh ghim trén gan, dich frong co thé c6 mau vang.

5.4

Chan doan phan biét: Phy luc B

- Bénh sy thai truyén nhiém do Brucelia

- Bénh gia dai (bénh Aujeszky)
- Bénh dich ta lgn.
- Héi chirng ng$ ddc Aflatoxin.

6. Chén doan phong thi nghiém
Bang 1. C4c phwong phéap ding trong chin do4n bénh Xoén khuén

6
Muc dich
Trwdng Kiém | Thychién | Xacnhan | Diéutra, Kiem tra tinh
) hop sang soat chinh tridu gidm sét trang mién dich
Phwong phap loc trong sach | chirng lam bénh clia c4 thé dong
qua trinh | thanh toan sang vat hodc sau khi
van bénh tiém vacxin treng
chuyén dan
) Phat hién tac nhan
" | Nusi cay, - et e o = =
phén lap
PCR/Realtime - ++ - ++ = =
PCR
Kiém tra dap tpng mién dich
MAT - +++ - ++ +++ -
ELISA +++ - +++ +4+ ++ 4+

Chi thich: +++ ; Phwong phap khuyén céo
++ : Phuong phap phi hop

+: 66 thé sir dung trong mét sé trdng hep, nhieng gid 3, d6 tin cay hodc mét s6
yéu t khdc bj han ché trong khi 4p dung
—: Khéng phs hep véi myc dich nay.

PCR = polymerase chain reaction; MAT = microscopic agglutination test; ELISA = enzyme-

linked immunosorbent assay.
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6.1 Ly miu va bio quan miu
Trong trwérng herp con vat ¢6 nhirng dAu hiéu bénh cAp tinh hodc I3 thai clia ddng vat me méc bénh man
tinh thi bénh pham I2 gan, phéi, than, néo va c4c dich thé nhir mau, siva, dich nao tlly, dich mang nguyc.

Trong trwémg horp nghi con vat méc bénh man tinh thi bénh phdm I4y 13 than, nwéc tidu, bd phan sinh
duc

M&u bénh phdm givi di xét nghiém phai dwoc bdo quan trong thing lanh tir 2 °C dén 8 °C va glvi dén
phong thi nghiém cang nhanh cang tot. Bénh pham 13 phi tang, mau va nwéc tiéu d& nudi cly phan lap
phai bdo quén trong méi trérng van chuyén(3.14).

Gilri kém theo bénh phm gidy yéu cAu xét nghiém cé ghi rd triéu chirng, bénh tich, dc diém dich té.
6.2 Chan doan huyét thanh hoc

Phan trng huyét thanh hgc diing trong chdn doén bénh Xodn khudn 12 phan ng ngung két trén phién
kinh (MAT) véi bd khang nguyén sbng gbm 16 chiing Leptospira lwu hanh & Viét Nam,

M&u bénh phdm xét nghiém khang thé Leptospira Ia huyét thanh: dung xi lanh (4.14) khéng co chéat
chéng ddng hit mau khoang 0.5 m! dén 1 ml , d&t nghiéng dé ra huyét thanh, ghi ky hiéu mau.

6.2.1. Chudn bj: Khang nguyén chudn, khang huyét thanh chun, huyét thanh kiém tra va dung dich
PBS phai d& & nhiét d phong khodng 1 h trwedre khi lam phan Gng.

6.2.2. Cach tién hanh phin (ng: theo phy luc E.2

6.3 Chén doan vi khuin hoc

6.3.1 Kiém tra hinh théi hoc

M&u bénh pham xét nghiém vi khuén Leptospira gém:

- LAy mau mau xét nghiém vi khuan Leptospira : diing xi lanh (4.14) c6 chét chéng ddng hut méau
khodng 0.5 ml dén 1 ml, ghi ky hiéu mAu.

- L&y m3u phu tang xét nghiém vi khudin : dung pank, kéo (4.22) Iy khodng 10 g dén 50 g, cho vao
tirng lo hoc tii ni lon vé triing riéng biét, day kin, ghi ky hiéu mau.

- LAy mau nuwérc tidu nudi cdy phéan lap : 1ay nwdc tidu 14y vao giai doan hét sbt va cho 1 mi nwée tigu
vo 9 ml méi trwdng van chuyén(3.14).

- M&u méau: G4 c6 chéat chéng dong, ly tam rdi diing pipet hit Iép dich & trén nhd 1&n phién Kinh kiém tra
va soi bing kinh hidn vi nén den.

- Mau nudec tiéu: ly tam, 1Ay cin soi trén kinh hién vi nén den phat hién Leptospira.

- Nghién phii tang véi dung dich PBS theo ty 18 1:9, dem li tam Iy phan trén soi twoi. Quan sat dwi
kinh hién vi nén den thay: Leptospira di dong.

- Vi khun Leptospira nhudém theo phwong phap Morosop (phy lyc D) dwec soi trén kinh hién vi
thwérng, vi khudn Leptospira bt mau nau nhu sgi thude lao.

10
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6.3.2 Phan Iap vi khuin
o Cdy chuyén trong méi trwong

MZu duoe bdo quan trong méi trwdmg vén chuyén (3.14) dwgc cay chuyén vao mai trwdng long EMJH
(phu lyc C.1) hoic méi trieéng ban cb thé Fletcher (phy luc C.2) & 28 — 30 °C. Theo ddi trong vong ti»
16 tudin cho dén 26 tuan.

« Tiém truyén dong vt thi nghiém

Néu co Leptospira moc trong cac méi trwdng nudi cly sé dwoc tiém truyén 2 ml vao xoang phic mac
chuét lang (khodng 150 g) ho#c thd non sau cai sira, sau do ldy m&u tim chudt lang (ho#c thé non),
cy vao méi treding EMJH & loc tap khudn va thudn khiét. Theo doi it nhét sau 26 tudn, néu khéng
th&y xodn khuin moc thi ta c6 thé loai bé.

Mot phan mau bénh phdm dem nghién véi dung dich PBS theo ty 1& 1 : 9, I4y huyén djch d6 tiém vao
xoang phic mac chudt lang (hoc thd) 2 miicon . Sau 1, 2, 6, 24 h ldy mau cdy vao méi trwdng EMJH
va theo dai it nhét 26 tuan.

+ DBinh tuyp huyét thanh

Sau khi da phan |p duwoc Leptospira tién hanh dinh tuyp, qui trinh dinh tuyp dwec tién hanh bang phan
trng ngung két trén phién kinh (MAT) véi cd 16 mau khang huyét thanh don gid dwong tinh chudn cla
16 chung.

Mau khang huyét thanh nao cho phan &ng ngung két manh nhét thi chiing Leptospira nay thuéc vao
nhém d6. Con mau khang huyét thanh nao ma ciing cho phan (rng ngwng két nhung yéu hon thi 6 chi
la hién twong ngung két chéo gitra chling ndy véi khang huyét thanh chudn clia céc ching khac.

6.3.3 Phwong phap Realtime PCR
6.3.3.1 X ly miu

Mau bénh phém I3 phi tang (thén,gan...): ding panh, kéo Iy tir 1 g @én 2 g, cit nhd rdi nghién trong
cbi chay str (4.9) vé tring véi dung dich PBS (3.1) the fi 16 1: 9 (1g ph tang + 900 ml dung dich PBS).

Dung pipet hut huyén dich vira nghi&n vao 2 éng ly tam (4.23),1 éng dung Iam lwu miu. Ong dung am
mau, ly tam (4.11) & gia téc 900 g trong 10 min, réi thu 1y dich ndi d& xét nghiém vi khuan Leptospira
bang phwong phéap realtime PCR.

6.3.3.2 Cach tién hanh
a. Tach chiét ADN

St dyng b kit thich hop va an toan theo hudng dan clia nha san xuét. Vi dy: st dung quy trinh tach

11
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chiét ADN (3.7) béing protein K hoc kit tach chiét biing cot loc clia kit (Phy luc G.1)."

b. Chuén bj mdi

Phan rng khuéch dai dwgc thyc hién trong may nhan gen (4.9) theo phwong phép realtime PCR
khuéch dai doan gen dic hiéu lipL 32 clia Leptospira st dung cap mdi xudi va mbi ngwec (3.11). Trinh
tw cip mdi dwee néu trong Bang 3 (Phu luc G.2)

Chuén bj mdi nhv sau:

— M&i va miu do & trang thai dong khd phai dwoc ly tam nhanh bang may spindown (4.13) & gia téc
6000 g trong 30 s d& méi l&ng xudng ddy bng trwdc khi m& va hoan nguyén. LAn dAu tién ding
dung dich d&ém TE (3.10) d& hoan nguyén mdi & néng dd 100 pM 1am gbo.

- M&i dwoce str dung & ndng dé 20 uM: pha lodng mdi gbc béng nwéc khong co nuclease (20 pl moi
goc va 80 pl nwérc tinh khiét khéng co nuclease). Mau dd dwgc sl dyng & ndng 46 6 uM (6 pl mdi
gbc va 94 yl nuédc tinh khiét khéng coé nuclease). Tron cling 1 thé tich mdi xudi, méi ngwoc va mau
dd sau khi pha thanh hén hop dé tién khi st dung.

c. Tién hanh phan (ng real time PCR

St dung cép mdi da chuén bj (6.1.4.2). Dbi vi kit nhan gen Superscrip 3 platinum one - step gRT-PCR
(Cat. 11732-020) (3.10) thanh phan clia mot phan (rng dwgc trinh bay & Bang 2. Hn hgp phan (ng dwgc
chun bj trong éng 0,2 ml (4.24), c6 d4y dd ddi chirng &m va ddi ching dwong.
Thanh phén cho mét phan (ng realtime PCR (phy lyc G.3, theo hwéng dan cla kit thwong mai dugc sk
dyng).
Péi chirng dwong: La mau ADN durgr tach chiét ttr m3u Leptospira chuén.
Déi chirng am: str dung nwée tinh khiét khong co nuclease.
Sau khi chuéin bi xong hdn hop nguyén liéu:

Dzt éng PCR vao may realtime PCR (4.10).
LUWU Y: Phdn trng realtime PCR phai bao gdm: mAu xét nghiém, mau déi chirng dwong va mau ddi
chirng am.

~ VI dy: Di véi kit Platinum qPCR SuperMix-UDG (Cat.11732-020) (3.8), chu ky nhiét dwoc néu
trong Bang 3 (phuy lyc G.4)

CHU THICH: Mau v& nguyén li¢u cho phan tng realtime PCR cn a4t trong khay @4 lanh trong sudt qué trinh chuén bj hén
hgp phén (rng.

6.3.3.3 Poc két qua

"San phdm do hang Invitrogen cung cép. Théng tin ndy dua ra tao didu kién thuan tién cho ngudi sir dyng tiéu chudn va khéng &n
* dinh sl dung san phém clia nha cung cip ndy. C6 thd sir dung cic sin phim tuang tw néu cho cac két qua twong duong.
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Phan (g dwec cdng nhan: mau déi ching duong tinh (da biét trde C;) phai co gia trj C, s 35, mau
ddi chirng am khéng cé C.
V6i digu kién phan (ng trén;

1) MAu cd gia trj C, < 35 dwgc coi la duong tinh,

2) Ma&u khong cd gia tri C, a &m tinh.

3) MAu co giatrj C, < 40 va > 35 dwoc coi la nghi ngo.
Nhirng m&u nghi ng& ndy can dugc xét nghiém lai hodc xét nghiém bang phwong phap khéc twong
dwong dé khdng dinh va két luan cubi cing.
7. Kétluan
Ddng vt droc két luan méc bénh Xodn khuin do Leptospira gay ra khi cé cac dic diém dich t&, triéu
chirng, bénh tich dic trieng va c6 két qua xét nghiém dwong tinh véi vi khudn Leptospira ( béng
phwong phap nudi ¢y phan 1ap hodc realtime PCR) hodc dwong tinh khang thé Leplospira ( béng
phwong phap MAT) trong tiéu chudn nay.

13
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Phuy luc A
(Quy dinh)
Thanh phén va dung dich thiv
A.1 Dung dich khang khuan
A.1.1 Thanh phin

Penicillin 1000 000 UI
Mycostatin 250 000 LI
Streptomycin 200 mg
Kanamycin 1000 000 UI
Nuéc cét 10 ml

A.1.2 Chuan bi

Hoa tan khang sinh bing nwéc cét rdi loc bng mang loc c6 kich thwdc I8 loc 0,22 pm. Bao quan & am
20°C (4.1.2).

A.2 Dung dichPBS 0,01 M,pH7,2-T7,6

A.2.1 Thanh phin

Natri clorua (NaCl) 8g

Kali clorua (KCI) 02g

Di natri hidrophosphat (Na;HPOQ4) 1,15g
Kali dihidrophosphat (KHPQy) 029
Nudre cat 1 000 mi

A.2.2 Chudnbi
Hoa tan céc thanh phan trong nwée cét, chinh pH dén 7,2 - 7,6 bing dung dich natri hydroxit (NaOH) 1
N hoac dung dich axit clohydric (HCI) 1 N. Hap tiét tring va bdo quan & 4-8°C .
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Phuluc B

(Tham khao)
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Bang 2 — Chén doan bénh Xoén khuan do Leptospira véi mdt sb bénh khac

Bénh Xodn Bénh Say thai Bénh Gid dai | Bénh Djchtalon Hdi chieng ngd doc
khuén do truyén nhiém do (Bénh Aflatoxin
Leptospira Brucella Aujeszky)
- Bénh lay sang | - Bénh lay sang [ - M3c bénhchl [- Macd mei lira | -Thudng x3y ra & khu
ngwdi, mic & |nguei, & nhidu [ yéu & Ign so | tudi, v méc nhidu | viec néng h§ sir dung
moi Ira tudi. lodi dong vat | sinh. nhét 1 o con. ngudn nguyén ligu tai
- Ty 1& chét thap. | khac va dong vat | - Ty 1& chét gan | - Ty Ié ém, chét cao | chd(ngd hodc ngll coc),
- Bénh lay chi | hoang da. 100%. . sau vy thu hoach, thoi
Dich yéu qua dudng |- Lay trec tiép tiét 3m hodc nhidu mua
8 hoe | 18U hoa. Ngoai | qua tiéu héa,sinh - Lira tudi lon mén cam:
¢ | ra bénh ¢6 thé | duc, con bl me... cai sira, sau cai s(ra va
lay qua dwdng lon thit
da va niém mac -Khéng ¢6 tinh 13y lan.
lanh hodc xay
xat hodc ay qua
dudng sinh dyc
- St cao. - Con cai: Say | Roiloan hé hdp | - Gidm &n hodc bé | - Bénh thwdng dien
- Gia stc cdi|thai, dé non, sat [ v@ thadn kinh | &n, G rd, sétcao, ia | bién & thé man tinh,
mang thai: sy | nhau, bét duc. trong @6 & lon | chdy, ho, khd thd. | khong sét,
thai, d& non, bé)t’ - Con dye: Viém | con triéu chimn Nbona Bk d Lon &n kém, cham Ion,
duc, néu sinh | tinh hoan, sung |thdn kinh xudt |~ "vmd P "h..a léng xu, da nhot nhat
con thi con yéu. | khép géi. hién sau 24 h mﬁgg n’g;a;. ’;'" - Trudng hop nang, da
Trigu | - Gia stc duc: va chét sau 24 | " ual:‘gdé O MW | va niem mac cé thé
chimg |viem  khop, h dén 35 h, | Mo dot vang
sung dich hoan, ty I8 chét -Tredng hop qua cép
tinh dich loang, gan100%. lgn c6 thé nén mira,
ty I& tinh triing dj chét dot ngot, vang da
hinh cao. niém mac, phan cé lan
mau.
- Co quan phl | - Trén bao thai: xubt huvét |- Phdi viém ty méu | - Khong c6 mii khét
4 tang hoai tl7, c6 | Xudt huyét, hoai t-!l‘lémulém té‘;{& c6 nhidu ving bj | d3c trung nhu  lon
djch vang. tlr lan tran. cdu thanva vé ganhoa, hoai tr | nhiém Leptospira
-Baothaibisdy | o g | g e cirng lai. -Bénh tich chi yéu &
€6 cac dié‘m tharon ve: holén °. - Van hdi manh | gan: gan sung nhat
hoai tir nhir dau suL:q tg 4p 2 tAn | = Hoai t¢ & | trang co nhitng nét | mau hodc vang sidm
dinh ghim trén | Sgr9 @ 9aperan b o o idan | loét nhim mo, c6 diém
. | dén 3 i&n binh ' . e ST :
Banh | 930 6 dich thudng, lugng | MU hong, | - Hach 1am ba sung | xuét huyét hodc hoai
tich vang trong co tinh gié'm c6 khi | Knfqudn  va tu mdu cé mau dé | te. Trwdng hop mén
thé. bi viém Ikhﬁ'p u m{.poquén; ch sam. tinh:gan  nhot 'nha‘l,
mbm o6 miL cac didm hoai clrng do hoai tir, xo
& gan, héa
Co quan phl | [ach,hach, - Than sung, mau nhot
tang: gan lach | than, nhat, c6 thé xuat huyét
swng hay hoai fir. -Bang quang sung to,

mat loing, xudt huyét
dwéng tiéu hoa.
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Phulyc C
(Quy dinh)
C.1 MOI TRUONG LONG (EMJH)

C.1.1 Ché méi trwéng co ban:

Cho 2,3 g bdt EMJH co ban vao binh thuy tinh + 900 ml nwéc cit va dem hép tiét tring & 121°C
trong 20 min. Cling c6 th& ché mdi trwerng co ban theo cong thire sau: 1 gr Na;HPO, + 0,3 gr KH;PO,
+ 1 gr NaCl + 0,25 gr NH,CI + 0,005 gr Vitamin B1 + 900 m! nwéc c&t va dem hép tiét tring & 121°C
trong 20 phut.

C.1.2 Ché Enrichment:

Dung dich 1: 0,5 g FeSO,.7H,0 + nuéc cét viva di 100 ml (ludn chudn bi dung dich méi).
Dung dich 2: 2 g MgCl,.6H,0 + 2 g CaCl,.2H;0 + nwérc cat vira di 100 ml.

Dung dich 3: 0,02 g Vitamin B12 + nwéc cét vira dd téi 100 ml (gil trong dong tanh)
Dung dich 4: 20 ml Tween 80 + nwéc cAt vira dui t&i 100 mi

Dung dich 5: 0,4 gr ZnSQ0,.7H,0 + nwérc ¢t vira 4 100 mi

Dung dich 6: 1 g Vitamin B1 (Thiamin) + nwéc cat viea dG 100 m!

Dung dich 7: 10 g bot Bovine Albumin Serum + 66 ml nwéc cét, cho vao may khudy tir khudy déu &
4°C cho tan hét.

LAn lwgt cho céc dung dich trén véi lidu leong nhe sau: 10 mi dung dich 1 + 1 ml dung dich 2 + 1
mi dung dijch 3 + 6,25 ml dung dich 4 + 1 ml dung dich 5 + 0,5 m! dung dich 6 + dung dich 7, cho thém
nwée cit viea 3G 100 ml,

Léc ddu va dem loc qua loc milipore
C.1.3 Phoi trén:

Cho 100 ml dung dich Enrichment vao 900 ml mdi trwérng co ban ta dwgc 1 lit moi trwdng EMJH,
chinh pH = 7,5 bdng céc dung dich HCI 1N va NaOH 1N.

C.1.4 San madi trwérng:

Chia vaio cac éng nghiém, méi éng 3 ml. T4t cac thao tac pha ché va chia méi truéng phéi dwgc
tién hanh trong budng céy vé triing.

C.2 MO!I TRIPONG BAN LONG (FLETCHER’S)

Cho 2 g thach vao 900 ml méi trwéng co ban, dem hép 121°C trong 20 phut cho thach tan hoan
toan, @& ngudi con 50°C, cho 100 ml Enrichment vao va lic ddu, chinh pH = 7,5 va chia céc bng
nghiém, mdi dng khodng 5 ml. T4t cac thao tac pha ché va chia moi trwéng phai duwgc tién hanh trong
budng cy vé triing.
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Phuyluc D
(Quy dinh)
Phwong phap nhudém Monosop
1. Thudc nhudém
Dung dich 1: ding dé c6 dinh tiéu ban
Acide acetic (CH,COOH)
Formol (Formaldehyde 10% — CH,0)
Nwérc cét (H;0)
Dung djch 2: diing dé gan mau
Acide Tanic (Tanin — CygHs2046)
Acide Phenic (Phenol — CgHsOH)
Nuwére it (H,0)

Dung djch 3: diing d& nhudém mau bac
Dung dich 10X:

Nitrate bac (AgNOQ3)
Nwére cét

TCVN 8400-15 : 2019

1 ml
2ml
100 ml

5g
1ml
100 ml

59
100 ml

Thém tirng giot Amonium hydroxyde (NH,OH) cho t&i khi dung dich frong tré lai.

Dung dich nhuém: Pha loéng dung dich 10X theo ty 1& 1:10 (1 phdn dung dich 10X + 9 phan nwdc cat)

2. Phwong phap nhuém

Nhé dung dich 1 1&n tiéu ban da dé kho, d& 1 — 2 min sau do rlra béng nwéc cét.

Nhé dung dich 2, dun 1 — 2 min va rira sach béng nwéc cét,

Nhé dung dich 3, dun 1 — 2 min va rlra sach bdng nuéc cit, d& kho va dem soi trén kinh hién vi
quang hgc. Leptospira sé& b&t mau nau dam trén ndn vang nhat (giéng nhu sgi thube l3o0).
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Phuluc E
(Quy dinh)

E1. 16 chiing Leptospira 1am khéng nguyén

STT | Nhém Loai Chung
1 | AUTRALIS Autralis Ballico
2 | AUTUMNALIS Autumnalis akiyamiA
3 | BATAVIAE- Bataviae Van Tienen
4 | AUTRALIS Bratilava
5 | CANICOLA Canicola Hond Utrecht IV
6 | GYROGENES Pyrogenes Salinem
7 | ICTEROHAEMORRHAGIAE Icterohaemorrhagiae Verdun
8 | GRYPPOTYPHOSA Gryppotyphosa Moskva V
9 | SEJROE Hardjo Hardjo Bovis
10 { HEBDOMADIS Hebdomadis Hebdomadis
11 | JAVANICA Javanica Veldrat Bataviae 46
12 | PANAMA Panama Cz 214k
13 | SEMARANGA Patoc Patoc |
14 | POMONA Pomona Pomona
15 | TARASSOVI Tarassovi Mitis Johnson
16 | SEJROE | saxkoebing Mus 24

E2. Quy frinh phan trng MAT

Buwdc 1 : LAy gibng vi khudn Leptospira str dung 13m khang nguyén [a giéng vi khuén Leptospira duoc
nudi cdy & méi trwdng Iong EMJH & 29 £ 1 °C trong khoang tir 4 - 8 ngay v&i mat 4 Leplospira Ia
2x10° Leptospira Iml.

Buwdre 2 - Huyét thanh duoc pha loang & ndng @ 1/50 (VD: 20 pl huyét thanh + 980 pl dung dich PBS)

Bwéc 3 : Si dung 16 chiing Leptospira lam khang nguyén dé xac dinh véi huyét thanh kiém tra bing
cach nhé tirng khang nguyén véi lvgng twong duong véi lwong huyét thanh vao méi giéng dia 96 (Vi
du : 30 pt khang nguyén + 30 pl huyét tharh), dé lwong huyét thanh pha loéing cudi cling ia 1/100.
Budc 4 : Lic ddu va (i dia & ti 4m 29 + 1 °C trong khodng théi gian tir 1,5- 4 h

Buwéc 5 ; Doc két qua dwai kinh hién vi ndn den. Néu khdng c6 kinh hién vi nén den doc trén dia 96, co
thé hut ra lam kinh dé kiém tra.

- Phéan (g dwoc danh gia la dwong tinh néu nhw tai dé pha loéng 1/100 quan sét thdy 50 % vi
khuén ngung két, 50 % vi khuan ty do. Néu vi khudn ngung két trén 50 % thi tiép tuc pha loang véi céc
hiéu gia 1/200; 1/400...0Y ndng d6 huyét thanh pha loang nao van gay nguwng két 50 % vi khuéin thi két
luan mau huyét thanh kiém tra dwong tinh & hiéu gia dé.

- Phén (rng am tinh I phan (ng ma tai 36 Leptospira van hoat déng binh thwéng, cé cym ngeng
két nhd hon 50 % Leplospira ngung két.

* Cha y: mdt mBu dbi chitng &m diing dung dich mudi dém phét phat ,mét mau dbi chirng dweng
diing khang huyét thanh chuén.
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Phuluc G
(Tham khao)

G1. Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN c6 st dung hoa chédt nguy hiém va c6 kha ning gay hai néu
thao tac khéng cdn than. Do vay, nén tranh tiép xtc trwe tiép véi da va hit phai hoi cia cac hoa
chét nay. Ludn ludn deo ging tay, khiu trang, méc quén &o bao hé khi thwe hign céc thao tac nay.

Tach chiét ADN theo quy trinh clia kit Invitrogen (Cat No. 69508): thyc hign nhw sau:

Nhé 200 p! huyén dich bénh pham vao éng 1,5 ml cling véi 200 pl Lysis buffer cé 25 pl proteinase K,

ic déu trén mdy I&c trdn Vortex (4.12) trong 15 s rdi ly tm bang mdy ly tam (4.11) & 8 000 g trong

1 min;
U hén hop nay & 56 °C trong 15 min;

Ly tam (4.11) & 8 000 g trong 1 min, thém 250 pl etanol 100 % thé tich vao éng, Ic manh bang may
lac tron Vortex trong 15s rdi ti 5 min;

Ly tdm (4.11) & 10 000g trong 1 min;
Chuyén toan bd hdn hop (675 l) sang cdt loc c6 éng thu;
Ly tdm (4.11) & 8 000 g trong 1 min. Thay cdt thu méi;

Cho 500 pl nwére riva (washing buffer) vao cbt loc. U 1 min, ly tdm béng (4.11) 8 000 g trong 1 min.
Pd béd nwéc trong dng thu di;

Cho 500 ul nwdre rlra (washing buffer) vao cot loc. Ly tam béng (4.11) 13 000 g trong 1 min;

&,
Thay 6ng thu méi, ly tdm cét loc va 6ng thu trong 2 min & téc do toi da, bd ong thu;

-Dat cit loc vao dng thu ADN, nhd 50 pl nwéc khéng chira men DNase vao cft loc, 0 & nhiét dd

phong trong it nhat 1 min. Tach ADN béng cach ly tam (4.11) & 13 000 g trong 1 min, bd cét loc, gite
lai dich trong &ng thu ADN;

Bdo quén méu ADN thu dwgc & 4 °C (4.4) trong thei gian ngén trwdc khi tién hanh chay realtime PCR.
Néu thire hign sau 24 h, nén bao quan mau & nhiét dé dwdi am 20 °C (4.5).
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G2. Trinh ty mdi va diu do

Bang 3 — Céip mdi va diu do!* ¥

Méi (primers) Trinh ty (5'-3')
M&i xudi (forward primer) CCC GCG TCC GAT TAG
Mbi nguoc (reverse primer) TCC ATT GTG GCC GRM®A CAC

Mau do (probe)

(FAM) CTC ACC AAG GCG ACG ATC GGT AGC(TAMRA)

G3. Thanh phin phén trng Realtime

PCR

Bang 4 — Thanh phan phan (eng realtime PCR

Thanh phén Thé tich (i)

Nwérc tinh khiét khéng c6 nuclease 6,0
Platinum SuperMix UDG 12,5
Mi xudi 0,5
Mdi nguwoc 0,5
Probe 0,5
Mau ADN 5

Toéng thé tich 25

E4. Chu trinh nhiét cia phan irng realtime PCR

Bang 5 — Chu tfinh nhiét ctia phan (rng realtime PCR!

Nhigt 4o Théi gian Sé chu ky
95°C 2 min 1 vong
95°C 05s

40 vong
58 °C 30s
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Thw muyc tai ligu tham khao
Leptospirosis — chapter 2.1.12 - Vesion adroptedby the World Assembly of delegates of the OIE
in May 2014,

AHMED A., ENGELBERTS M.F.M., BOER K.R.,, AHMED N. & HARTSKEERL R.A.
(2009). Development and validation of a real-time PCR for detection of pathogenic
leptospira species in clinical materials. PLoS One, 4, e7093.

Duangjai SUWANCHAROEN va cs “Evaluation of loop-mediated isothermal amplifcation method
(LAMP) for pathogenic Leptospira spp. detection with leptospires isolation and real-time PCR"

*Pascale Bourhy, Syvie Bremont, Farida Zinini va ¢s "Comparison of Real-Time PCR Assays for
Detection of Pathogenic Leptospira spp. in Blood and Identification of Variations in Target
Sequences”

Bénh ddng vat — Quy trinh chan doan - Phén 15: Bénh Xoén khuén do Leptospira
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