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Loi néi dau

TCVN 8710-17:2016 do Trung tdm Chén doan Thi y Trung wong - Cuc Thiy bién soan, B
Néng nghiép va Phat trién néng thén dé nghi, Téng cuc Tiéu chuan Do lwong Chét lwong
tham dinh, B4 Khoa hoc va Céng nghé céng bé.

B3 TCVN 8710 Bénh thdy sén - Quy trinh chdn doén gdm céc phén sau:

-~ TCVN 8710-01:2011, phén 1: Bénh Cdi do vi rit & tém;

- TCVN 8710-02:2011, phan 2: Bénh Hoai tr thén kinh & c4 bién;

~ TCVN 8710-03:2011, phédn 3: Bénh Dbm tréng & tom;

- TCVN 8710-04:2011, phén 4: Bénh Déu véng & tom;

- TCVN 8710-05:2011, phan 5: Bénh Taura & tém He;

— TCVN 8710-06:2012, phén 6: Bénh do Koi herpesvirus & cé chép;

- TCVN 8710-07:2012, phén 7: Bénh xuét huyét mua xuén & cé chép;

— TCVN 8710-08:2012, phén 8: Bénh hoai tir co & tém,

— TCVN 8710-09:2012, phén 9: Bénh hoai tc gan tuy & tém,

— TCVN 8710-10:2015, phan 10: Bénh do Perkinsus marinus & nhuy&n thé hai manh vé;
- TCVN 8710-11:2015, phan 11: Bénh do Perkinsus olseni & nhuyén thé hai ménh vo;

- TCVN 8710-12:2015, phan 12: Bénh Vi bao tir do Enterocytozoon hepatopenaei ¢ tém;
— TCVN 8710-13:2015, phén 13: Bénh gan tuy do Parvovirus & tém

— TCVN 8710-14:2015, phén 14: Hoi chimg I loét ( EUS) & c4;

-~ TCVN 8710-15:2015, phan 15: Bénh nhiém trung do Aeromonas hydrophyla & cé;

- TCVN 8710-16:2016, phan 16: Bénh gan thdn md & cé da tron;

—~ TCVN 8710-17:2016, phan 17: Bénh sira trén tém hum.



TIEU CHUAN QUOC GIA TCVN 8700-17:2016

Bénh thay san - Quy trinh chan doan -
Phan 17: Bénh siva trén tém hum

Aquatic animal disease - Diagnostic procedure -
Part 17: Milky haemolymph disease of spiny lobsters

CANH BAO - Viéc ap dung tiéu chuin nay cé thé lién quan @én cac vt liéu, thidt bj va cac thao
tac gay nguy hiém. Tiéu chuidn nay khéong thé dwa ra dwec hét tit ca cac van dé an toan lién
quan dén viéc str dung chiing. Ngw&i sir dung tiéu chudn nay phai tw thiét 1ap cac thao tic an
toan sirc khoe thich hgp va xac dinh kha ning ap dung cac giéi han quy dinh trwwéc khi sir dung
tiéu chuén.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chdn doan bénh si*a do Rickettsia- like bacteria gay ra trén tém
him.

CHU THICH: Tiéu chudn nay chi &p dung chan doan bénh sira trén tdm hum véi tac nhén gy bénh I3 Rickettsia- like bacteria,
khdng &p dung ddi vé&i tac nhan gay bénh khac.

2 Thuat ngir va dinh nghia
Trong tiéu chuén nay str dung thuat ngi va dinh nghia sau:

2.1

Bénh sira trén tdm ham (Milky haemolymph disease of spiny lobsters - MHD-SL)

Bénh do vi sinh vat Rickettsia - like bacteria - RLB ky sinh ndi bao trong mau va co quan tao mau tém
hum. Chiing gay bién ddi cAu tric co quan tao mau va 1dm cho mau tém chuyén mau tréng stra.

CHU THICH: Rickettsia - like bacteria 1a mét loai vi sinh vat gram 4m, dang que, cong, kich thwée tr 1,5 pm @én 2,5 pum, tdn
tai tv do, day @c trong hemolymph clia tdm bénh va trong nguyén sinh chit clia cc té bao clia mé lién két cla gan tuy.

3 Thubc thir va vat lidu thi
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Chi st dung thudc thir loai tinh khiét phan tich, sir dung nwéc cét, nwéc khir khoang hodc nwéc ¢ 4o
tinh khiét twong dwong khdng c6 nuclease, trir khi cé quy dinh khac.

3.1 Thubc thir va vat lidu thir dung chung

3.1.1 Etanol, 70 % (thé tich), 90 % (thé tich) va etanol tuyét déi.

3.2 Thudc thir va vat lidu thir dung cho phwong phap nhu$m Giemsa

3.2.1 Dung dich Giemsa dam dic (xem A.1).

3.2.2 Dung dich dém phosphat (xem A.2).

CHU THICH: C6 thé sir dung thube nhudm Giemsa thuong mai va pha loang theo huéng dén clia nha sén xuét

3.3 Thuédc thir va vat lidu thir ding cho phwong phép chdn doan bing PCR (Polymerase Chain

Reaction)

3.3.1 Kittach chiét ADN (axit deoxyribonucleic), Protein K.

3.3.2 Kit nhan gen (PCR Master Mix Kit).

3.3.3 Cap mdi (primes), gdm mdi xu6i va méi nguoc.

3.3.4 Agarose.

3.3.5 Dung dich dém TAE (Tris-acetate - EDTA) hodc TBE (Tris-brorate - EDTA) (xem A.3).
3.3.6 Chéat nhuém mau, vi dy: Sybr safe.

3.3.7 Chét dém tdi miu (Loading dye 6X).

3.3.8 Dung djch dém TE (Tris-axit etylendiamintetraaxetic).

3.3.9 Thang chudn ADN (Marker).

3.3.10 Nwére tinh khiét, khdng co nuclease.

3.4 Thubc thir va vat ligu ding cho phwong phap mé bénh hoc

3.41 Formalin 10 %, dwoc chuln bj tr dung dich formaldehyd 38 % va dung dich mudi dém
phosphat (PBS) (ty I& thé tich 1 : 9).

3.4.2 Xylen.

3.4.3 Thuéc nhuém Haematoxylin (xem A.4).
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3.44 Thubc nhudm Eosin (xem A.5).
3.45 Parafin, c6 dd néng chay tir 56 °C dén 60 °C.
3.4.6 Dung dich Davidson (xem A.6).

3.4.7 Keo dan lamen.

4 Thiét bj, dung cu

S dung thiét bi, dung cy théng thudng cta phong thir nghiém sinh hoc va nhikng thiét bi, dung cy sau:
41  Thiét bi dung cu diing chung

4.1.1 Phién kinh, vé tring.

4.1.2 Lamen, v tring.

41.3 Kinh hién vi quang hoc, vat kinh 10 X, 20 X, 40 X va 100 X.

4.2 Thiét bi, dung cu ding cho phwong phap nhudém Giemsa

4.2 Xi lanh, dung tich 1 ml.

4.2.2 Bé& U nhiét, duy tri nhiét a ttr 55 °C dén 60 °C.

4.3 Thiét bj, dung cu dung cho phwong phap chdn doan bing PCR
4.31 May nhan gen (PCR).

4.3.2 May ly tam, c6 thé ly tdm véi gia tbc 6 000 g va 20 000 g.
4.3.3 May lic tron vortex.

4.3.4 May spindown.

4.35 Bo dién di, gdm bd ngudn va I;)é chay dién di.

4.3.6 May doc gel.

4.3.7 Ong eppendorf, dung tich 1,5 ml.

4.4 Thiét bj, dung cu ding cho phwong phap mé bénh hoc

4.41 Khudn nhwa, loai chuyén dung cho lam tiéu ban vi thé.
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4.4.2 May xtr ly mau md ty déng.

4.4.3 N&i dun parafin, c6 thé duy tri nhiét d tir 56 °C dén 65 °C.

4.4.4 Khay sét, loai chuyén dyng cho lam tiéu ban vi thé.

4.45 May lam lanh tidu ban, c6 thé duy tr nhiét 4o t am 10 °C dén 4 °C.
4.4.6 May cét tidu ban, cét & dd mdng tir 3 um dén 5 pm.

4.4.7 N&i dan tidu ban, c6 thé duy tr nhiét df tir 35 °C @én 65 °C.

5 Chén doén 1am sang
5.1 Dic didm djch té

- Bénh thwdng xdy ra & cAc loai tdm hum nudi thude ho tdm him gai Palinuridae, giéng Panulirus gdm
mét s6 loai: tdm him bdng (Panulirus ornatus), tdm hum da (P. homarus), tom hum tre (P. polyphagus);

T6ém thuwdng nhidm bénh tir giai doan sé'm, khodng 250 g dén 400 g;

Tom chét sau 9 ngay dén 12 ngay phét hién bénh;

Tac nhan gay bénh la Rickettsia- like bacteria, ky sinh trong mau va co quan tao mau cta tdm hum;

Bénh c6 thé I8y nhidm tryc tiép theo chidu ngang tir thirc &n ¢6 mang ma&m bénh; tir tdm bénh sang
t6m khde trong cling mét 1dng hoc gian tiép qua méi triedrng nudi;

— Beénh xuét hién rai rac quanh nam nhwng tap trung chl yéu vao thang 9 dén thang 10 va tir thang
12 nam treeéc dén thang 3 nam sau. Bénh xdy ra & hau hét cac ving nudi tdm hum.

5.2 Triéu chirng 1am sang

Tom bénh hoat ddng kém, it phan tng véi nhirng tac dgng xung quanh;

Giam &n ho#c bd &n hoan toan;

Sau tir 3 ngay dén 5 ngay bj nhi&m bénh, cac dt & phan byng clia tém chuyén tir tréing trong sang
16m dbm tréng duc rdi chuyén thanh tréng duc.

5.3 Bénh tich

— Mé co & phan bung chuyén sang mau tréing dyc hay vang dyc, nh&o, c6 mui hdi;
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— Dich tiét clia co thé (bao gdm cd mau) cé mau tréng duc nhu si¥a, sé lwong té bao mau gidm nhidu
$0 V@i tdm binh thwdng, mau khé déng;

~ Gan tuy chuyén mau nhot nhat va c6 tredng hep bj hoai ti;

- O mb lién két gan tyy va trong mau tdm bi bénh cé tirng dam day dac sinh vat ky sinh ndi bao
Rickettsia- like bacteria.

6 Chén doan trong phong thi nghiém
6.1 Phwong phap nhuém Giemsa
6.1.1 Ly mau bénh phim

Bénh phdm duoc Iy 1a méu tdm hum. Dung xi lanh (4.2.1) Iy tir 0,1 ml dén 0,2 ml mau tir tim cla tém
bang cach choc mii kim qua géc clia chan nguc sé 5. Nhd miu mau tdm thu dwoc Ién phién kinh
(4.1.1) rdi dan méng béng lamen (4.1.2).

6.1.2 Béo quan miu bénh phim
- D& khé mu ty nhién, hodc ho nhe phién kinh trén ngon Ikra dén cbn:

- Bao quan mau: C6 dinh m&u bang cach nhing phién kinh (4.1.1) 2 1&n vao etanol tuyét déi (3.1.1);
6.1.3 Cach tién hanh

Tiéu ban mau sau khi dwgc cb dinh trong etanol tuyét dbi (3.1.1) trong 10 phat, rdi rira bang nwoc;

Nhé dung dich Giemsa ngap tiéu ban, dé t» 20 min dén 30 min;

Ria nhanh béng nwéc va séy kho;

Nho mét giot dau I&n tiéu ban va xem hinh thai Rickettsia- like bacteria dwéi kinh hién vi (4.1.3) v6i
vat kinh 100 X.

6.1.4 Poc két qua

M3u tém dwong tinh v&i bénh sira trén tém hum khi quan sat duwdi kinh hién vi (4.1.3) cho thdy sy
xuét hién cla Rickettsia- like bacteria b&t mau gram &m. Rickettsia- like bacteria hinh que, dang
cong, c6 kich thwéc tir 1,5 um dén 2,5 pm.

6.2 Phwong phap PCR (Polymerase chain reaction)

6.2.1 L&y miu bénh phim
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- Mau méu: 4y tte 0,5 ml dén 1 ml mau tdm hum;
- Maumé: l4y ph&n mé mang va gan tyy clia tom.
6.2.2 Bao quan miu bénh phim

Trong qué trinh van chuyén:

~ Bao quan mAu mang, gan tyy & nhiét tir 2 °C dén 8 °C khong qué 24 h; hoic trong etanol tuyét dbi
(3.1.1);

- B&o quén mAu mé&u trong etanol tuyét déi (3.1.1).

M3u chuyén dén phong thi nghiém néu chwa phéan tich ngay phai dwoc bdo quan & nhiét do am 20 °C
dén am 80 °C hodc trong etanol tuyét déi (3.1.1).

6.2.3 Chudn bj miu bénh phidm

- Ma&u mau: ldy tlr 100 pl @én 200 pl mau da loai bd etanol;

- Mau mé: cét khodng 30 mg phan mé mang va khéi gan tuy.

Cho vao éng eppendorf 1,5 ml (4.3.7), chuén bj tach chiét.

6.2.4 Cach tién hanh

6.2.4.1 Tach chiét ADN

S dung b kit thich hop va an toan theo hwéng dén ctia nha san xuét.

VI DY: St dung quy trinh tach chiét ADN: DNAeasy® Blood & Tissue Kit (250) (Cat No. 69506) (xem Phuy lyc B)."
6.2.4.2 Chudn bj mdi

- S dung c&p mdi 254F/254R. Trinh ty cip mdi dwgc néu trong bang 1.

Bang 1 - Céip mdi 254F/254R

Mbi Trinh tw cip mdi
254F (Mbi xudi) 5-CGA-GGA-CCA-GAG-ATG-GAC-CTT-3'
254R (Mdi nguorc) 5'-GCT-CAT-TGT-CAC-CGC-CAT-TGT-3’

" Théng tin ndy dua ra tao didu kién thun tién cho ngudi sir dung tiéu chuln va khong 4n dinh sir dung san phim ciia nha cung
c8p nay. C6 thé st dyng cac san phdm tuong ty néu cho cac két qué teong dwong.

10
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C&p mbi 254F/ 254R dung dé& khuéch dai doan gen clia Rickettsia- like bacteria c6 kich thudc 254 bp.
Chuén bj mdi nhw sau:
Chuén bj méi gbc:

~ Mbi & trang thai dong kho phai dugc ly tdm nhanh bang may spindown (4.3.4) trong 30 s d& mdi lang
xubng day éng trwdc khi md va hoan nguyén.

- Khi hoan nguyén, nén dung dung dich dém TE (3.3.8) dé hoan nguyén mdi & ndng @6 200 uM lam
mdi gbc.

Chudn bj mdi str dung:

~ Mai st dung & néng d6 20 uM: pha lo&ng méi géc béing nwérc tinh khiét (3.3.10) (10 pl mbi gée va 90
pl nuée tinh khiét).

6.2.4.3 Tién hanh phan (ng PCR

St dung mét trong hai cap méi da chuln bi (6.2.4.2) va st dung kit nhan gen (3.3.2) theo hwéng dan clia
nha san xuét.

Vi DY: Sir dyng kit nhan gen ciia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot: 00316656). 2
Thanh phan cho mét phan (rng dwgc néu trong bang 2.

Bang 2 - Thanh phédn phan (mg PCR

Thanh phén Thé tich, p!
Dung dich nhan gen (Taq PCR Master Mix) 12,5
Mdi xudi 20 uM 1
Mbi ngwoc 20 uM 1
Nuéc tinh khiét khdng c6 nuclease 7.5
Téng thé tich 22

Chuyén 22 pl hdn hop nhan gen vao mdi éng phan ng:

% Thong tin nay dwa ra tao didu kién thuan tién cho nguei sir dyng tiéu chun va khdng 4n dinh st dyng sén phdm nay. Co
thé sr dyng céc san phdm twong ty ndu cho cac két qua trong dwong.

11
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- M3u kiém chirng dwong: Cho 3 pl m&u ADN da duoc gidm dinh hodic st dyng cac chiing Rickettsia-
like bacteria chun vao éng phan (rng;

- M4u kiém chirng &m: Cho 3 pl nwdc tinh khiét (3.3.10) vao éng phan (*ng;
- M&u thlx: Cho 3 pl m&u ADN kiém tra vao éng phan rng.
Tién hanh phan trng PCR béng may nhén gen (4.3.1) da cai d&t chu trinh nhiét dwoc néu trong béng 3.

Bang 3 - Chu trinh nhiét ctia phan (rng PCR vé&i cdp mbi 254F/ 254R

Nhiét do, °C Thi gian 86 chu ky, vong
95 5 min 1
65 30s
72 30s 30
95 30s
65 60s
1
72 2 min

CHU THICH:

- Phan (rng PCR phai bao gdm: m3u kiém tra, m3u kiém chirng drrong va mau kiém ching am;

~ Méu va nguyan lidu cho phan izng PCR cAn @3t trong khay d4 lanh trong sudt qué trinh chun bi h&n hop phén ing.
6.2.4.4 Diéndi

6.2.4.4.1 Chuén bj ban thach

Pha thach v&i ndng @ agarose (3.3.4) tir 1,5 % dén 2 % béng dung dich dém TBE 1X hogc TAE 1X
(3.3.5) vao chai thiy tinh 250 ml, l&c déu rdi dun séi;

Khi nhiét do giam xuéng khodng 40 °C dén 50 °C thi bd sung 10 pl chat nhudm mau (3.3.6) cho 100 ml
thach. L&c nhe tranh tao bot dé chat nhudm mau tan déu;

Tién hanh dd thach vao khay dién di da duoc cai lwoc; khong nén dd ban thach day qué 0,8 cm;

Khi ban thach déng lai thi tién hanh gd& Iwge khéi ban thach;

12
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Chuyén ban thach vao bé chay dién di (4.3.5), d6 dung dich dém (TBE 1X hoac TAE 1X) (3.3.5) cung
loai v&i dung dich pha thach da dun vao bé dién di cho t&¢i khi ngap ban thach.

CHU THICH: C6 thé dung cac sdn phdm c6 s&n chét nhuém ADN dé pha ché thach agarose (vi dy: Sybr safe ADN gel stain®)
va sir dyng theo quy dinh clia nha san xuét,

6.2.4.4.2 Chay dién di
Ht 2 pl chat dém tai mau (3.3.7) vao 8 pl san pham PCR tron déu va cho vao cAc giéng trén ban thach.

Thye hién dién di trong bé dién di (4.3.5), chay kém theo thang chuén ADN (3.3.9) dé dw doan kich
thuéc sén phdm khuéch dai. HGt 10 pl thang chudn ADN (3.3.9) vao mét giéng trén ban thach.

Dién di & hiéu dién thé 100 V trong thei gian 30 min.
6.25  Poc két qua
Sau khi di¢n di, doc két qua trén may doc gel (4.3.6) theo bang 5.

Bang 5 - Két qua dién di

Giéng Vach 254 bp Két qua
Thang chuén ADN Sang va chia vach r rang bién di tbt
Co Hén hgp phan (rng PCR tét
M&u kiém chirng dwong Mé&u dbi chirng dwong héng
Khéng

hodc enzym hong

Khéng Khéng bi tap nhiém

M&u kiém chirng am
Cé Bj tap nhiém

Dwong tinh voi Rickettsia- like

M&u thoe Co bacteria

Khéng Am tinh véi Rickettsia- like bacteria

Panh gi4 két qua:

% Thang tin nay dua ra tao didu kién thuan tién cho nguei siv dung tiéu chudn va khéng &n dinh sir dyng san phim nay. C6 thé st
dung céc sén pham tuong ty néu cho cac két qua twong duong.

13
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Két qua mau thir dwong tinh khi: Tai giéng mau thi xuét hién vach sang cé kich thwéc 254 bp. Thang
chudn ADN phan vach ré rang, mAu kiém chirng 4m khong c6 vach sang, mu kiém chieng dwong c6
kich thuédc 254 bp.

Két qua mAu thtr am tinh khi: Tai giéng m&u thir khéng xuét hién vach séng. Thang chudn ADN phan
vach r6 rang, mau kiém chirng am khéng cé vach sang, méu kiém chirng dwong c6 kich thwde 254 bp.

6.3  Kiém tra bénh tich vi thé bing phwong phap mé bénh hoc

6.3.1 Liy miu

Xem 6.2.1.

6.3.2 Chun bj va bdo quan mau

— M&u tédm con séng tién hanh gidi phdu dé thu cac mé dich: gan tuy, mang, da day;

~ Cét mdt phan md dich (< 1 ecm®), cb dinh mAu trong dung dich Davidson (3.4.6) v&i ty 1é thé tich 1 :
10;

— Béi véi mé Io6n can tiém dung dich Davidson (3.4.6) vao trong md dich trwéc khi ngédm trong dung
dich Davidson;

— Mau cé dinh trong dung dich Davidson tir 36 h dén 48 h va bdo quan & etanol 70 % (thé tich) (3.1.1)
trong khodng thei gian tir 24 h @én 72 h tiy thudc vao kich thwée mau. Phai dung céc dung cu vo tring
khi ldy md & cac m&u khac nhau @é tranh lay nhiém;

- L&y miéng té chirc ¢b dinh trong etanol 70 % (thé tich) ra, c&t miéng nhd day khodng 1 mm, dai
khoéng 1 cm cho vao khuén nhya (4.4.1).

CHU THICH: Khdng diing tém chét hodc tdm bado quan ddng lanh dé ct md.

6.3.3 Céch tién hanh

6.3.3.1 Buac khuén

D&t khudn nhya (4.4.1) riva dwdi voi nuwéc chdy, thai gian tir 2 h dén 3 h;

Ngam khudn nhya vao cée etanol 70 % (thé tich) (3.1.1), thoi gian tir 2 h @én 3 h;
Ngam khudn nhya vao cée etanol 90 % (thé tich) (3.1.1), thoi gian tir 2 dén 3 h;
Ngam khudn nhya vao céc etanol tuyét déi (3.1.1) l&n thir 1, thoi gian tir 2 h dén 3 h;

Ngam khudn nhya vao céc etanol tuyét @i (3.1.1) thir 2, théi gian tir 2 h @én 3 h;

14
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Ngam khuon nhya vao céc xylen (3.4.2) 1an ther 1, théi gian tie 2 h Gén 3 h;

Ngam khuén nhya vao cée xylen (3.4.2) 1an thir 2, thei gian tir 2 h dén 3 h;

Ngam khuén nhia vao cbde parafin (3.4.5) 1an the 1, thevi gian tir 2 h Gén 3 h;

Ngam khuén nhwa vao cbc parafin (3.4.5) 1an ther 2, thoi gian tir 2 h dén 3 h;

CHU THICH: Néu sz dung may xi 1§ mau mé tw dong (4.4.2) thi tién hanh tiép theo tir bwée ngam etanol,

— Bdc khudn: rét parafin (3.4.5) nong chay tir ndi dun parafin (4.4.3) vao khay sit (4.4.4), gép bénh
pham tlr khuén nhwa dat vao khay sét, dt khudn nhia (4.4.1) 1én trén. D& ngudi, tach lay khéi parafin.

6.3.3.2 Cit tiéu ban
— Cét got khéi parafin cho béng phang, dat trén mat may lam lanh (4.4.5);

— Dét khdi paraffin 1én may cét tiéu ban (4.4.6) sao cho mat khéi paraffin song song véi mép Iwdi dao,
cét bd nhirng lat dau dén khi lat cét co du cac td chire;

~ Cét lay tiéu ban, do day lat cét tir 3 pm dén 5 um;

— Chon lat cat tiéu ban phang va lay duoc hét cac mo can Iy, tha vao ndi dan tiéu ban (4.4.7) c6 nhiét
dd nwdc tir 35 °C dén 40 °C;

— Dung phién kinh (4.1.1) vét lat cét sao cho lat cit ndm gon trén phién kinh, dyng nghiéng phién kinh
va dé kho.

6.3.3.3 Nhudm tiéu ban

Ngam tiéu ban (6.3.3.2) vao cbc xylen (3.4.2) 3 I&n, thoi gian méi 14n tir 3 min dén 5 min;

— Ngam tiéu ban vao céc etanol tuyét ddi (3.1.1) 2 1an, thei gian méi 1an tir 3 min dén 5 min;
~ Ngam tiéu ban vao céc etanol 90 % (thé tich) (3.1.1), thoi gian tir 3 min dén 5 min;

- Ngam tiéu ban vao céc etanol 70 % (thé tich) (3.1.1), thoi gian tir 3 min dén 5 min;

— Rura tiéu ban duéi voi nedc chay, thoi gian tir 3 min dén 5 min;

— Ngam tiéu ban vao céc thudc nhudm haematoxylin (3.4.3), thei gian tir 3 min dén 5 min;
— Rura tiéu ban duwéi voi niede chay, thei gian tir 3 min dén 5 min;

~ Ngam tiéu ban vao céc thubc nhudm eosin (3.4.4), thoi gian tir 60 s dén 90 s;
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- Rea dwéi voi nwére chay, thoi gian tir 3 min dén 5 min;;

~ Loai bd nwdc con bam trén tiéu ban bang cach ngam tiéu ban vao cée etanol 90 % (thé tich) (3.1.1)
trong thoi gian tir 3 s dén 5 s, sau d6 ngam tiéu ban vao céc etanol tuyét déi (3.1.1) 3 lan, thoi gian
mdi 1&n tir 3 s dén 5 s; chuyén tiéu ban ngam trong céc xylen (3.4.2) 2 1&n, thdi gian méi lan tir 2 min
dén 3 min; gén lamen (4.1.2) vao tiéu ban béng keo déan lamen (3.4.7). D& khd, soi tiéu ban dwéi kinh
hién vi quang hoc (4.1.3).

6.3.4 Doc két qua

M3u dwong tinh khi thay sy hién dién cla Rickettsia- like bacteria ky sinh ndi bao & mé lién két clia gan
tuy v& mang tao nén cac dam bat mau tim clia hematoxylin. Sy bién ddi mé hoc déc thu & té chire gan
tuy thé hién & viéc Rickettsia- like bacteria bao vay xung quanh cac mach mau nhd & giai doan sém cua
bénh, sau @6 ching tin cong vao trong cac mach mau, tdn tai ty do trong d6 va lam mau chuyén duc.

7 Kétluan

Tém hum dugc xac dinh 1a nhiém bénh sira do Rickettsia- like bacteria khi c6 d&c diém dich t&, triéu
chitng 1am sang, bénh tich dién hinh clia bénh va c6 két qua dwong tinh mét trong ba phwong phap sau:

— Phat hién Rickettsia- like bacteria trong mau tdm hum bang phwong phap nhuém Giemsa;
- Co két qué duong tinh véi Rickettsia- like bacteria béng phwong phap PCR;

— Thé hién nhitng d4u hiéu mé hec déc trwng cho bénh stra.
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Phu luc A
(Quy dinh)

Thanh phén va chudn bj thubc thir

A.1 Dung dich Giemsa dam dic

A.1.1 Thanh phin

Giemsa (dang bét) 1,09

Glyxerin 66 mi

Cdn metanol nguyén chét 66 mi
A.1.2 Chuén bj

Lam néng glyxerin trong bé G nhiét (4.2.2). Thém thuéc nhudém Giemsa trdn déu va G trong 2 h. Sau d6
dé ngudi va thém cdn metanol va gi® trong khoang 2 tuln trudce khi st dung.

Khi sir dung pha loang theo ty 1& 1 : 10 (thé tich) trong dung dich d&ém phosphat 0,01 M (pH = 7,0) va
gitr trong 30 min.

A.2 Dung djch dém phosphat

A.2.1 Thanh phén

Dung dich natri hydrophosphat 9474
Dung dich kali dihydrophosphat 9,08¢g
Nuwdre cht 900 ml

A.2.2 Chuln bj

Hoa tan natri hydrophosphat, kali dihydrophosphat trong nwéc cét va léc cho tan hét.

A.3 Dung dich dém TAE hodc TBE

A.3.1 Thanh phén

Dung dich TAE (hoac TBE) 10X 100 ml
Nuwé&c da khir ion 900 mi
Téng: 1000 m! dung dich TAE (ho&c TBE) 1X
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A.3.2 Chuén bj

LAy 100 ml dung dich TAE (TBE) 10X hoa chung véi 900 mi nwéc khir ion, khudy va lac déu.

Bao quan & nhiét @ phong.

A.4 Thubc nhudém Hematoxylin (dung dich Hematoxylin — Mayer)

A.4.1 Thanh phin

Hematoxylin dang tinh thé 1g
Natri iodat 02g
Amoni alum sulfat (ho&c kali alum sulfat ) 50g
Axit citric 19
Chloral hydrat 50g
Nuwéc cét 1000 ml
A.4.2 Chuln bj

Hoa tan hematoxylin trong nwéc, sau d6 cho natri iodat va amoni alum sulfat ho&c kali nhém sulfat, hoa
tan, tiép tuc cho axit citric va chloral hydrat rdi loc qua gidy loc.

Bdo quan dung dich d4 pha trong chai t6i mau.

A.5 Thudc nhuém Eosin

A.5.1 Thanh phén

Eosin Y 19
Etanol 70 % (thé tich) 1 lit
Axit axetic 5ml
A.5.2 Chuin bj

Thém tir 2 giot @én 3 giot axit axetic vao etanol 70 % (thé tich) (3.1.1). Hoa tan eosin trong cén, sau dé

thém axit axetic rdi loc qua gidy loc.

Bao quan dung dich da chuén bj trong chai téi mau.

A.6 Dung dich Davidson
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A.6.1 Thanh phin
Etanol tuyét déi (3.1.1) 330 ml

Formalin (dung dich nuéc béo hda khi formaldehyd, tir 36 % dén 38 %) 220 ml

Axit acetic 115 ml
Nuwéc cat 355 ml
A.8.2 Chuln bj

Hoa tan axit acetic, formalin va etanol trong 355 ml nuwéc cét, khudy va lic déu.

Bao quan & nhiét @6 phang.

TCVN 8710-17:2016
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Phuluc B
(Tham khao)

Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN c6 st dung hoa chét nguy hidm va c6 kha néng gay hai néu
thao tac khéng cin than. Do vdy, nén tranh tiép xuc tryc tiép voi da va hit phai hoi clia cac hoa
chit nay. Luén ludn deo ging tay, khdu trang, mic quén 4o bao hd khi thiere hién céc thao tac nay.

Quy trinh tach chiét ADN s dung kit tach chiét ADN: DNAeasy® Blood & Tissue Kit (250) (Cat No. 69506):
~ Nhd 20 pl protease K vao éng ly tam 1,5 ml;

~ Chuyén 30 mg bénh pham (hoac tir 100 yl dén 200 pl bénh phdm méau) (6.2.1) vao éng ly tam da co
protease K;

—~ Thém 200 pl dung dich AL (Lysis buffer);

— Trdn ky huyén dich trong 15 s, sau d6 ly tam nhanh béng may spindown (4.3.4);

~ U &m & 56 °C trong 10 min, sau d6 ly tdm nhanh b&ng may spindown (4.3.4);

~ Thém 200 l etanol tuyét déi (3.1.1) vao éng ly tam;

— Trén ky huyén dich trong 15 s, sau d6 ly tam nhanh béng may spindown (4.3.4);

— Hut 420 pl huy&n dich trong éng ly tam trén, chuyén sang cét ly tam c6 éng thu & duéi;
- Ly tam bdng may ly tam (4.3.2) véi gia téc 6 000 g trong 1 min & nhiét dd phong;

~ Thém 500 i dung dich AW1 (Wash buffer 1) vao cét ly tam c6 éng thu & duwéi;

— Ly tam bang may ly tam (4.3.2) véi gia téc 6 000 g trong 1 min & nhiét do phong;

— Thay éng thu & dwéi cot ly tam;

— Thém 500 pl dung dich AW2 (Wash buffer 2) vao cot ly tam c6 éng thu & duwéi;

- Ly tdm bang may ly tam (4.3.2) véi gia téc 20 000 g trong 3 min & nhiét 36 phong;

— Chuyén cét ly tam sang éng ly tdm 1,5 ml;

~ Nh6 200 pl dung dich AE (Elution buffer) vao cét ly tdm va gite & nhiét do phong 1 min;
— Ly tam béng may ly tam (4.3.2) v&i tbc d6 6 000 g trong 1 min;

~ Chuyén ADN da thu dwgc sang éng 1,5 ml khac.
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