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Bénh thuy san - Quy trinh chan doan -
Phan 12: Bénh vi bao tir do Enterocytozoon hepatopenaei & tdm

Aquatic animal diseases - Diagnostic procedure -

Part 12: Microsporida diseases by Enterocytozoon hepatopenaei in shrimp

CANH BAO - Viéc ap dung tiéu chuin nay cé thé lién quan dén cac vt liéu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chudn nay khéng thé dwa ra dwoe hét tit ca cac van dé an toan lién
quan dén viéc str dung chiing. Ngwoi sir dung tiéu chuidn nay phai tw thiét 1ap cac thao tac an
toan strc khoe thich hep va xac dinh kha ndng ap dung cac gié¢i han quy dinh trwéc khi su dung

tiéu chuén.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chan doan bénh vi bao t& do Enterocytozoon hepatopenaei gay ra &

tom.

2 Thuit ng® va dinh nghia
Trong tiéu chuén nay st dung cac thuét nglr va dinh nghta sau:

21
Bénh vi bao t (microsporida disease)
Bénh do Enterocytozoon hepatopenaei va mét sé ki sinh tring thuéc giébng Thelohania (Agmasoma) ky

sinh trong cac t& bao gan tuy, co lung va co bung cla cac loai tom.

CHO TRCH C&C Ki SIND WGNG 8y DENN v D&C 1 S RiCh thaT T i 3

i va chu tao phirc iap, m& D80 1 ring cb finn Séu CuL,
kich thwee 0,7 pm x 1,1 pm va don nhan, phia redc cpc nang co W 5 vang dén 6 vong soi 1o, co khéng bao phia sau, co dia
bam gén véi soi to & dAu cpc nang, vach té bao G&m dac méng. Vach té bao céu tao gdm mang sinh chét, lop ndi béo séng
déy khodng 10 nm vé I&p dam déc & ngoai bac day khodng 2 nm. Béo t tring cé mang té bac 2 16p boc ngoai va cé hé co
quan dinh d3c treng gidp cho ching chui vao té bao vat chil.
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3 Thudc thir va vat lidu thie

Chi s dung thudc thi¥ loai tinh khiét phan tich, s dung nwée cit, nwédc khir khodng hodc nudc cd dd
tinh khiét tvong duong, trir cac trudng hep ¢é quy dinh khac.

3.4 Thudc 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 liéu thir ding cho phwong phap chin doan bing PCR

3.2.1 Cap médi (primes), gdm mdi xudi va mdi nguoc.

3.2.2 Agarose.

3.2.3 Dung djch dém TAE (Tris-brorate - EDTA) hodc TBE (Tris-acetate — EDTA) (xem A.1).
3.2.4 Chéit nhudém mau, vi dy: Sybr safe.

3.2.5 Chét dém tai mau(Loading dye 6X).

3.2.8 Dung dich dém TE (Tris-axit etylendiamintetraaxetic).

3.2.7 Thang chudn AND (Marker)

3.2.8 Nwdc tinh khiét, khdng co nuclease.

3.2.9 Kit tach chiét ADN (acid deoxyribo nucleic), protein K.

3.2.10 Kit nhan gen (PCR Master Mix Kit).

3.3 Thuéc thir va vt liéu dung cho phwrong phap kidm tra bénh tich vi thé bing parafin

3.3.1 Formalin 10 %, dwoc chuan bi t dung dich formaldehyde 38 % va dung dich mudi dém
phosphat (PBS) (ty 1& thé tich 1 : 9).

3.3.2 Xylen.

3.3.3 Dung dich Davidson (xem A.2).

3.3.4 Thubc nhudém Haematoxylin (xem A.3).
3.3.5 Thudc nhudém Eosin (xem A.4).

3.3.6 Parafin, c6 do nong chay tir 56 °C dén 60 °C
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3.3.7 Keo dan lamen.
3.4  Thuéc thir va vat lidu dung cho phwong phap nhuém tiéu ban twoi

3.4.1 Thudc nhudm lugol iodine (xem A.5).

4 Thiét bi, dung cu

Si dung thiét bj, dung cu théng thuéng clia phong thr nghiém sinh hoc va nhirng thiét bi, dung cu sau:
4.1  Thiét bj dung cu diing chung

4.1.1 Lam kinh, vo tring.

4.1.2 Lamen, vo tring.

4.1.3 Kinh hién vi quang hoc, vat kinh 10 X, 20X, 40 X v& 100 X.

4.2 Thiét bi, dung cu diing cho phwong phap chin doan bing PCR

4.2.1 May nhin gen (PCR).

4.2.2 May ly tam, co thé ly tam véi gia téc 6 000 g va 20 000 g.

4.2.3 May lic trén vortex.

4.2.4 May spindown.

4.2.5 BO dién di, gdm bd ngudn va bé chay dién di.

4.2.6 May doc gel.

4.3 Thiét b, dung cy ding cho phwong phap kiém tra bénh tich vi thé bang parafin
4.3.1 Khudn nhya, loai chuyén dyng cho lam tiéu ban vi thé.

4.3.2 May xtr ly mdu mé ty dong.

4.3.3 Nbi dun parafin, c6 thé duy tri nhiét d6 tir 56 °C dén 65 °C.

4.3.4 Khay sat, loai chuyén dung cho lam tiéu ban vi thé.

4.3.5 May lam lanh tiéu ban, ¢6 thé duy tri nhiét o tr &m 10 °C dén 4 °C.

4.3.6 May cat tiéu ban, cit & d6 méng tir 3 ym dén 5 pm.

4.3.7 Nbi dan tiéu ban, co thé duy tri nhiét dd tir 35 °C dén 65 °C.



TCVN 8710-12 : 2015

5 Chén doan lam sang
5.1 Dic diém dich té

— Bénh thwdng xay ra trén cac loai tom thude ho tdm he (Penaeidae) nhuw tdm st (Penaeus monodon),
tdm he (P. merguensis), tdm chén trang (P. vannamei), tém nau (P. aztecus), P. setiferus... Ngoai ra,
bénh con gdp trén mot sé loai nhu tém d4t, tdm cang xanh, cua, ghe, gidp xac phi du Artemia,
Copepoda;

— Tém thuwéng nhiém bénh & giai Goan rat sém, tir 10 ngay dén 15 ngdy sau khi tha gibng va & cac
giai doan cua tém nudi;

— Ty 1& chét co thé tlr 7 % dén 80 % sb tom trong ao nudi;
— Ky sinh trung ky sinh trong cac té bao gan tuy, co lung va co bung cda cac loai tém;

— Bénh c6 thé I3y nhiém tre tiép theo truc ngang tir cac loai ¢4 trong ao nudi, gian tiép t ca tap dung
lam thirc @n cho tdm hoéc lay nhiém theo truc doc qua tém b me nhiém vi bao t& tham gia sinh san;

— Bénh ¢ thé xdy ra quanh ndm va phan bé hau khip cac vung nudi tdm.
5.2 Triéu chirng lam sang
— Tém bi bénh co thé yéu, kém an, hoat ddng cham chap va sinh tredng cham,;

— Xuét hién cac dam mau trdng duc ho&c tréng slra trén viing co lwng, co bung va khéi gan tuy. O tém
I&n, cac dam mau trdng thé hién rd hon & phan lung tir gan tuy dén phan gitra than;

— Trén tém bénh nang, nhirng 8am mau trdng dén chiém chd cac viing co lung, co bung va khéi gan tuy.
5.3 Bénh tich

— Gan tuy tém bénh ndng hoai t (dich héa), tdm nhe khong ¢é déu hiéu rd rang;

— Tém bénh niding yéu va chét, gan tuy théi rira rét nhanh:

— DéAu hiéu md bénh hoc: mé hinh dng gan tuy hau hét hoai ti (rdng) va c6 chira nhidu giot mé&. Mat
s6 té bao trén mé hinh éng triong to chira ddy cac hat nhd, nhan phan hoa;

— Trén cac lat cdt mé hoc ¢lng cho thay sw chiém ch clia cac vi bao tl trong mé co, mé clia khéi gan tuy.
6 Chan doan trong phong thi nghiém

6.1 Phwong phap PCR (Polymerase Chain Reaction)
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6.1.1 LAy miu

Sé lwong tdm trén mdi mau phu thude vao kich ¢& clia tdm:
- Tém giéng: lay tir 5 con/mau dén 10 con/méu;
— Tom tredng thanh, tdm bd me: 14y t&r 3 con/mAu dén 5 con/mAu.

6.1.2 Bao quan miu

Trong qua trinh van chuyén, mau dwoc bdo quan & nhiét dd tir 2°C dén 8 °C khéng qua 24 h hodc bio
quén trong etanol tuyét déi (3.1.1):

Mé&u chuyén dén phong thi nghiém néu chwa phan tich ngay phai dwoc bdo quan & nhiét 85 &m 20 °C
dén am 80 °C hodc trong etanol tuyét déi (3.1.1).

6.1.3 Chudn bi mau

Déi véi tdom gibng va hau 4u triing: s dung nguyén con:
Dai véi tém bé me, tém thuong phdm: cét 14y mot phan khéi gan tuy.
Lirgng mau can chudn bi: khoang 30 mg.

6.1.4 Cach tién hanh
6.1.4.1 Tach chiét ADN

S dung bo kit tach chiét (3.2.9) thich hgp va an toan theo hwéng dén clia nha san xuét.

V| DU: St dung kit tach chiét ADN: DN&asy" Blood & Tissue Kit (250) (Cat No. 68506)" (xem phuy luc B).
6.1.4.2 Chuin bi mbi

Phan trng khuéch dai dugc thuc hign trong may nhan gen (4.2.1) theo phwong phap PCR khuéch dai
doan gen dic hiéu clia Enterocytozoon hepatopenaei st dung cip méi MF1/ MR1(3.2.1). Trinh ty cép
méi dwerec néu trong bang 1.

Bang 1 : Trinh tw cdp méi !

Méi | Trinh tw Cap mbi

|
MF1 | 5-CCG-GAG-AGG-GAG-CCT-GAG-A-3'
MR 1 5-GAC-GGG-CGG-TGT-GTA-CAA-A-3’

1

' Théng tin nay dua ra tao didu kién thuén ién che ngudt st dung tiéu chuln va kndng &n dich sl dung sdn phdm cla nha cung
cép nay. Co thé si¥ dung cac san phdm trong tw néu cho cac két qua twong duong.
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Cap mdi MF1/ MR1dlng @& khuéch dai doan gen clia Enterocytozoon hepatopenaei ¢é Kich thudc 851 bp.

Mbdi dwoc chuan bi nhw sau:
Chuan bj mbi gée:

— Mbi & trang thai dong khd phai duwoc ly tm nhanh bing may spindown (4.2.4) trong 30 s dé mdi ldng
xudng day éng tridc khi mé va hoan nguyén. Khi hoan nguyén, nén ding dung dich dém TE (3.2.6) aé
hoan nguyén méi & ndng @6 200 pM lam mai gdc.

Chun bi mdi st dung
~ M&i st dyng & ndng d 20 uM: pha loang mi géc béng nwéc (3.2.8) (10 ul méi gbc va 90 pl nuér).

6.1.4.3 Tién hanh phan irng PCR

Sl dung cap mdi da dwoc chuln bi (6.2.4.2) st dung kit nhan gen (3.2.10) theo huwéng dan cla nha san
Xuét.

Vi DU: St dung kit nhan gen ciia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot: 00316656)
Thanh phén ¢ho 1 phén (ng dwec néu trong bang 2

Bang 2: Thanh phan phan ng PCR

Thanh phan Thé tich
Tag PCR Master Mix Kit 12,5 ul
Mbi xudi 20 pM 1,25yl
Maéi nguoge 20 pM 1,25 pl
Nuwéc khong cé nuclease 7.5l

Tdng thé tich 22,5l

Chuyén 22,5 pl hdn hop nhan gen vao méi ng phan (eng:

Mau kidm chirng duwong: Cho 25 pl m3u ADN g3 duoc gidm dinh hodc si dung cac chung
Enterocytozoon hepatopenaei chuén.

Mau kiém chieng &m: Cho 2,5 ul nwdc (3.2.8).

MAu thik: Cho 2,5 yl m&u ADN kiém tra vao éng phéan ing.

% Thang tin nay diwa ra tao didu kién thuan tién cho ngudi s dung tiéu chudn va khéng &n dinh st dyne sén pham nav. Co
tné si dung cac san phém tuong tu néu cho cac két qué twong duong.

10
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Tién hanh phan (*ng PCR bang may nhan gen (4.2.1) da cai dat chu trinh nhiét dwoc néu trong bang 3.

Bang 3 : Chu trinh nhiét cta phan (rng PCR

Nhiét do Thei gian 86 chu ky
94 °C 30s
55 °C 30s 35
72°C 90's
72°C 5 min 1

CHU THiCH:

- Phan (rng PCR phdi bao gém: mAu kiém tra, mau kiém chirng dreng va mau kiém chirng am;

- M&u va nguyén liéu cho phan (rng PCR can @4t trong khay @4 lanh trong sudt qua trinh chudn bj hdn hop phan Gng.
6.1.44 Piéndi

6.1.4.4.1 Chuln bj ban gel

Pha thach v&i nédng dé agarose (3.2.2) t 1,5 % dén 2 % bang dung dich dém TBE 1X hodc TAE 1X
(3.2.3) vao chai thuy tinh 250 ml, Iac déu rdi dun séi;

Khi nhiét @6 giam xudng khoang 40 °C dén 50 °C thi bé sung 10 ul chat nhuém mau (3.2.4) vao mdi
100 ml thach. L&c nhe tranh tao bot dé chat nhudm mau tan déu.

Tién hanh @b thach vao khay dién di da dwoc cai lvgc; khong nén d6 ban thach day qua 0,8 cm.
Khi ban thach dang lai thi tién hanh g& lwgc khdi ban thach.

Chuyén ban gel vao bé dién di (4.2.5), @ dung dich dém (3.2.3) cung lcai véi dung dich pha thach
agarose da dun vao bé dién di cho téi khi ngap bén thach.

CHU THICH: Cé thé dung cAc san phdm c& sin chét nhudm ADN dé pha ché thach agarose (vi dy: Sybr safe ADN gel stain >
va st dung theo quy dinh clia nha san xuét.

€.1.4.4.2 Chay dién di

HGt 2 pl chat dém tai mau (3.2.5) vao § i san phdm PCR tron déu va cho vao céc giéng trén ban
thach.

% San pham do hang Invitrogen cung c4p. Théng tin nay dwa ra tao diéu kién thuan tién cho ngudi st dyng tigu chudn va khong &n
dinh st dyng s&n pham nay. Co thé sl dyng cac sén pham trong tw néu cho cac két qua twong dwong.

11
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Thye hién dién di trong bd dién di (4.2.5), chay kém theo thang chun ADN (3.2.7) @& dy doan kich
thuwédc san phdm khuéceh dai. HGt 10 pl thang chuén ADN (3.2.7) vao mét giéng trén ban thach.

Pién di & hiéu dién thé 100 V trong thdi gian 30 min.
6.1.4.5 Poc két qua
Sau khi dién di, oc két qua trén may doc gel (4.2.6) theo bang 4.

Bang 4: Két qua dién di

Giéng Sén pham c6 kich thuéc 951 bp Két qua
Thang chuén ADN Sang va chia vach r rang Dién di tét
Co Hén hop phan (ng PCR tét
Mau kiém chirng "
dusomg tinh Khéng Mau kiém chirng dwong tinh
hdng hodc enzym hong
M3u kidm chirng am Khéng Khéng bi tap nhiém
tinh cé Bi tap nhiém
Co Dwong tinh voi vi bao tr
Ma&u thi -
Khéng Am tinh voi vi bao t

Panh gia két qua:

Két qua mau thir dwong tinh khi: tai giéng m3u thir xudt hién vach sang cé kich thuée 951 bp. Thang
chun ADN phan vach ré rang, mau kiém chirng duong cé kich thwdc 951 bp, miu kiém chirng 4m
khéng cé vach sang.

Két qua méu th(r am tinh khi: tai giéng mau thi khong xuét hién vach sang. Thang chudn ADN phan
vach ré rang, mau kiém chirng duwong ¢ kich thieéc 951 bp, mAu kim chirng am khéng cé vach sang.

6.2  Kiém tra bénh tich vi thé bing phwong phap parafin
6.21 Liy mdu

Xem 6.1.1.

6.2.2 Bao quan mau

M&u bénh phdm dwoc dam bdo ngap trong Davidson (3.3.3) dam bdo thé tich mau bénh phdm va

Davidscn {2.3 2) dat ty 1é khodng 1 : 10 tranh g v& roi vai Davidson (3.3.3) ra ngoai mai trwdmng: khi

-

12
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atri mAu dén phong thi nghiém, bao géi lo chira mau bang tui nilon, miéng tui dugc dan kin. Trong phong
thi nghiém, néu chwa xét nghiém ngay, miu phai dwoc bd sung Davidson (3.3.3) hodc thay méi bing
formalin (3.3.1), @&m béo thé tich mAu bénh phdm va formalin (3.3.1) dat ty 1& khoang 1 : 10.

6.2.3 Chuén bj miu

Déi voi tdm gidng va hau Au trung 4y nguyén con;

Déi véi tdm bd me hodc tdm thuong pham cat toan bé phan gidp dau nguc (< 1 ecm?);

MZu bénh pham cé dinh trong Davidson (3.3.3) khoang t&r 24 h @én 72 h tiy thude vao kich thwée mau;
M3u bénh pham dwoc chuyén sang cé dinh trong formalin 10 % (3.3.1) khéng quéa 24 h.

Léy mau bénh phdm cé dinh trong formalin 10% ra, c&t miéng nhé day khodng 1 mm, dai khodng 1 ¢cm
cho vao khuén nhya (4.3.1).

6.2.4 Céach tién hanh

6.2.4.1 Bic khudn

Dat khudn nhya (4.3.1) rlra dudi voi nwdc chay, thdi gian tir 2 h dén 3 h;

Ngam khudn nhua vao céc etanol 70 % (thé tich) (3.1.1), thei gian tlr 2 h @én 3 h;
Ngam khudn nhira vao cdc etanol 90 % (thé tich) (3.1.1), thoi gian tlr 2 dén 3 h;
Ngam khudn nhya vao cée etanol tuyét @6i (3.1.1) 1an thir 1, thoi gian tir 2 h @én 3 h;
Ngam khudn nhwa vao cbc etanol tuyét déi (3.1.1) thir 2, théi gian tlr 2 h @én 3 h;
Ngam khudn nhya vao cbe xylen (3.3.2) 1an thir 1, théi gian tir 2 h @én 3 h;

Ngam khudn nhya vao cée xylen (3.3.2) Ian thir 2, thei gian tir 2 h Gén 3 h;

Ngam khuén nhia vao cbe parafin (3.3.6) Ian thir 1, thei gian tir 2 h dén 3 h;

Ngam khudn nhira vao cée parafin (3.3.8) Ian thir 2, thoi giantir 2h dén 3 h;

CHU THICH: Néu st dung may x( Iy m3u mé tw 6ng (4.3.2) thi tién hanh tiép theo tr bwéc ngém etanol.

Duc khudn: rét parafin (3.3.6) nong chay tir ndi dun parafin (4.3.3) vao khay sét (4.3.4), g&p bénh phdm
tlr khudn nhira @3t vao khay sét, @at khudn nhyra (4.3.1) 1én trén. D& ngudi, tach lay khéi parafin.

6.2.4.2 Céttiéu ban

13
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— Cét got khdi parafin cho béing phang, @4t trén mat may lam lanh (4.3.5);

— Dat khéi parafin 1&én may cét tiéu ban (4.3.6) sao cho mat khéi parafin song song véi mép Iwdi dao,
cét bo nhixng lat d4u @én khi 1at cit co du cac td chirc;

— Chét lay tiéu ban, @6 day Iat cat tir 3 ym dén 5 pm;

- Chon lat cét tiéu ban phang va lay dwoc hét cac md can lay, tha vao ndi dan tiéu ban (4.3.7) cé
nhiét 4o nwéc tir 35 °C dén 40 °C;

— Dung phién kinh (4.1.1) vét dén lat cét bang, dwng nghiéng va ¢é khé.

6.2.4.3 Nhudm tiéu ban

- Ngam tiéu ban (6.2.4.2) vao cdc xylen (3.3.2) 3 Ian, théi gian méi [An tir 3 min dén 5 min;
~ Ngam tiéu ban vao cbc etanol tuyét @éi (3.1.1) 2 lan, thoi gian mai Ian t& 3 min @én 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), thai gian tir 3 min dén 5 min:

— Rura tiéu ban duéi voi nude chay, thei gian ti 3 min dén 5 min;

— Ngéam tiéu ban vao cée thubc nhudm haematoxylin (3.3.4), thoi gian tir 3 min dén 5 min;
— Rira tiéu ban dwéi voi nwde chay, thei gian tir 3 min dén 5 min;

— Ngéam tiéu ban vao céc thubc nhudém eosin (3.3.5), thai gian tir 60 s dén 90 s;

~ Rira dwéi voi nwéc chay, thdi gian tir 3 min dén 5 min;;

nr o ra 4

- Loai bd nwde con bam trén tiéu ban bang cach nigam tidu ban véo cbe etancl 80 % {thé tich) (3.1.1)
trong thdi gian tir 3 s dén 5 s, sau d6 ngam tiéu ban vao cée etanol tuyét @bi (3.1.1) 3 1An, théi gian mai
lan ti 3 s dén 5 s; chuyén tiéu ban ngdm trong céc xylen (3.3.2) 2 I&n, thoi gian mai 14n t 2 min dén 3
min; gan lamen (4.1.2) vao tiéu ban bang keo dan lamen (3.3.7). D& khd, soi tiéu ban dwéi kinh hién vi
quang hoc (4.1.3).

6.2.5 Doc két qua

M&u dwong tinh khi thay sy hién dién cla cac vi bao tlr trong té bao chét cla té bao bidu mé gan tuy

voi cac dau hiéu mé hoc:

— Té bao biéu méd éng can tuy trrong to. nhan bi phan hda va chira day cac hat wa acid, tao thanh dam

uuuuu
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- Ong gan tuy clia nhitng con tém bj nhiém bénh nang bj gian réng, hoai ti (rdng) va cé thé chira céc
giot dau;

Quan sat md bénh hoc cho thay cac dam mau tring Ién clia vi bao ti din thay thé éng gan tuy, da day
va phan co bung.

6.3 Phwong phap nhudm tiéu ban twei
6.3.1 Ly mau

Xem 6.1.1.

6.3.2 Bao quan miu

Mau tdm duoc van chuyén dén phéng thi nghiém phai cén sbng va dwoc bao quan & nhiét db tir 2 °C
dénsC:

Tém cén sbéng ¢ nhixng ddu hiéu 1am sang @ac trvng clia bénh vi bdo tlr, dwee chuyén dén phong thi
nghiém dwng trong tdi nilon (chira khéng qua 1/3 nwdc) co bom oxy.

6.3.3 Chuén bj miu

M&u st dung nhudm tiéu ban twoi phai con séng hoac vira méi chét.

Tach phan giap dau nguc va Iy khéi gan tuy bén trong rdi dat 1én lam kinh (4.1.1) sach.
6.3.4 Cach tién hanh

Dung lamen tan nhd khéi gan tuy, dan méng khédi gan tuy trén lam kinh, nhé tir 2 giot dén 3 giot thubc
nhudm lugol odine (3.4.1) va day lamen I1&n rdi quan sat dwéi kinh hién vi;

Quan sat v&i vat kinh 10 X, 40 X va100 X.
6.3.5 Doc két qua

Mau tdm dwong tinh néu quan sat duwéi kinh hién vi (4.1.3) cho thy sy xuét hién cla céc vi bao tlr o
hinh gigt nwéc, dlrng thanh tirng dam maot va bat mau nau xam ctia thube nhudm lugol iodine;

fomrme @b A8 ek AAA [PTRY S A L
U QUEN B8L O Vat kink 100 X che sy re adh GEUWEE ©

(I

N

- Cac bao tlr chwa trwdng thanh dwece bao boc bdi mét I6p mang plasma bén trong va bén ngoai la
I&p mang ngoai bao t& Ia protein;

~ O bao tr trwdng thanh cé thé quan sat thay nhan ndm sau bén trong cac soi cuc, dia bam va dia

cwe gdm nhiéu phién méng cla né

15
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7 Kétluan

MA&u tdm dwoc xac dinh nhiém bénh vi bao tlr do Enterocytozoon hepatopenaei khi cé dac diém dich
t&, triéu chirng 1am sang, bénh tich d3c trng clia bénh va: cé két qua duong tinh mét trong hai
phwong phap sau:

— Phuong phap PCR c6 két qua dwong tinh voi Enterocytozoon hepatopenaei;

~ Mau cit mé thé hién nhirng ddu hiéu bénh tich vi thé déc trwng cho bénh vi bao tir.

16
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Phuiuc A
(Quy dinh)

Thanh phén va chuan bj thubc thir

A.1 Dung djch dém TAE hodc TBE

A.1.1 Thanh phin

Dung dich TAE (hodc TBE) 10X: 100 m!
Nwdc kher ion: 900 ml
Téng: 1000 mi dung dich TAE (TBE) 1X
A.1.2 Chuén bj

L4y 100 m! dung dich TAE (TBE) 10X hoa chung v&i 900 ml nwdc khir ion, khudy va lac déu.

Bao quan & nhiét do phong.

A.2 Dung dich Davidson
A.2.1 Thanh phin
Etanol tuyét déi: 330 ml

Formalin: 220 ml
(dung dich nwéc bao hda khi formaldehyde Ia dung dich tir 36 % dén 38 %)

Axit acetic: 115 ml

Nwéc cét: 355 ml

A.2.2 Chuén bj

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

Bao quan & nhiét @6 phong.
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A.3 Thudc nhuém Hematoxylin (dung dich Hematoxylin — Mayer)

A.3.1 Thanh phan

Hematoxylin dang tinh thé: 19
Natri iodat: 02g
Amoni alum sulphate: 50g

(hodc Postasium alum sulphate)

Axit citric: 19
Chloral hydrate: 50g
Nuérc: 1000 ml
A.3.2 Chuin bj

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

Bao quan dung dich da pha trong chai ti mau.

A.4 Thubc nhudm Eosin

A.41 Thanh phan

Eosin Y: 19
Etanol 70 % (thé& tich) 1 lit
Axit axetic: 5ml

A.4.2 Chuén bj

Thém tlr 2 giot d&n 3 giot axit axetic vao etanol 70 % (thé tich) (3.1.1). Hoa tan eosin trong etanol,
sau d6 thém axit axetic rdi loc qua gidy loc.

Bao quan dung dich @& chudn bj trong chai téi mau.
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A.5 Thudc nhudm lugol iodine

A.5.1 Thanh phin

Kali iodua: 6g
1-6t: 4g
Nudéc cét: 100 ml
A.5.2 Chuén bj

Trdn 6 g Kali iodua va 4 g i-ét vao 100 ml cho nuédc cét, Iac cho tan. D& yén trong 24 h sau d6 duoc loc

qua gidy loc.

Dung dich dwec gilr trong chai mau nau & nhiét 46 phong dé tranh sy két tla. Dung dich cé thé dwoc

gilr trong nhiéu tudn nhung nén thinh thodng loc Gé loai bd cac hat két tha co thé xuét hién.
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Phu luc B
{Tham khao)

Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN cé sir dung hoa chat nguy hiém va c6 kha ning géy hai néu
thao tac khéng cin than. Do vay, nén tranh tiép xic trye tidp v&i da va hit phai hoi cla cac hoa
chét nay. Luén ludn deo ging tay, khdu trang, mac quin ao bao hd khi thiec hién cac thao tac

nay.
Quy trinh tach chiét ADN st dung kit tach chiét DNeasy®Blood & Tissue Kit (250) (Cat No. 69506):

Nhé 20 pl protease K vao éng ly tam 1,5 ml;

f

—  Chuyén 30 mg mau bénh pham (6.1.3) vao éng ly tam da ¢t protease K;

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

~  Trén ky huyén dich trong 15 s, sau d6 ly tam nhanh bang may spindown (4.2.4);

- U &m & 56 °C trong 10 min, sau dé ly tam nhanh béng may spindown (4.2.4);

—  Thém 200 pl etancl tuyét déi vao éng ly tam:;

—  Trén ki huyén dich trong 15 s, sau dé ly tdm nhanh bang may spindown (4.2.4);
—  HUt 420 pl huyén dich trong éng ly tam trén, chuyén sang cét ly tam co éng thu & dudi:
- Ly tdm béng may ly tam (4.2.2) v&i gia tc 6 000 g trong 1 min & nhiét dé phang;
- Thém 500 pl dung dich AW1 (Wash buffer 1) vao cét ly tdm cé éng thu & duwéi;

- Ly tdm béng may ly tam (4.2.2) v&i gia téc 6 000 g trong 1 min & nhiét A& phong;
~  Thay éng thu & dwéi cot ly tam:;

—  Thém 500 pl dung dich AW2 (Wash buffer 2) vao cdt ly tam cé éng thu & dwéi;

- Ly tam bang may ly tdm (4.2.2) v&i gia téc 20 000 g trong 3 min & nhiét dé phong;

™ F. e, im, = 2 e
- i..«:r...'y:l:\.\.'i.:y ieilt 2ang i |

th
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- Nhd 20C pi dung dich AE {Elution buffer) vao cdt ly tam va gilr & nhiét dé phong 1 min;
- Ly tadm bang may ly tam (4.2.2) v&i gia téc 6 000 g trong 1 min;

—  Chuyén 8DN 82 thy dwoc sang dng 1.8 ml khac
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