KHOA HOC CONG NGHE

BUOC DAU NGHIEN CUU BENH NAM TREN CA TAM
(Acipenser sp.) NUOI TAI THUA THIEN - HUE

TOM TAT

Nguyén Ngoc Phu6c!”, Nguyén Thi Hué Linh!,
Nguyén Thi Thu Giang?, Nguyén Thi Xuin Hong?

Nghién ctru duoc thuc hién nham xac dinh loai vi n4Am nhiém trén c4 tAm nuoi tai Thira Thién - Hué va xac
dinh nong do diét ndm cta formalin va NaCl dé tmg dung trong phong tri bénh nam. Tir 5 mau ca tim bi 1&
loét va 10 mau ca khong cé ddu hiéu dién hinh da phan 1ap duoc 5 chiing vi ndm khi nuéi cdy trén moéi
truong PDA & nhiét do 28°C trong 4 ngay. Cac ching ndm thuan duoc dinh danh dua trén dic diém hinh
thai trong méi truong PDA, qua trinh sinh san vé tinh cia ndm va bang phuong phap sinh hoc phan tir (giai
trinh tir doan gen Jits). Két qua da dinh danh cho thay ca 5 chiing vi nAm khi phan 14p trén c4 tAm déu la nim
thtty mi Achlya bisexualis. Formalin va NaCl déu c6 kha nang khang nam trong diéu kién in vitro. Formalin
voi liéu luong 75-150 ppm va NaCl véi nong do 2-2,5% c6 kha nang tic ché sy phat trién cta 5 chiing nAm

nghién ctru khi ngam sau 1 gio.

Tu khoa: C4 tam, Acipenser sp., Achlya, Thira Thién - Hué.

1. M0 DAY

Ca tam (Acipenser sp.) 1a mot loai ca c6 dinh
duong cao va rat co gia tri kinh té, dac biét trimg ca
tam 1a loai thuc phdm duoc wa chudng trén thi treong
quoc té. Ca thm duoc du nhap vao Viét Nam tir nim
2005 ¢ nhitng khu vuyc mién nui, noi c6 khi hau 6n
doi nhu Sa Pa, Da Lat, Yén Bai, Tuyén Quang, Hoa
Binh,... va da tré thanh d6i tong nuodi nudc ngot c6
gia tri kinh té€ cao cho ngudi dan & cac tinh trén.
Nham da dang hoa d6i tuong c4 nuoc ngot va phat
trién kinh té€ cho cac viing mién nui, nam 2019 ca tAm
da duoc nuoi thi nghiém tai huyén A Ludi, la mot
huyén mién ndi nim trong khu vuc dia hinh phia Tay
ctia day Truong Son Béc, co do cao trung binh 600-
800 m so v6i mat nudc bién thugc tinh Thira Thién -
Hué. A Ludi nam trong khu vuc nhiét déi gio mua,
chiu anh hudéng cta khi hau chuyén tiép giita mién
Bac va mién Nam. Nhiét do trung binh trong nam
khoang 22°C- 25°C, la khoang nhiét do thich hop cho
viec nuoi ca tam. Thuc té cho thdy, sau 18 thang
nuodi, ca tAm giong véi kich co 80-100 g/con da dat toi
3-4 kg, ca biét co con dat t6i 5 kg (Trung tAm Khuyén
nong tinh Thira Thién - Hué, 2020). Két qua budc
dau cho thdy, diéu kién khi hau tai huyén A Luéi
hoan toan phu hop cho viéc nuéi c4 tAm va mé ra
trién vong méi cho viéc phat trién kinh t€ nong
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nghiép tai vung nui A Luwdi néi riéng va cac xa, huyén
mién nui thudc dia ban tinh Thita Thién - Hué. Tuy
nhién, do ca tim 1a d6i tuong nuodi maéi cta tinh Thira
Thién - Hué nén hién nay van chua c6 nghién ctru
nao vé dich bénh xay ra trén ca tim. Trong nim
2019, da c6 mot s6 ca tam chét véi ddu hiéu bénh ly
do ndm gay ra nhu 1& loét phan duoéi va xuat hién cac
bui soi mau trang. Vi vay, muc tiéu ctia nghién cttu
nay nham phan lap va dinh danh nim gay bénh
trén ca tam giong nuoi tai Thira Thién - Hué, khao
sat tac dong mot s6 hoa chat dén cac chiing ndm
phan 1ap duoc trong diéu kién 7z vitro nhim cung
cap co s& khoa hoc cho cac nghién cttu sau hon vé
tac nhan giy bénh nay va lam tién dé dua ra cac
phuong phap phong va tri bénh nim hiéu qua
nham pha trién nghé nu6i ca tam tai Thtra Thién -
Hué.

2. PHUONG PHAP NGHIEN CUU

2.1. Dja diém thu mau

Mau ca bénh duoc thu tryc tiép tai ao nuoéi ca
tam tai huyeén A Ludi. 15 con c4 c¢6 dau hiéu bénh ly
xudt huyét 16 loét & viing bung, da ca toi sam, boi 16i
cham, ndi dau. C4 thu duoc dong trong tai nilon 15 L
¢6 suc khi va van chuyén vé Phong thi nghiém Bénh
hoc thuy san, Khoa Thuy san, Truong DPai hoc Nong
Lam, Pai hoc Hué dé phan tich mau. Nhitng mau ca
bénh nay duoc quan sat cac dau hiéu bénh ly bén
ngoai va ddu hiéu bénh tich bén trong co thé trudc
khi nuoi cdy va phan 1ap nam.
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2.2. Phuong phép phan 1ap va xac dinh dic diém
hinh thai n4m

Phan 1ap ndm tir ca duoc tién hanh nhu sau:
dung dao md da duoc tiét tring bang cén 90°C cat
phan co bi xuat huyét 1& loét trén co thé c4, rira qua
nuoc cat 3 lan sau do dat trén moi truong potato
dextrose agar (PDA) c6 bd sung khang sinh
ampicilin va streptomycin voéi liéu luong 500 png/1 moi
loai @€ han ché sy phat trién cda vi khudn [2]. Dung
parafin bao kin lai va 0 & nhiét 6 20°C trong 48 gio.
Sau d6 cac dau soi ndm duoc phan 14p dudi kinh hién
vi va dat vao dia chira méi truong PDA méi. Vi nAm
duoc nudi cdy & nhiét do 20°C trong 72 gid va quan
sat duoi kinh hién vi voi d6 phong dai 100x va 200x
doi voi khudn ty va choi, do phong dai 400x doi voi
tai tui bao tr va 1000 x voi dong bao tix [2].

2.3. Phuong phap dinh danh ndm

DNA ctia cac ching nam phan lap duoc chiét
xudt tr soi khudn ty. Khudn ty tir dia thach duoc
thu bang kep, sau d6 st dung bo kit DNeasy
(Quiagen, Duc) d@é chiét xuat DNA tir soi khuén ty
theo huéng dan st dung ctia nha san xuit. Sir
dung cap méi dic hiéu cho vi nam bac thap ITS1-O
[1] va LR -0 [3] @& khuéch dai gen ifs trén DNA.
San ph4m sau khi khuéch dai duoc gt di giai trinh
tu tai Cong ty Mecrogen Inc., Seoul, Han Qudc.
Két qua giai trinh tu duoc so sanh véi cac ching
Aclya trén GenBank. St dung moé hinh Tamurai-
Nei thuc hién trén 1000 boostrap trén phan mém
MEGA 6.0 dé xay dung cay pha hé.

2.4, Phuong phap xac dinh 4nh hudng ctia NaCl
va formaline (38%) lén su phat trién ctia ndm trong
diéu kién in vitro

Phuong phap xac dinh anh huéng ctia NaCl va
formaline (38%) 1én su phat trién cia ndm trong diéu
kién in vitro dugc thuc hién theo phuwong phap ctua
Oono va Hatai (2007) [8], dwoc mo ta boi Nguyén
Ngoc Phudc va cong su (2008) [6] va Pham Minh
Dtic va Bang Ngoc Tuéan (2012) [11] cu thé nhu sau:

2.4.1. Phuong phdp xdc dinh nong do e ché

Thi nghiém duoc bo tri trén 24 giéng nhya chira
20 ml dung dich méi truong giau dinh dudng
Glucose Yeast Extract (GY) c6 bé sung cac ndong do
formalin 1an luot 12 1200, 600, 300, 150, 75 va 30 ppm
va 0,5; 1; 1,5; 2 va 2,5% NaCl. Méi néng do duoc lap
lai 3 lan. Cat cac khoi thach c6 nadm phat trién voi
duong kinh 5,5 mm dua vao cac giéng va nudi cay &

nhiét do 20°C trong 24 gio. Sau d6 lay khdi thach ra,
rita sach véi nuéc cat 3 1an va dat 1én moi truong GY
agar nuodi cdy & nhiet do 20°C trong 72 gio va quan
sat su phat trién khudn lac ctia ndm. Cac khdéi ndm
nudi cdy trong cac giéng chira moi truong GY khong
b6 sung formalin hodc NaCl duoc st dung lam
nghiém thitc d6i ching.

2.4.2. Phuong phdp x4c dinh nong do tiéu diét

Tt két qua thi nghiém trén, cac néong do thap
nhat tic ché duoc su phat trién ctia ndm sé duoc dung
cho thi nghiém x4c dinh nong do tiéu diét. Cit cac
khoi thach c¢6 ndm phét trién v6i duong kinh 5,5 mm
ngam vao cac giéng chira moi truong GY va hoa chat
trong 10, 20, 30 phat va 1 gid va 24 gio. Sau do lay
khoi thach ra, rtta sach véi nudc cat 3 1an va dat lén
moi truong GY agar nuéi cdy & nhiét do 20°C trong
72 gi® va quan sat su phat trién khu4n lac ctia nim.
Thi nghiém dwoc lap lai 3 lan.

3. KET QUA VA THAO LUAN
3.1. Phan 1ap va dinh danh vi ndm

Tt 15 mau ca tam bi bénh thu duoc tai cac ho
nuodi c4 1ong & Thira Thién - Hué da phan lap duoc 5
chiing vi ndm trén moi truong nudi cdy dac trung
PDA ky hiéu 1a TTH001 dén TTH005. C6 12/15 mau
ca c6 dau hiéu boi 16i cham, bé dn, mau sac co thé toi
sam (Hinh 1A), 5/15 mau ca xuat hién cac vét loét
mau do & vung bung dudi vay nguc va khi quan sat
duéi kinh lap c6 thiy cac soi ndm mau tring (Hinh
1B), day 1a cac d4u hiéu dac trung cia su cAm nhiém
vi ndm trén ca nuéc ngot [6, 8, 9, 10, 11] va cac
chiing vi ndm ciing phan lap duoc tir cac mau ca

Hinh 1. C4 tAm mau sic cothé t3i sim (A) va xuit
hién d6m dé kém theo cac soi n4m mau tring (vong
tron) & phan bung duéi goc vay mang (B)

Cac chting vi ndm nay phat trién trén moi
truong PDA c6 dac diém hinh thai va toc do phat
trién khuén lac va qua trinh sinh san vo tinh giong
nhau. Sau 5 ngay nuéi cdy & nhiét do 25°C, cac ching
vi ndm tao khudn lac mau trang, x6p nhu bui bong
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gon c6 duong kinh 80 mm (Hinh 2A). Day la nhimg
loai ndm bac thdp co soi khudn ty day, phan nhanh,
phat trién thanh hé soi ching chit (Hinh 2B).

.

A

Hinh 2. Khu4n lac mau trang khi nuéi cdy trén méi
truomg PDA (A) & nhiet do 25°C trong 5 ngdy va hinh
dang khuén ty (B)

Theo doi qua trinh sinh san vo tinh cho thay: vi
nam hinh thanh éng phéng bao tit & dau khudn ty
(Hinh 3C). Cac dong bao ttr c6 dang hinh cau ton tai
thanh tirmg dam, hoac hinh tru 1a hinh thic bao t
dang nay mam (Hinh 3A). Bao t& ndy mam c6é cudéng
dai, hoi cong, tir cac cudng nay sé phat trién thanh he
khudn ty (Hinh 3D). Hinh dang khu4n ty, 6ng phong
bao tlt, ddong bao tit cac ching phu hop véi mé ta ctia
ching Achlya trén ndm ky sinh trén dong vat thuy
san nudc ngot [2, 8, 9, 10]. Pic biét, khong thdy co
str xudt hién noan bao t& & cac ching vi nim phan
lap duoc cling nhu mam bao tit c6 dang hinh cau
hodc hinh qua lé trong cac noan phong 1a nhimg dac
diém phan biét cta loai Achlya bisexualis (1, 2].

Hinh 3. (A). Bao tit hinh cdu (miii tén) hoic dang niy mam cé dang hinh qua lé (vong tron); (B) Dong bao tit
phong thich ra khéi tdi va tap trung & dau khuén ty (mii tén); (C) 6ng phéng bao tir hinh thanh & ddu khudn
ty (mii tén); (D) Pong bao tir ndy mam va hinh thanh soi n4Am méi (miii tén)

3.2. Két qua dinh danh céc chiing vi n4m phan
lap duoc

Két qua gidi trinh ty acid nucleic cta gen Jfs da
duoc Choi va cong su (2019) [2] st dung dé dinh
danh nidm Achlya tai Han Qudc, trong nghién ctu
nay két qua giai trinh tu acid nucleic gen Jjfs trén cac
chiing vi ndm phan 1ap trén ca tdm cho thay ca 5
ching vi nam TTHO001, TTH002, TTH003, TTHO004,
TTHO005 déu thudéc 1 nhém gom 5 chling vi ndm cha
chi Achyla.

100

Két qua gidi trinh ty gen Jjfs va so sanh trén
Genbank, va xay dung cay pha hé duoc thé hién &
hinh 4.

Theo Choi va cong su (2019), dé dinh danh
chinh xac dén loai can stt dung doan moéi coxl va
cox2trén ty thé [1], nhung trong nghién ctru nay chi
stt dung doan gen ifs va két qua xay dung cay pha he
dua vao mo hinh Tamurai-Nei. Két qua cho thay ca 5
ching vi nAm TTH001, TTH002, TTH003, TTH004,
TTHO005 phan lap trén c4 tam nuoi tai Thira Thién -
Hué giong dén 100% loai Achlya bisexualis, voi hinh
thai khu4n lac, khuén ty, bao ti va noan phong giong
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voi nhitng moé ta cta ndm A. bisexually [1, 2, 9, 10].
Két qua nay cho thdy ca 5 chiing vi nim nay 1a A4.
bisexualis.

Achlya thuoc nhém ndm noan Oomycetes, day la
nhém ndm gay bénh phé bién trén trimg va ca nuédc
ngot [14]. O Viet Nam, Achlya da duoc phan lap ¢ ca
l6c va trén tring ca tra [4, 11]. C6 su tuong déng
giita cac diac diém hinh thai, qua trinh sinh san vo

TTHOO1
JTTHOOZ

100ed TTHOD3

TTHOD4

100°4 TTHOOS

10094

tinh va cac dau hiéu bénh ly giita cac chiing thuoc
loai Achlya bisexualis phan 1ap trén ca l6c giong tir
nghién cttu ciia Nguyén Vian Dic va Tran Ngoc Tuin
(2012) [11] vé6i cac chiing vi ndm trong nghién ctru
nay, tuy nhién can nghién cttu sau hon trong dinh
danh chinh xac tén loai d6i véi cac ching vi nim
phan lap duoc.

Achyla bisexualis X58836.1

l— Saprolegnia sp. MK8499855.1

140%

100° Aphanomyces sp. JX087876.1

Saprolegnia parasitica AJ413213.1

Aphanomyces invadans XM0OD8883379.1

20 .
e

Achlya americana AF1198574 .1

Hinh 4. Cay pha hé ctia 5 chiing ndm phan 1ap trén ca tAm véi mo hinh Tamurai-Nei thire hién trén phin
mém MEGA 6.0

3.3. Anh huong ciia formalin va NaCl 1én sir phat
trién ctia chiing vi ndm phan 1ap duoc trong diéu
kién in vitro

3.3.1. Nong do itc ché (o7 thiéu cia formalin va
NaCl lén sur phat trién cia cdc ching vi nAm

Nong do tc ché toi thiéu cta formalin lén su
phat trién ca 5 chiing nim 1a 300 ppm (Bang 1). Cac
ching ndm déu khong c6 kha nang phat trién tré lai

sau khi ngam trong 24 gi¢ & néng do 2% NaCl tré len
(Bang 1). Tat ca cac ching nim déu phat trién &
nghiém thitc déi ching 1a nghiém thitc ma céac khdéi
ndm ngam nudc mudi sinh ly. Tt két qua bang 1, 3
néng do formalin 75, 150, 300 ppm va 3 néng do
NaCl: 2; 2,5% va 3% duoc st dung cho nghién cttu xac
dinh néng do tieu diét toi thiéu.

Bang 1. Néng @6 trc ché t6i thiéu ciia formalin va NaCl 1én 5 chiing vi ndm phan lap duoc

Loai hoa chat

Su phat trién ctia cAc chiing nim

Nongdo 1501

TTH002

TTHO003 TTHO004 TTHO005

1200 ppm -

600 ppm -

300 ppm -

Formalin 150 ppm -

75 ppm -

30 ppm

3% -

2,5% -

NaCl 2% .

1,5%

1%

+ [+ |+

0,5%

+ |+ [+
+ [+ |+
+ [+ [+
+ [+ [+

boi ching (nuwéc mudi sinh
1y 0,86% NaCl)

+

+
+
+
+
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3.3.2. Nong do tiéu diét cia formalin va NaCl lén
sur phat trién cua cdc ching vi ndm trong diéu kién in

vitro.

Két qua x4c dinh néng do tieu diet ndm cia
formalin va NaCl duoc trinh bay & bang 2 va bang 3.

sau 10 phat ngam.

Bang 2. Nong d6 tieu diét tdi thiéu ciia formalin 1én 5 ching vi ndm

formalin & néng do 150 ppm c6 kha nang tiéu diét sur
phat trién ctia ca 5 chiing ndm sau 20 phut. O nong
do6 300 ppm tré lén, formalin c6 kha nang tiéu diét
hoan toan su phat trién ctia ca 5 chiing nim ngay ca

, . . . S phat trién cia ndm sau khi ngdm & cac néng do formalin
Ching nm Nong do (bem) ™5 hie | 20phut | 30phit | 1gio 2 gior
300 - - - - -
TTHO001 150 - - - - -
75 + + + + +
300 - - - - -
TTHO002 150 - - - - -
75 + + + + +
300 - - - - -
TTHO003 150 - - - - -
75 + + + + +
300 - - - - -
TTHO004 150 - - - - -
75 + + + + +
300 - - - - -
TTHO005 150 - - - - -
75 + + + + +
Bang 3. Néng @6 tieu diét tdi thiéu ciia NaCl 1én 5 chiing vi nim
, . . X Su phat trién ctia cac chiing ndm sau thoi gian ngam
Chang nam | Nong do (8) ™5 v 20 phiit 30 phut 1 gio 2 gio
3 + + + - -
TTHO01 2,5 + + + - -
2 + + + + +
3 + + + - -
TTHO002 2,5 + + + - -
2 + + + + +
3 + + + - -
TTHO003 2,5 + + + - -
2 + + + + +
3 + + + - -
TTHO004 2,5 + + + - -
2 + + + + +
3 + + + - -
TTHO005 2,5 + + + - -
2 + + + + +

Tat ca 5 chiing nam bi tiéu diét khi ngam trong
dung dich NaCl & nong do 2,5% tré lén sau 1 gio. O

nong do thap hon (2%), NaCl khong c6 kha nang tieu 4.
diét ndm sau 2 gid ngam.
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Bang 4. Néng @6 trc ché va ndng do tieu diét t3i thiéu
ctia formalin va NaCl trén 5 chiing nam phan lap

duoc
Loai hoa | Néng do tcc ché | Nong do tieu diét
chat toi thidu t6i thiéu
Formalin 75 ppm 150 ppm
NaCl 2% 2,5%

Formalin va NaCl 12 hai loai hoa chat thuong
duoc st dung trong viéc diéu tri bénh ndm trén
dong vat thuy san, do né tac dong truc ti€p dén ap
suat thdm théiu ctia soi khuén ty [12, 13, 14]. Theo
nghién cttu ctia Rasowo (2007), & ndong do 250, 500
va 1000 ppm formalin va NaCl déu c6 kha ning
tiéu diét vi nAm va tang kha ning né cda trimg ca
tré chau Phi Clarias gariepinus [12]. Khi thk
nghiém kha ning tc ché nidm trén tring cd héi
van, Schreier va cong su (1996) cho rang formalin
va NaCl déu co6 kha nang tc ché sy phat trién cta
vi ndm, tuy nhién khi diing formalin & néong do 100-
150 ppm cho kha niang khang nidm t6t hon so véi
NaCl & noéng do 3% [13]. Trong nghién ctu nay,
formalin & néng dd 75-150 ppm va NaCl & néng do
2,5-3% déu c6 kha niang khang nam A. bisexualis
phan lap duwoc trén c4 tam tai Thira Thién - Hué.
Két qua nay cho thdy formalin va NaCl cé kha
nang duoc st dung trong phong tri bénh nidm trén
ca tAm nuoi tai Thira Thién - Hué, tuy nhién day
chi 1a két qua buéc dau trong phong thi nghiém,
can cac nghién ctru sau hon vé tht nghiém diéu tri
trén ca tAm dé xac dinh nhing yéu t6 anh hudng
ctia formalin va NaCl lén su phat trién cta ca.

4. KET LUAN

Két qua nghién cttu da phan lap duoc 5 chiing
nam Achlya bisexualis trén mau c4 tAm nuoi tai Thira
Thién - Hué. Formalin v6i nong d6 75-150 ppm va
NaCl voi nong do 2,5-3% cho thdy c6 kha nang tic ché
va tieu diét cac chiing vi nam trong diéu kién in vitro.
Can thir nghiém diéu tri trong diéu kién in vivo dé co6
thé dua ra phac dé diéu tri chinh xac cho phong va
tri bénh vi ndm gay ra trén c4 tm.
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PRELIMINARY STUDY ON THE FUNGAL INFECTION IN FARMED STURGEON (Acipensersp.)
IN THUA THIEN - HUE PROVINCE
Nguyen Ngoc Phuoc, Nguyen Thi Hue Linh,
Nguyen Thi Thu Giang, Nguyen Thi Xuan Hong
Summary
This study was aimed to determine the fungus infected in farm sturgeon (Acipensersp.) and to evaluate the
fungicidal concentration of formalin and NaCl on the isolated fungi in the in vitro condition. Five fungal
isolates were recovered in PDA at 28°C for 4 days from 5 sampling fish with ucerative syndrome and fungal
infection on the body and 10 fish without clinical signs were examined. The identification and
characterization of these five fungal isolates was based on the morphological characteristics, asexual
preproductive process of fungi and using of expressed sequence tag of ifs gene. The results of this study
showed that all of five fungal isolates were Achlya bisexualis. Formalin and NaCl inhibited the growth of
these fungal isolates in vitro condition. Formalin (75-150 ppm) and NaCl (2.5-3%) against to these 5 fungal
isolates after exposing to the chemical for 1 hour.
Keywords: Sturgeon, Acipenser sp., Achlya, Thua Thien - Hue.
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