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DPINH DANH NAM THUY MI (ACHLYA BISEXUALIS)
VA KHAO SAT HOA CHAT KHANG VI NAM

Pham Minh Pirc' va Tran Ngoc T uin’
ABSTRACT

This paper was studied on the classification of fungus isolated from juvenile snakehead
fish (Chana striata) with fungal infection and evaluation of in vitro screening of
chemicals on isolated fungi. 68 sampling fish with ucerative syndrome and fungal
infection on the body and 10 fish without clinical signs were examined. The samples were
collected in Dong Thap province in the period of from January to August, 2011. Wet
mount observation was carried out at Department of Aquatic Biology and Pathology,
CAF, CTU. The isolation was performed on incubating of sample materials at 28°C for 4
days on GYA; the identification was based on the morphological characteristics, asexual
preproductive process of fungi and using of expressed sequence tag and BLAST search.
The results of this study showed that Achlya bisexualis was isolated from infected
snakehead fish. The minimum inhibitory concentration of formalin and antizol was 600
and 40 ppm, respectively. The activities of formalin and antizol against to Achlya
bisexualis was 800 ppm, after exposing to the chemical for 24 hours and 40 ppm, after
exposing to the chemical for 1 hour, respectively.

Keywords: Achlya bisexualis, bronopol, formol, snakehead

Title: Identification of Achlya bisexualis isolated from juvenile cultured snakehead
(Channa striata) and in vitro activities of chemicals against fungus

TOM TAT

Nghién citu dhege thiee hién nham xdc dinh thanh phan lodi vi ndm nhiém trén cd léc giai
doan giong va xdc dinh ndng do diét ndm cua mot 6 héa chdt phé blén dé img dung
trong phong tri bénh nam. Tong s6 mau cd loc giong duwoc thu la 78 mau, trong do 68
mau cd bénh voi dau hi¢u lo loét va c¢6 nhitng dam mau trang nhuw bong gon xudt hién
trén than cd va 10 mau cd khoe tai tinh Pong Thdp tir thang 1-8/2011. Tdt ca cd bénh déu
dwoc quan sat tiéu ban twoi va phan ldp nam tai Bo mon Sinh hoc va Bénh Thuy san,
Khoa Thiiy san, Truong Pai hoc Can Tho. Nam dwoc nudi cdy trén méi truwong GYA, i ¢
28°C trong thoi gian 4 ngay. Cdc ching nam thuan dwoc dinh danh dwa trén dic diém
hinh théi trong méi trwong GY long, qud trinh sinh san vé tinh ciia ndm va bdng phuong
phdp sinh hoc phan tir (giai trinh ti dogn gen ddc trung 28S va tra ciru Blast). Ket qua da
dinh danh dwgc nam thiy mi Achlya bisexualis nhiém trén cdc loc giai doan giong. Bén
canh do, da xdc dinh dwoc nong dé trc ché téi thiéu cia formol va antizol doi véi su phat
trién cia nam lan heot 1 600 va 40 ppm va kha nang diét nam cia formol va antizol lan
luot la 800 ppm ngdm sau 24 gio va 30 ppm ngdm sau 1 gio.

Tir khoa: Achlya bisexualis, bronopol, cd léc, formol

1 GIOI THIEU

Ca 16c (Channa striata) la a6i tuong dugc nudi phé bién & dong bang song Cuu
Long v6i nhitng wu diém nhu dé nudi, mau 16n, thit thom ngon va 1a ngudn dinh

'Bo mon Sinh hoc va Bénh Thuy san, Khoa Thuy sén, Truong Pai hoc Can Tho
*Hoc vién cao hoc K14, Khoa Thuy san, Truong Dai hoc Can Tho
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dudng t6t cho con ngudi. Hién nay, ca 16c duge nudi rat phd bién véi nhidu hinh
thitc khac nhau nhu nuéi trén bat, trong ao dét, véo ludi va bé xi mang (Lé Xuan
Sinh va P4 Minh Chung, 2009; Nguyén Thj Diép Thuy, 2010). Nudi thAm canh c4
16¢ phét trién manh d dan dén nhiéu kho khin trong nghé nuéi ca loc, cac tiéu chi
vé dinh dudng, chét luwgng nudc va van dé vé dich bénh can duoc quan tam nhiéu
hon, trong dé van dé vé dich bénh dong vai tro quan trong. Mot s6 mam bénh duge
ghi nhan xuat hién trén ca 16¢ nudi nhu vi khuan, ky sinh tring va vi ndm (Lu Tri
Tai, 2010). Qua ghi nhan cua Nguyen Thi Diép Thuy (2010) cho thiy bénh do vi
nam nhiém trén cé 16¢c voi tan suat 6,2% va it dugc quan tdm nghién ctru. Hon nita,
két qua budc dau nghién ciru cho thay ndm thuy mi thudc giéng Achlya phd bién
nhiém trén ca 16¢c giai doan giéng (Pham Minh Pirc va Nguyén Thi Thay Hing,
2011). Tuy nhién, viéc dinh danh ndm thuy mi dén loai va nghién ctru giai phap
phong va tri bénh nam thay mi nay van chua duoc nghién ctru. Chinh vi thé,
nghién ctru nay dugc thyc hién nhdm dinh danh ndm thay mi ky sinh trén ca 16c
giai doan giéng va khao sat tic dong cta mot sd hoa chat dén vi nim trong diéu
kién thi nghiém dé tim giai phap phong va tri bénh nam thay mi trén cé loc giéng
trong diéu kién thyc té.

2 VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1 Thoi gian va dia diém nghién ciru

Nghién ctru nay dwoc thyc hién tir thang 1 dén thang 8 nam 2011 tai BO moén Sinh
hoc va Bénh Thuy san, Khoa Thuy san, Truong Pai hoc Can Tho.

2.2 Vit Liéu
2.2.1 Hoéa chat

Hai loai hoa chat duoc s dung trong nghién ctru bao gdém formol thuong mai
(38%- HCHO)(Cong ty Hoa chat Viét Nam) va Antizol (50% bronopol-
C;H¢BrNQO,) cua cong ty Virbac, Viét Nam).

2.2.2 Mau ca va mau vi nam

M'Zm cé 16c giai doan gidng (10-25 g/con) c6 dau hidu nhidém vi ndm duoc thu truc
tiép tir a0 wong nudi & Huyén Tam Nong, Tinh Pong Théap tir thang 1 dén thang 8
nam 2011. Ca cé dau hi€u bénh Iy 1o loét phan dudi hodc c6 nhiing bii mau trang
trén than ca trong gidng nhu bong gon. Tong sd mau ca bénh thu la 68 va ca khoe
(khong c6 dau hiéu bénh) 1a 10. Ngoai ra, ching nam thay mi Achlya sp. VN1101
dugc phén 1ap tir ca 16c (Channa striata) giai doan giéng bi nhiém vi nim (Pham
Minh Dirc va Nguyén Thi Thity Hang, 2011) va dugc nudi cdy trong thoi gian 1
tuan trén moi truong thach GYA (1% Glucose, 0,25% Yeast-extract va 1,5% Agar), u &
28°C. Ching ndm nay duoc ding cho thi nghiém tiép theo.

2.3 Phuong phap nghién ctru
2.3.1 Pinh danh vi nam

Dua vao dic diém khuan lac trén méi truong GYA, déc diém hinh thai trong moi
truong GY léng va can clr vao qua trinh sinh san vo tinh. Nim dugc dinh danh
theo khoa phan loai ctiia Coker (1923). Thém véao d6, vi ndm dwoc giai trinh ty gen
va tra ctru trén BLAST dé so sanh tinh tuong dong cua doan gen dic trung véi
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nhitng loai vi ndm di duoc dinh danh nhim khéng dinh chinh x4c dinh danh dén
loai ciia chiing vi nam nay. Phuong phap giai trinh ty gen duoc thyc hién tai Phong
xét nghiém NK-Biotek (GP sb: 41G8005341, Iso 15189), Cong ty Nam Khoa,
Thanh phé H6 Chi Minh.

2.4 Thi nghiém dnh huéng cia formol (38%) va antizol (50% broponol) dén
s phat trién ciia s¢i nam trong dieu kién phong thi nghiém

Thi nghiém anh huéng cua hoa chét dén sy phat trién cia vi ndm duoc thyc hién
theo phuong phap cua Kobayashi and Medoff (1983) dugc mé ta boi Duc (2009)
Nong do tc ché tdi thiéu cua formol va antizol dbi v6i sy phat trién cta vi nAm
duoc thyc hién twong Gng véi cac nong dd 1an luot 1a 150, 300, 600, 1200 va 10,
20, 40, 80, 160 ppm. Nong do diét vi nam cua formol va antizol dugc tién hanh véi
cac mirc ndng do twong tmg 1a 400, 600, 800 ppm va 30, 45, 60 ppm.

Phuong phéap thuc hién: cat khdi agar (dudng kinh 5,5mm) c6 ndm dang phat trién
cho vao mdi n@)ng d6 hoa chat da chuan bi; sau 1, 2, 6 va 24 gio léy khéi agar co vi
nam ciy vao dia Petri c6 méi truong GYA va u & 28°C trong 4 ngdy va quan sat
kha nang phat trién cua khun lac nam. Thi nghiém duoc lap lai 3 lan.

3 KET QUA VA THAO LUAN
3.1 DAu hi¢u bénh Iy

Cé l6c bi nhiém vi ndm vao thoi gian tir thang nudi thir nhit dén thang nudi thir
hai. Cac dau hiéu thuong thiy nhu ca boi 1o do, gly, khong tap trung lai san an,
trén than, vay va dudi ca c6 cac bui mau trang nhu bong gon va tao thanh vét loét
va vay bi mat di. Vi nam ky sinh trén ca thi phan gbc cia soi nAm bam vao co ca,
phédn con lai ciia sgi nim lo limg trong nuée (Hinh 1A). Quan sét tiéu ban tuoi tai
noi c6 cac bai mau tréng cho théy ¢6 su hién dién cua céac soi nAm khong c6 vach
ngén (Hinh 1B).

Hinh 1: (A) Miu c4 léc giai doan giéng bi nhiém vi nAm (vong tron); (B) S¢i nim béc thip
khong c6 vach ngin (quan sat trén tiéu ban twoi 6 X400)
3.2 Phén lip nim

Két qua phén 1ap dugc 68 chung vi nam trén ca léc giai doan gidng co dau hiéu
nhiém vi ndm. Cac ching vi ndm cé dac diém hinh thi, toc d¢ phat trién cua
khuén lac va qua trinh sinh san v6 tinh giéng nhau va duoc ky hiéu tir VN1101 dén
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VN1168. Nguoc lai, nhiing mau ca khoe (khong c6 ddu hiéu bénh) thi khong phan
lap duoc vi nam.

3.3 Pinh danh nim

Chung vi ndm VN1101 dugc phan lap c¢6 khuan lac phat trién nhanh trén méi
truong GYA, sau 4 ngay nudi cay ¢ 28°C duong kinh khuén lac dat 75 mm. Khuin
lac c6 mau trang kem dong nht. Soi nAm dai, moc nhé 1én khoi bé mit méi truong
gidng nhu bui bong gon (Hinh 2A) va khong c6 vach ngan. Trong moi trudng long
GY so¢i nim c6 mau trang, day dic va dai trong glong nhu bui béng gon. Két qua
theo ddi qua trinh sinh san v tinh ciia ching vi ndm nay cho thay cac tai dong bao
ttr duoc hinh thanh trén dau mut cia sgi ndm sau 16 gio va tii dong bao tir ¢o6 kich
thudc tuong dwong hodc 16n hon so voi sgi nAm (Hinh 2B va 2C). Bén trong tai
dong bao tir, cic dong bao tir di chuyén rit nhanh 1én ddu mut va phong thich ra
ngoai. Ban ddu cac dong bao tir nay c6 hinh cu va tap trung tai dau mt cua thi
dong bao tir khoang 2 gi¢ (Hinh 2D). Sau d6 hinh thanh dong bao tu va co tién
mao sau 18 gio va boi ty do trong méi trudng. Qua nhing dic diém néu trén va
can cir vao khoa phén loai ciia Coker (1923) c6 thé két luan dwoc chung vi ndm
VN1101 thudc vé gidng Achlya.

Hinh 2: DPic diém hinh thai cia Achlya bisexualis VN1101: (A) Khuén lac ndm trén GYA &
28°C sau 4 ngay nudi ciy; (B) Sw hinh thanh tai dong bao tir (miii tén); (C) Tui
dong bao tir gia va dong bao tir hinh ciu (miii tén); (D) Pong bao tir phong thich ra
khéi tu1 va tap trung & dAu mit (miii tén); (E) Pong bao tir ndy mém va hinh thanh
soi nim méi (miii tén); (F) Tui dong bao tir sau khi déng bao tir duwgc phong thich
(Cac Hinh B, C, D, E va F dugc quan sat X400)

Két qua dinh danh bang phwong phap giai trinh tw gen 28S rARN va tra ciru
BLAST duoc thuc hién tai Phong xét nghiém NK-Biotek cho thdy chung vi ndm
Achlya sp. VN1101 c6 trinh tu gen twong dong 100% véi trinh tuy gen tra ciu
BLAST cua loai Achlya bisexualis (Hinh 3). Nhu vay, dua vao cac dic diém hinh
thai va két qua sinh hoc phén tir c6 thé két luan ring chung vi ndm VN1101 duoc
phan 1ap trén ca 16c gidng thudc loai Achlya bisexualis VN1101.

168



Tap chi Khoa hoc 2012:22¢ 165-172 Truong Dai hoc Can Tho

Mot s6 loai ca nhu ca chép, ca ming, ca hdi, ca 1o phi va ca tra & ca giai doan
trimg va nudi thwong pham dugc ghi nhan nhiém nhém ndm noin, Oomycetes
(Kitancharoen et al., 1995; Kitancharoen et al., 1997; Hussein and Hatai, 1999;
Chukanhom and Hatai, 2004; Loan et al., 2006; Panchai et al., 2007). Cac ghi
nhan trudc ddy cho thiy gibng ndm Achlya thuéc nhém ndm nodn, Oomycetes, giy
bénh chu yéu trén trimg va cac loai ca nudc ngot (Yanong, 2003). Khi ky sinh trén
¢4, cic soi nam tap trung thanh bui nhu bong gon bén ngoai co thé ky chii va phat
trién nhanh (Neish and Hughes, 1980; Kabata, 1985). Su twong ddng vé cac dic
diém hinh thai, qua trinh sinh san vo tinh va cac dau hiéu bénh ly giita cac chung
thudc loai Achlya bisexualis véi loai nAm dwoc phéan 1ap trén ca loc gidng trong
nghién ctru nay ciing duoc tim thiy. Loai Achlya bisexualis dwoc ghi nhan nhidm
trén tring va ca r6 phi van bdt, Oreochromis niloticus & Thai Lan (Panchai et al.,
2005; Panchai et al., 2007), trén triing ca tra dau & Thai Lan (Abking et al., 2009).

K&t qua giai trinh ty gen 285
AATACCATCATCAATCGCCACTATAGTCCATCAGCATAGCAAGCTATCCAAACAGATATA
ATAACGAGACAACAATATACTCTATAAGCATGTTGTAGGCACCTCAGTCTCAACCACGGC
TACTAGATAACAAGGTATAACTGACACAAAAGTGACGCACCTCCTTGCTAACCATCTCCC
GCAGCATA

Két qua tra ciu Blast search

> 203.1 Achlya bisexualis male large subunit ribosomal RNA gene, partial
8

L

re = 348 bits (188), Expect = 8e-93
ties = 188/188 (100%), Gaps = 0/188 (0%)
Plus/Minus
Query 1 AATACCATCATCAATCGCCACTATAGTCCATCAGCATAGCAAGCTATCCAAACAGATATA 60
PEErrrrrrrrrrrrrel AERRERRRRERE PErrrrrrrrrrnd
Sbict 651 ARTACCATCATCAATCGCCACTATAGTCCATCAGCATAGCARAGCTATCCRARCAGATATA 592

Query 61 ATARCGAGACAACARATATACTCTATAACGCATGTTGTAGGCACCTCAGTCTCAACCACGGE 120
PEEETErrr el AERRRRERRERRY FEETrrrrrrrrnl
Sbjct 591 ATAACGAGACAACAATATACTCTATAAGCATGITGTAGGCACCTCAGTCTCAACCACGGC 532

Query 121 TACTAGATAACAAGGTATAACTGACACAARARGTGACGCACCTCCTITGCTAACCATCTICCC 180
| I (NERRRREA RN | I [ I | FEErrrrnel
Sbjct 531 TACTAGATAACAAGGTATAACTGACACAARAAGTGACGCACCTCCTTGCT AACCALCIfCC 472

Query 181 GCAGCATA 188
| I
Sbjct 471 GCAGCATA 464
Hinh 3: Két qué giai trinh tw gen va tra citu BLAST search ciia chung vi nim Achlya sp.
VN1101 dwoc phan 13p trén ca loc giong
3.4 Anh huéng ciia hoa chit dén sy phat trién ciia nAm Achlya bisexualis
VN1101

3.4.1 Nong d¢ irc ché t6i thiéu
Két qua ndng do trc ché t6i thiéu cua cua formol va antizol dén sy phat trién cua
nam dugc thé hién qua Bang 1. Két qua cho thay nong dg rc ché toi thiéu formol
va antizol d6i v&i ching vi nam Achlya bisexualis VN1101 lan lugt 1a 600 ppm va
40 ppm.
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Bing 1: Kha ning e ché ciia formol va antizol dén sy phat trién ciia Achlya bisexualis

VN1101
X " Formol Antizol

Nong d9 P W Pa—

(ppm) PK KL Kha I:ang trc Nong do (ppm) PK KL (mm) Kha nar;g e
(mm)* cheé (%)** che (%)

0 75 100 0 75 100

75 71 95 10 70 93

150 60 80 20 58 77

300 55 73 40 0 0

600 0" 0 80 0 0

Pueong kinh khudn lac nam.

Ty 1¢ phan tram ban kinh khudn lgc trén méi truong khéng c6 hod chdt véi cdc dia méi trieong cé
nong dé hoa chat khac nhau.

"™ Ném khéng phat trién.

3.4.2 Téc dong ciia formol va antizol dén kha ndng phat trién ciia ndm

Két qua danh gia kha nang wc ché cta formol va antizol dén sy phét trién cia vi
nadm Achlya bisexualis VN1101 trong diéu kién thi nghiém duoc xac dinh qua
bang 2. Két qua cho thay rang ndm Achlya bisexualis VN1101 déu bj trc ché boi 2
loai hoa chat thi nghiém. Trong do, formol ¢ nong d6 600 ppm va ngdm 24 gio co
thé trc ché kha nang phat trién cua vi nim. Tuy nhién, antizol & ndng d6 40 ppm va
ngam 2 gid c6 thé trc ché kha ning phat trién ctia vi nam.

Bing 2: Kha ning e ché ciia formalin va antizol ddi véi Achlya bisexualis VN1101 ¢ céc
mure thoi gian khac nhau

s Néng dd (ppm) Thoi gian (gid)
Hoa chat
1 2 6 24
400 v v v v
Formol 600 \ \ v Y
800 \ \ \ —
30 N — - -
Antizol 45 — — — —
60 — - - -
\: Nam phat trién. )
—: Néim khéng phdt trién.

Trong cac nghién ctu trudc day cho thdy formol va bronopol déu co hiéu qua
trong phong va diéu trj bénh vi nim trén cac dbi twong thiy san (Barnes and
Soupir, 2006; Duc, 2009). Tuy nhién, ndng d6 e ché toi thiéu va kha ning tac
dong cua hai loai hoa chat nay ciing khac nhau dbi véi ting loai nam khac nhau.
Két qua nghién ciru nay cho thdy antizol (voi 50% bronopol) c6 hiéu qua cao hon
so v6i formol trong trc ché kha ning phat trién cia vi nAm Achlya bisexualis
VN1101 dugc phan lap trén ca loc giong trong didu kién phong thi nghiém. Két
qua nay ghi nhin nf)ng do wc ché tbi thiéu cta antizol v6i nAm Achlya bisexualis
VN1101 1a 40 ppm thap hon véi nhém ndm Saprolegnia 1a 100-200 ppm (Oono
and Hatai, 2007). Ngoai ra, nghién ctru nay tuong dong Vol khuyén céo khi st
dung broponol dé xir Iy bénh nam trong céc trai giong voi nong do tir 50-100 ppm
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(Oono et al., 2008). Ngoai ra, nghién ctru nay cho thdy formol co ndng do e ché
t6i thiéu cao (600 ppm). Tuy nhién, & mirc ndng d6 nay van thap hon so véi nghién
ciru truGe day trén Saprolegnia spp. nhiém trén trimg ca hdi v6i nong do sir dung
1a 1667 ppm (Barnes and Soupir, 2006). Theo két qua nghién ctru tdc dong khang
nam cua formol va broponol dén su phat trién ctia khuan lac vi nAm Plectosporium
oratosquillae va Acremonium sp. dugc phan ldp tr mang tom tit (Oratosquilla
oratoria) cho thiy nong d6 wc ché hoan toan sau 24 gio tiép xtic cua formol va
broponol lan lwot 1a 150 va 50 ppm. Ddng thoi, tac gia clng da ghi nhan rang nong
d6 trc ché tbi thiéu cua formol va broponol ddi véi khuan lac ndm Plectosporium
oratosquillae va Acremonium sp. twong mg lan luot 12 200 va 50 ppm (Pham
Minh Puc va Tran Ngoc Tuén, 2011). Nhu vay, broponol co thé duge st dung
trong diéu tri bénh vi nam nhidm trén ca l6c nudi ¢ giai doan gidng.

4 KET LUAN VA PE NGHI
4.1 Két luin

Cin cir vao dic diém hinh thai va trinh ty doan gen dic trung 28S clia chung nam
bac thap VNI1101 duge phéan 18p trén cé 16¢ (Channa striata) giai doan giong vdi
cac déu hiéu bénh 1y nhu boi 1o do, ca bo an, gy va co dbm loét v6i nhirng soi
nam bam trén than trong giéng nhu nhitng bii bong gon da xac dinh dugc day 1a vi
nam thiy mi Achlya bisexualis VN1101.

Ket qua thi nghiém nong do wc ché t6i thiéu cia formol va bronopol dén sy phat
trién ctia ndm dugc ghi nhan tuong tng 1a 600 va 40 ppm. Nam khong phat trién
sau 24 gio ngam trong dung dich formol 800 ppm va sau 1 gi¢ ngdm trong dung
dich bronopol 30 ppm. Nhu vay c6 thé sir dung bronopol nhu héa chat chuyén tri
vi ndm.

4.2 Pé nghi

Thir nghiém kha ning khéang nim ciia broponol trong qui mé 16n hon trén bé hodc
trong ao dat.
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