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LOI CAMTA

Sau 3 thang thuc tap tir thang 3 ndm 2010 dén thang 6 nam 2010 tai Chi Cuc Thuy San Thanh
Phé Can Tho, 168 Hai Ba Trung, Phuong Tan An -Quan Ninh Kiéu-Thanh Phé Can Tho, ap
dung nhitng kién thirc da hoc két hop véi kinh nghiém thuc té, luan vin da duoc chinh sira va
hoan thanh.

Em xin bay to 1ong biét on sdu sic déi voi thiy Lam Phic Nhan va ¢ Pham Thanh Huong
Phong Thi Nghiém Chi Cuc Thay San TP. Can Tho da tan tinh gidp d& cho em suét thoi gian
lam dé tai.

Em xin chan thanh cdm on quy thay ¢d — Khoa Sinh Hoc Ung Dung - Trudng Dai Hoc Tay Do
da tan tinh day bao, truyén dat cho em nhitng kién thirc qy bau trong nhitng nam hoc vira qua,
tao dyng hanh trang dé em budc vao cudc sdng sau nay.

Xin c&m on tt ca c6 chd, anh chi trong Chi Cuc Thay San Thanh Phé Can Tho di tan tinh chi
dan, gilp d& va dong gop y kién bd ich dé hoan thanh thuc tap tt nghiép.

Chan thanh cam on tat ca cac ban trong I6p NTTS K1 trong thoi gian qua ludn ang ho, dong
vién dé hoan thanh thuc tap tét nghiép.

Em xin cdm on Cha, me, anh, em toi da luén dong vién va hd tro toi trong sudt qué trinh hoc tap
va nghién cuu.

V6i su hiéu biét con han hep va thu thap tai lidu con han ché nén béo céo tét nghiép khong
tranh khoi su sai sot. Kinh mong dwgc sy dong gop y kién caa quy thay cd va cac ban.

Em xin chén thanh cdm on va ghi nh¢!
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CAM KET KET QUA

T6i xin cam két luan van nay duoc hoan thanh dua trén céc két qua nghién ctu cia toi va két
qua nghién ciu ndy chua duoc dang cho bat ky luan vin cling cap nao khac.

PHAM THI LINH MUI
NGaY: ..ovvvvveveeiine



TOM TAT

Muc tiu cGa nghin cu | xc inh ndng 6 (e ché téi thiéu ca thude khng sinh florfenicol In
10 chang vi khuén Edwardsiella ictaluri gy bénh trn ¢ tra & tinh An Giang vi DPng Thp. Két
qué phn 1ap kiém tra cc chi tiu co ban vi inh danh bang bd kit API 20E xc inh woc 10
chding E. ictaluri gy bénh gan than ma trn ¢ tra. D& at woc muc tiu & ti & ra, phwong php
lap khng sinh & & Ta khing sinh thwong mai (30 pg) vi Ta khng sinh tw tao & cc ndng & (50
lg, 70 pg, 90 pg, 110 pg, 130 pg, 150 pg) vi phuong php pha long thuée khing sinh trong moi
trwéng 16ng theo phwong php Broth (Geert Huys, 2002) nhdm xc inh 6 nhay v: gi tri MIC
cta florfenicol In 10 chang vi khuan E. ictaluri trn.

Két qua khng sinh 6 trn 10 chdng vi khuén E. ictaluri c¢6 30% s6 ching vi khuén nhay v
ia khng sinh florfenicol 30 g, 60% chdng vi khu&n nhay & 90 pg vi 90% ching vi khuén
nhay v&i 110 pg. Ké&t qua gi tri MIC | 30% nhay & 2 pg/ml, 60% nhay & 32 pg/ml, 100%
nhay & 128 pg/ml. K&t qué nghin ctru cho thay khng sinh florfenicol cin nhay véi vi khuén
E. ictaluri nhwng v&indng 6 thude khng sinh cao hon ndng 6 florfenicol chudn.

T khéa: Edwardsiella ictaluri, florfenicol, gan than mu, c tra.



MUC LUC

Trang

0 1 N Y I - N R i
CAM KET KET QUA ..ot i
TOM TAT ot ii
IMIUC LUC ..ottt en e iv
DANH MUC BANG .....ooovviiieiie ettt vi
DANH MUC HINH ..ot en s Vii
DANH MUC TU VIET TAT oottt viii
CHUONG 1: PAT VAN DE. ..ot 1
L1 GHOT U vttt nne e 1
1.2 MUC tIBU NGNIEN CUU...eeivvveeeciiie ettt e e rae e 2
1.3 NOI dung NGRIEN COU....vvvveiiiie e e 2
CHUONG 2: LUQGC KHAO TAILIEU ..o, 3
2.1 DEC QM SINN NOC CATIA .ottt e e et ee et ee et ee e eeeesee e, 3
2.2. Mot s6 nghién ctu trén vi khuan Edwardsiella ictaluri..............c.cocvevevenns 3
2.2.1. D&c iém sinh If, sinh héa ctia vi khu&n E. ictaluri «.cocoveveecreveieiennne. 3
2.2.2. Pho loai cam nhiém va phan bé cua vi khuan E.ictaluri.............cccoev.e.... 4
2.2.3. Triéu chtring va bénh tich ciia c bénh..........cooovveviiiiiii e, 4
2.2.4. DUONG AY TrUYEN......veeeeeeeeeece et 5
2.3 S0 lwgC V& thudC KNANG SINN........veeeeeecceeeceeee e 5
2.3.1 bic diém cta khang sinh florfenicol..........oceeveveeeieceeeeeee e 6

2.3.2 Nhiing nghién ciiu vé khang sinh florfenicol trong diéu tri
bénh trén dONg VAL thlly SAN........covviiiiie e 7
CHUONG 3:VAT LIEU VA PHUONG PHAP NGHIEN CUU..........cccoeveeen. 9
3.1 Thoi gian va dia diém NGRIBN COU.........cvoveeeeeeeeeiceee e, 9
3.2 VAL lIEU NGNIBN CUU....vvveiiiie et 9
3.2.1 DOI twgng thi NGNIEM......evevieeeeeeece e, 9
3.2.2 Dung Cu thi NGNIEM.....veii i e 9



2.2.3 HO@ ChAL thi NGRIEM.......vveeeieceeecce e 9

3.3. Phuong phap NGNIEN CUU.......vvveeiiie e 9
3.3.1. Phwong php thu m&u bao quan vivan chuy@n.....oeeeeeniiiian, 9
3.3.2. Phuong phéap phan 1ap va dinh danh vi KNUAN ............c.cceeeveveierinennnns 10
3.3.3. Phuong phép Kiém tra Khang Sinh d0.........ccevvveveviieeece e 11
3.3.4. Phuong phép xac dinh nong do wc ché toi thiéu (MIC).........cvvvevvennes 12

CHUONG 4: KET QUA THAO LUAN.......cooviiiiieeee e 14

4.1 K&t QUA TU MAU CA Tru..vvveee et 14

4.2 Két qua phan 1ap va dinh danh vi Khuan ¢ benh............ccoeevevveverieeeeeseeninnen, 15
4.2.1 Két qua phan lap vi khuan va kiém tra cac chi tiéu sinh hoa................. 15

4.2.2. Két qua kiém tra cc chi tiu sinh héa bang bo kit API 20E trn
VT I =R T 1] 2 TR TT TR 17
4.3 Két qua kiém tra khang sinh dd trén cac ching vi khuan E. ictaluri ........ ..... 19
4.4 Két qua nong do trc ché tdi thiéu (MIC) cua khang sinh 18n vi khuan
B ACTAIUIT ceeee e 22

4.5 So snh tinh nhay cda vi khuan E. ictaluri & hai tinh An Giang v

DONG TRAD.....eeeeeeeeee ettt 24
CHUONG 5: KET LUAN VA PE XUAT ..o 26
DL KEETUAN .ottt ettt ettt e et e et e et et et et e eee e et 26
5.2 D8 XUAL...cv.veveevvsceeieseees e ee et es et en st es st es st es s saes s s ensn et en e s 26
TAILIEU THAM KHAO .....ooiiiieeceeeee et 27
PHU LUC



DANH SACH BANG

Trang
Bang 1.1 D4u hiéu bénh Iy va dic diém khuan lac vi khuan
Edwardsiella ICTalUNT. .......c.viiiiie e 14
Bang 4.2 Két qua kiém tra cac dac diém hinh thai, sinh héa cua vi khuan
Edwardsiella ICTalUNT .........ooiviiiic e 17
Bang 4.3 Két qua test AP 20E trén vi khuan Edwardsiella ictaluri phan lap
LU0 o 1 - PRSPPSO 18
Bang 4.4 Két qua khang sinh d6 cua florfenicol & nong d630 pg, 70 g, 90 g
va 110 pg 18n ching Vi KNUAN EL00B8. .......c.cvevveeeeeeeeececeete s 20
Bang 4.5 Bang Giitrj MIC clia 10 chdng vi KNUAN E. 1CtaIUri ««eveeeersernennennnennennens 23



DANH SACH HINH

Trang
Hinh 2.1 COng thirc cAu tao fIOrfENICOl « . vererereriiieceieie e 6
Hinh 4.1: C4 bi bénh gan than ma voi nhidu ddm trang 6 gan, than, ty..........ceceeveveeene, 15
Hinh 4.2: Khuan Edwardsiella ictaluri Phat trién trén mai truong TSA sau 48h,
Kich thudC 1i ti €O MAU trANG QUC........c.veeeeeeeeeeeeeee et 16
Hinh 4.3: Hinh nhugm Gram vi khuan E. ictaluri Gram am (100X) .......cccoovveverevevennne, 17
Hinh 4.4: Bo kit AP1 20E (A) va két qua test c4c chi tiéu sinh hoa cia vi khuan
E. ictaluri SaU 24 GI0 (B) v.oovveeiiiie ettt 19
Hinh 4.5: DTa khng sinh & ndng ¢ 30 pg, 70 pg, 90 PG Vi L10 HGe-ererrveeererrnneeirinnas 22
Hinh 4.6: K&t qua gi tri MIC cta khng sinh florfenicol In chling
VI KU ELO077 e eeeeteeeeeee ettt e e e e et ettt et e e e e e e e ettt e e e e e e e ee e e e e eeeeenenanes 24
Hinh 4.7: Bwéng kinh vo trng (mm) cda vi khudn E. ictaluri phn 1ap & An (A)
Giang viBong Thp (B) v&i Ta khng sinh florfenicol thwong mai (30 pg) «-vveveevsne. 25
Hinh 4.8: Giitri MIC cGa vi khuén E. ictaluri phn 1ap & An Giang (A) v
DONG TRP (B)c+erereverrrrieereieieieiis it 26

10



DANH MUC TU VIET TAT

Pong bang song ciu long PBSCL
Edwardsiella ictaluri E. ictaluri
Edwardsiella ictaluri 10058 E10058
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Edwardsiella ictaluri 10063 E10063
Edwardsiella ictaluri 10064 E10064
Edwardsiella ictaluri 10066 E10066
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Edwardsiella ictaluri 10073 E10073
Edwardsiella ictaluri 10074 E10074
Edwardsiella ictaluri 10075 E10075
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Minimal inhibitory concentration MIC
Trytone Soya Agar TSA
Nutrient Agar NA
Mueller Hinton Agar MHA
Nutrient Broth NB
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CHUONG 1

PAT VAN BE
1.1 Gigi thiéu
Trong nhiéu nam qua ngnh thdy san Viét Nam”™ ci nhivng bwdc pht trién nhanh v:dn inh gip
phan quan trong vo sw tang trwdng cda nén kinh t& quéc dn. Ty trong cla thdy san trong
khdi nong, Im v ngw nghiép v trong kinh t& qudc dn tang dan qua cc nam. Ngnh thdy san”*
tré thnh ngnh kinh t& quan trong, gip phan chuyén 6i co' ciu ndng nghiép nong thén, tham
gia xa ii gidm ngho, cai thién cudc sbng céng 6ng dn cu.

Cc 6i twong nudi hién nay cha yéu | cc loi ¢ nwéc ngot v tom bién. O Pong Bang Song
Ctru Long i twong ¢ nwéc ngot woe nudi nhiéu nhat | ¢ tra. Citra woc xem | mot trong
nhirng mat hng thiy sén xuat khau cf thé manh cdia Viét Nam. Tuy nhin, trong hai nam tré
lai*y™ cé nhiéu d&u hiéu bAt &n xuét hién trong qui trinh nudi vi tiu thu ¢ tra, mi d&u hiéu r nt
nhat | sy sut gidm dién tich nudi v tbng gi tri kim ngach xuét khau.

Theo bo co cGia Cuc Thdy S&n ndm 2009 dién tich nudi tréng thdy s&n ton vng phia Nam |
926.770 ha v&i san lwong at 2.123.160 tan, chiém 79,0% vé dién tich v 80,0% san lwong
clia c& nwdc. Trong 1, ring dién tich nudi ¢ tra | 6.788 ha véi san luong at 998.255 tan (D
Hai Linh, 2009).

Do nhu ciu cé tra xuat khau va tiéu thy trong nudc déu tang cao, nén giai phap quan
trong dé tao thém nhiéu san pham la nudi céng nghiép tap trung. Tuy nhién, moi
truong nudi ngay cang biéu hién xau két hop véi viéc nudi cé tra phat trién nhanh ma
khong theo quy hoach (s6 lwong chét hitu co thai truc tiép ra mdi truong 1a rat 16n so
véi nubi cac ddi twong thity san khac) nén ca nudi ngay cang phai chiu dung véi diéu
kien mdi truong séng khac nghiét, bénh dé& co diéu kién phét trién lay lan (Nguyén
Qudc Thinh, 20086).

Céc bénh thuong xuét hién trén ca tra nudi hién nay nhu: bénh ky sinh tring, cac bénh
nhidm khuan nhu bénh ddm do, bénh gan than ma, bénh 16 loét... Trong d6 bénh gan
than ma do Edwardsiella ictaluri duoc xem 1a bénh nguy hiém nhét vi gay chét rat
nhanh va ti 1 chét cao (Tur Thanh Dung va ctv, 2004). Trudc day, thuéc khang sinh
chloramphenicol dwgc ngudi nudi sir dung nhiéu trong viéc diéu tri bénh gan than mu
trén cé tra do hiéu lec diét khuan cao. Nhung tir nim 2004 Bo thuy san Viét Nam da
cam sir dung chloramphenicol trong nudi trong thuy san vi ching gay ra hién tuong
thodi hoa tiy xuwong. Tuy nhién, dan xuat Florinated cua khang sinh nay da dugc thay
thé 1a florfenicol va nhanh chéng duoc st dung pho bién trong chan nudi va thay san.
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Crumlish et al (2002) ghi nhan céac chung vi khuan Edwardsiella ictaluri nhay hoan
toan vai thude florfenicol. Sau thoi gian nudi ndng dan sir dung nhiéu loai khang sinh
két qua da hinh thanh Edwardsiella ictaluri khang voi florfenicol véi ty 1& 1a 42,5%
(Nguyén Hitu Thinh va ctv, 2007).

Theo bo co Chi cuc Thiy San Thnh phd Can Tho™ Im khng sinh 6 & néng 6 30 pg/ Ta, v&i
ndng & ny” khong kim hm woc sw pht trién cla vi khudn Edwardsiella ictaluri nhwng
théng tin t vi hd nudi c tra thi florfenicol van cin dng & trj bénh do vi khuén Edwardsiella
ictaluri nhung chwa xc inh woc ndng & tdi thiéu. Chinh vi thé & ti “Xc dinh néng d trc
ché toi thiéu cda florfenicol d6i v&i vi khudn Edwardsiella ictaluri gy bénh trn c tra tai
Pong Thp v.An Giang ” woc thue hién | rat can thiét,

1.2 Muc tiu nghin ctru

Xc inh hm lugng tc ché téi thiéu cda florfenicol 6i véi vi khuan Edwardsiella ictaluri gy
trn ¢ tra nham Im co s& cho viéc chon lwa hm lwong thudc florfenicol trong viéc iéu tri
bénh gan than ma trn ¢ tra ngoi thwce té hién nay.

1.3 N@i dung nghin ctru
Phn Iap, inh danh vi khu&n Edwardsiella ictaluri trn 10 m&u ¢ tra bénh.
Lap khng sinh & 10 chding vi khuén trn véi khing sinh florfenicol.

Xc inh ndng & e ché téi thiéu MIC (Minimal inhibitory concentration) cda florfenicol i
V@i cc chang vi khuén trn.
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CHUONG 2
LUPQ'C KHAO TI LIEU

2.1 Dac diém sinh hoc ¢ tra
BO siluriformes
Ho Pangasidae Bleeker, 1858
Gidng Pangasianodon Rainboth, 1996
Loi P.hypophthalmus Sauvage, 1878

C tra Pangasianodon hypophthalmus phn bd & lwu v song Mekong, ¢i mat & ca 4 nwéc:
Viét Nam, Lo, Thi Lan v Campuchia. O’ nwéc ta ¢ bt v ¢ gidng chd yéu vér trn song Tién,
¢ trwdng thnh chi thy & trong ao t nwéc ong, nhiéu chat hivu co, oxy hia tan thap vi cd thé
nudi v&i mat 6 cao. Tudi thnh thuc: 3-4 nam tudi. Ci cd tap tinh di cw nguoc ding i &. Ma
sinh san cua c trn sdng Mekong tap trung tt thng 5-7 (m lich) hng nam. Trong tw nhin, ¢ tra
| loi &n tap, ¢ &n woc mn bihiru co, ré cy sinh vat, rau qua, tom tp, cua, ¢on trng, 6¢ Vi C...
C: 3 ngy tudi an phiu sinh dng vat (trich b&i Nguyén Van Thwéng, 2008). C tra | loi ¢ tbe
6 sinh trwdng nhanh, sau 1 nam nudi ¢ at trong lwong 1-1,5 kg/con, trong nhirng nam sau
¢ 1én nhanh hon, i thé at 25 kg & ¢ 10 tudi.

2.2 Mét s6 nghin cteu trn vi khuan Edwardsiella ictaluri
2.2.1 Déc diém sinh Iy, sinh hta cta vi khuan E. ictaluri

Vi khuén E. ictaluri woc mo ta b&i Hawker et al (1981) | mét loi ac trwng thudc nhim
Enterobacteriaceae, | vi khu&n Gram m, hinh que ngan, kich thwéc 0,75 x 1,5-2,5 pum. Theo
két qua nghin ciu ctia Plumb (1993) thi vi khuén E. ictaluri cling i dang hinh que théng
nhd nhwng kich thwéc co thay 6i 1 pm x 2-3 um. Di dng yéu & 25-30 °C, khong di dng &
nhiét 6 cao, In men glucose, khong oxy héa, phan (rng catalase dwong tinh, im tinh trong
phdn (rng & oxidase, pht trién tét & 28 °C v pht trién yéu & 37 °C (TW Thanh Dung v ctv,
2004).

T Thanh Dung Vi ctv (2004) vi khuén cf thé phn 1ap t& m&u ¢ bénh (Gan, than, ty tang) trn
moi trwong TSA (Trytone Soya Agar) hodc NA (Nutrient Agar) sau 48 gi& & 28 °C tao thnh
khudn lac tréng uc. Pac iém sinh héa vi khuan E. ictaluri cho hau hét cc phan (ng m tinh,
chi ¢ 2 phan &ng dwong tinh | Lysine v Gluose. Vi khuén E. ictaluri cho phan &ng Indole v
H2S m tinh. Con theo két qua kiém tra API 20E cta Lwong Tran Thuc Doan (2006) cho thay
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vi khuén E. ictaluri phan &ng dwong tinh GLU (Glucose) cin cc wéng khe MAN, INO,
SUR, RHA, SAC, MEL, AMY v ARA éu m tinh, vi khuan cin cho phan (ng m tinh véi
ONPG, ADH, ODC, H,S, URE, TDA, IND, VP, GEL. Ngoi ra cin cho phan ¢ng dwong tinh
voi LDC v CIT.

2.2.2 Phé loi cdm nhiém vi phn b6 cua vi khuan E. ictaluri

Vi khuén E. ictaluri woc phin 1ap &u tin trn ¢ Nheo My b&i Hawker (1979). Sau 1 Austin
(1999)* pht hién ra vi khuan ny gy bénh nhiém trng mu cap tinh trn ¢ Nheo MY gy ti 1& hao
hut cao, v&i tn | Enteric Septicemia of Catfish (ESC), gy thiét hai I&n cho ngnh cong nghiép
nudi ¢ nheo. Nam 1985, Boonyaratpalin ciing * pht hién khuan E.ictaluri gy bénh trn ¢ tr
tréng (Clarias bactrachus) v trong mdi trwérng nwéc Thi Lan (trich d&n b&i Kasornchandra,
1987). Nam 2003, & Indonesia nhim nghin cru cGa Yuasa et al cting 1an &u tin chirng minh
Edwardsiella ictaluri I tc nhn gy b&nh &m trang noi tang c tra.

Bénh mu gan do vi khuan E. ictaluri gay ra duoc phat hién dau tién tai Viét Nam nam
1998 trén c4 tra nudi bé véi dau hiéu bénh ¢ nhiéu nét trang trén gan (Ferguson et al,
2001). bay la mot bénh gay thiét hai nghiém trong cho cac ho nudi ca tra ¢ PBSCL.
Theo Tir Thanh Dung va ctv (2004) bénh mii gan xuét hién ¢ céac tinh nudi ca tra tham
canh phat trién manh nhu Vinh Long, Béng Théap va Can Tho. Ti I& xuat hién bénh
mu gan trén cé tra khoang 61% (mo hinh nudi ao), 73,4% (m6 hinh nudi bé) va 88% &
mé hinh nudi dang quang (Tran Anh Diing, 2005). Trong khi két qua diéu tra cua
Nguyén Chinh (2005), ti 1& xuat hién bénh ma gan trén c& nudi & An Giang va Can
Tho thi md hinh nudi ao ti I¢ xuat hién 12 82% va mutc do thiét hai c6 thé 1én dén 60-
80%, & md hinh nudi bé ti 1& xuat hién 1a 100% va mac do thiét hai co thé xay ra tir
80-90%.

2.2.3 Triéu chirng vibénh tich caa c bénh

Vo nhitng n&m 2004, theo nghin cru ctia DS Thi Hoa vi ctv ¢ bi nhiém vi khuén E. ictaluri
thuong c6 biéu hién km an hodc b an, gay yéu, bung thuwong trwong to, xung quanh miéng
thwdrng co nhivng “m xuét huyét. Mot sb ¢ cd mat 16i, uc mot hay ca hai bn mét (Nguyén
H{u Thinh v ctv, 2007).

Két qua nghin ctu md hoc ctia Nguyé&n Qudc Thinh vi ctv (2004) cho th&y ¢ bénh biéu hién
& cc co quan: Gan, than ¢ bj swng rat to, than co hién twong nhin, ty tang swng it Ién. Trn
gan, than, ty tang xuat hién nhiéu 6m tréng trin, wéng kinh khodng 1-3 mm cc co' quan ny
to vi cd hién twong nhiin & than. Ty 1& chét thay &i tlr 10-90% tbng sb ¢ nudi trong b. Ngoi
ra con mot sé vng bi xung huyét dng mach v: tinh mach gan, nhirng cum vi khuan xuét hién
& ria cc vét thwong cc vét ngoai t& tao thnh b trn mau mé & cc co quan gan, than vity tang.
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P&c biét | hé théng mao mach, hién twong ny Im cho td chirc gan sung to. O than cling xy
ra hién twong xung huyét. Ty tang | co' quan cting bi &nh hwéng trdm trong vi co sw xuat
hién ctia nhivng vng hoai t&. Sw hoai t& & ty tang anh hwéng nghim trong én hé mién dich
cua ¢, do "y | co quan chd yéu san xuét ra bach cau do 1 ¢ bénh nang khng thé hau nhw
khong con. Ngoi, than, gan, ty tang, nhirng co quan khc nhw mang, co, tim khong co nhirng
bién i I&n khi ¢ bi bénh trang gan. Tuy nhin & mang cd hién twong swng phdng vi dinh lai
cta cc tia mang thir cap (Nguyén Quéc Thinh v ctv, 2004).

2.2.4 Dwong ly truyén

Theo Shott vi et al (1986) thi vi khuan E. ictaluri ci thé nhiém cho ¢ bang hai wéng khe
nhau. Vi khudn trong nwéc ¢ thé qua wong mdi cla ¢ xm nhap vo co quan khiwu gic v di
chuyén vo dy than khiu gic, sau 1 vo no én so v da. E. ictaluri ciing cf thé xm
nhiém qua wéng tiu héa qua nim mac ruét vo mu gy nhiém trng mu. B&ng wong ny thi vi
khuan vio mao mach trong biéu bi gy hoai t& vi mat sac tb cla da. C da tron cin nhiém E.
ictaluri qua wong miéng gy nhiém khuén rudt. B&nh pht trién gy vim rudt, vim gan vi vim
cau than trong ving 2 tudn khi nhiém bénh. Tim lai, vi khuén E. ictaluri cd thé xm nhap vo
co thé ¢t moi trwéng nwde qua da, qua mang ¢ v miéng bang wéng thire an gy bénh ma
gan (Trich b&i Chu Héng Thy, 2008).

2.3 So' lwgc vé thudc khang sinh

Khéi niém thuéc khang sinh: Thudc khang sinh 1 cac chat hitu co ¢d cau tao hoa hoc
phtic tap, ¢6 ngudn gdc sinh hoc (do xa khuan, vi khuan va nam sinh ra), hay do con
ngudi tong hop nén, c6 tac dung mot cach chuyén biét trén mot giai doan chu yéu
trong chu trinh bién dudng cua céc vi khuan (tac nhan khang khuan) cua nim (tac
nhan khang nim) (Nguyén Van Canh, 2004). Hién tuong khang sinh duoc Alexender
Fleming phat hién tr nam 1928 théng qua phat hién qua chat penicillin do mét loai
nam c6 tén la penicillin notatum san sinh ra. Bén nam 1940, nguoi ta da san xuat
thanh cong penicillin, thir nghiém trén dong vat da cho két qua tét, dén nam 1946 da
san xuat penicillin két tinh, tir d6 da bat dau thoi ky méi caa khang sinh (Prescott,
2000).

Trong nudi trong thay san viéc st dung khang sinh rat ¢ hiéu qua trong cac trudong
hop nhidm khuan, gitp dong vat thiy san phuc hdi lai chtc nang sinh 1y binh thuong,
nang cao ti 18 sdng, néu dung khang sinh dung liéu, dang thudc, dung bénh va dung
thoi gian. Nhung khi sir dung khang sinh c6 tac dung tiéu cuc vén ¢ caa nd, néu lam
dung qua muc, sir dung khang sinh tdy tién, thiéu hiéu biét c6 thé gay hau qua nghiém
trong tac dong dén mai truong sinh thai, anh huong dén vat nudi thay san, gay hién
tuwong khang thudc cua vi khuan gay bénh va anh huong dén sic khoe con ngudi. Tuy
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vay, viéc dung thubc, dic biét 1a lam dung thudc dang phé bién trong nganh cong
nghiép nudi trdng thaty san ¢ Viét Nam va cac nudc trong khu vuc c6 thé da mang lai
hau qua, cac anh hugng nay cang niang né khi nhitng ngudi nong dan tham gia nudi
trdng thay san c6 nhitng hiéu biét rat khiém tén vé hiéu qua va tac dung phu cua ting
loai thuéc ma ho diing hang ngay (Bui Thi Tho, 2003).

2.3.1 Pic diém caa khang sinh florfenicol

Trong nhirng nam trudc, hau hét ngudi chan nudi déu biét dén hiéu qua diéu tri "than
ky" cua chloramphenicol mét khang sinh cia nhom phenicol, nhung hién nay
chloramfenicol da cam st dung trong nudi trong thity san Viét Nam. Theo Dowling
(2006) vi chloramphenicol ¢ doc tinh rat manh va la nguyén nhan gay ra hién tuong
thodi hoa ty xuong. Tuy nhién, dan xuat Florinated cua khang sinh nay, da dugc thay
thé 1a florfenicol va nhanh chéng dugc sir dung phd bién trong chan nuéi va thuc
pham, bao gdm nganh thiy san (Dowling 2006; Michel et al, 2003; Wrzsinsk et al,
2005).

Cong thic hoa hoc C12H14ClIFNO4S (2,2-dichloro-N-((1R,2S)-3-fluoro-1-hydroxy-1-
(4-(methylsulfonyl)phenyl)propan-2-yl)ethanamide).

Hinh 2.1 Cong thire cAu tao florfenicol

Pac tinh

Florfenicol tan tot trong dimethylformamide, methanol, it tan trong acid acetic v kho tan
trong nwéc (Zhejiang Hioar pharmaceutical Co.,LTD.) (Trich b&i L Thi CAm T, 2009).
Coéng dung cua khang sinh florfenicol

Florfenicol | khng sinh thé hé méi nhéat cdia phenicol, thuéc cf tc dung kim khuén nhung
cling c6 tc dung diét khuan trong mét sé trwdng hop véi iéu kién nhat inh véi ndng 6 cao
hon. Thudc ¢ tc dung (e ché vi khudn véi ndng 6 thap, | mot loai phd réng tc dung In
nhiéu loai vi khuan Gram m, Gram dwong (Bi Thi Tho, 2003).
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Co ché

Florfenicol c6 hoat tinh chdng lai su phat trién cua vi khuan bang cach két dinh véi
tiéu don vi 50S caa ribosom, ngan chin cau ndi peptid gitra cac acid amin. Vi vay uc
ché sy tong hop protein 1am cho vi khuan khéng con kha nang phét trién va ton tai
(Bui Kim Tung, 2001).

Cach dung

Florfenicol c6 d6 ton du thap trong md co. Dung thudc lidu 10mg/kg thé trong lién tuc
12 ngay, khi ngung st dung 7 ngdy mic ton du trong co ca tra con 0,222-0,109 ppm
(muc cho phép cua Viét Nam va My la 1 ppm) (Schering Plough Animal Health
Comporation, 2005), st dung thudc tir 7-10 ngay s& cho hiéu qua tdt, ca s& hoi phuc
nhanh khi nguoi nuéi thuc hién tét khau vé sinh diét mam bénh trong khu vuc nudi va
trong mdi truong nude (Trich boi L& Thi Cam Ta, 2009).

2.3.2 Nhipng nghin cteu vé khng sinh florfenicol trong diéu tri bénh trn déng vat thay
san.

O Thuy Dién, florfenicol I sw lwa chon Au tin trong viéc phing tri bénh cho ¢ bot rainbow
trout do vi khuan Flavobacterium psychrophilum, cch st dung I trén vio thire an (Michel et al,
2003). Theo Fukui et al (1987) (woc trich b&i Michel et al, 2003) thi florfenicol wgc xc inh
| iéu trj rAt hiéu qua trn ong vat thay sdn & Nhat Ban, & Ireland, florfenicol ciing woc
khuyén co st dung & iéu trj bénh 18 lot trn ¢ da tron (ESC), bénh trn ¢ héi nwéc ngot gy
ra b&i nhim Flavobacterium psychrophilum vi Aeromonas salmonicidae. Ngoi ra, khng sinh
Aquaflor (50% florfenicol) woc khuyén co si dung véi liéu lwgng 20 mg/kg thé trong /ngy
(twong wong 10mg/florfenicol/kg thé trong/ngy), dng trong 10 ngy lin tiép cho ¢ da tron
(Kenilworth, 2004). Intervet Schering Plough animal health (2004) ciing khuyén co s& dung
florfenicol véi liéu 10mg/florfenicol/kg thé trong/ngy ¢ hdi do vi khudn Aeormonas
salmonicida (Trich dan b&i L Thi Cam T, 2009). Twong tw, Bowker (2002) ciing iéu tri
hiéu qua bénh trn ¢ héi do vi khudn Oncorhynchus clarki lewisi v Flavobacterium
psychrophilum bang cch trdn florfenicol vo thirc &n véi liéu 10 mg/kg ¢ /ngy, cho an lin tuc
trong 10 ngy (Trich d&n b&i L Thi Cadm T, 2009). Ciing liéu lwong 10 mg/kg ¢ /ngy, cho an
lin tuc trong 10 ngy theo Gaunt et al (2004); Gaunt v: et al (2006) * xc inh | ¢6 hiéu qué &
khdng ché vi khuan E. ictaluri gy bénh ESC phd bién trn ¢ nheo.
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Tinh nhay cta thudc khng sinh florfenicol cling® woc xc inh trn mét s6 mam bénh vi
khuan trn ¢ qua mdt s& nghin ctu nhw Crumlish (2002) thi vi khuén E. ictaluri phn 1ap
trn ¢ tra bénh gan than md & DBSCL nhay hon ton véi thudc khng sinh florfenicol
(Crumlish, 2002 trich dan béi Nguyé&n Hu Thinh vi ctv 2007). Twong tw nhw két qua trn,
nghin ctru cGa Tt Thanh Dung vi ctv (2008) bang phwong php xc inh néng 6 wc ché toi
thiéu (MIC <<0.25 pg/ml) thi tc gia cho rang thudc flofenicol cin nhay hon ton véi vi khuén
E. ictaluri phn 1ap tw ¢ tra nudi & DBSCL thu tir nhitng ndm 2002-2005. Tuy nhin, v&i két
qué nghin ctu cta Chu Hong Thy (2008) thi ci én 62,5% vi khuén E. ictaluri phn 1ap tw ¢
tra & tinh TriVinh™ khng v&i florfenicol (MICso = 2 ug/ml vi MICgo = 4 pg/ml).

D' nhikng nghin ctru gan"y cho thay tinh nhay cta thudc khng sinh florfenicol bi gidm so véi
trwéc kia, nhwng theo sb liéu iéu tra cia Nguyén Tan Duy Phong (2008) thi van cin 50%
s6 hd nudi ¢ tra &@ DBSCL c¢f st dung florfenicol trong iéu trj bénh c. Chinh vi thé, & trnh
hién twong Ion thube cdia vi khudn E. ictauri 6i véi florfenicol xay ra thi can phai tim ra
liéu lwong st dung thude florfenicol thich hop nhat & (ng dung vo thwe té tri bénh cho ¢
tra bénh gan than ma.
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CHUONG 3
VAT LIEU VA PHUONG PHAP NGHIEN CUU
3.1 Thei gian v dia diém nghin cteu
Péti woc thwe hién tir thng 03/2010 én thng 06/2010
Dia i&m thyc hién: Chi cuc Thly s&n Thnh phd Can Tho
3.2 Vat liéu nghin cteu
3.2.1 Pai twong thi nghiém

Cc chang vi khuan E.ictaluri phn 1ap ti ¢ tra (Pangasianodon hypophthalmus) bénh worc
nui trn ia bn 2 tinh: Ddng Thp, An Giang.

3.2.2 Dung cu thi nghiém

Dung cu tiéu phau, khay md, ko, dao, que cdy,*n cén, gidy, bt 16ng, pipet (100 pl, 1000 pl,
5 ml) chai ndu méi trwéng (250 ml vi500 ml), Ta petri, dng nghiém, gang tay, ng tim, lame,
lamella, kinh hién vi...

Gidy nhém, &u loc, gidy loc, dung cu bam gidy loc, tam bong tiét trng, binh xit cén.

Cc dung cu khc: N6i thanh trng bang p suat (autoclave), td cdy, ti &m, td thanh trng kho, td
lanh, cn ién td (4 56 18, Nhat).

3.2.3 Hia chat thi nghiém

Moi truerng nudi cdy vi khuén: Méi truorng Trypic Soy Agar (TSA), Nutrient Broth (NB),
Mai trwdng Mueller Hinton Agar (MHA) (Hng MERK).

Hia chat nhuém mu, Gram: Dung dich Crytal violet, dung dich lodine, dung dich
alcohol/acetone, dung dich safanin. (Xem phu luc A.3)

Pia khng sinh florfenicol thwong mai (30 pg) (Hng OXOID), vi Ta gidy tw tao & cc néng 6
50 Wg, 70 ug, 90 ug, 110 ug, 130 pg, 150 pg.(phu luc A.4).

Florfenicol 83,28% dang bot, bé kit AP1 20E (Php).

Cc loai héa chat: Con tuyét 6i, nwéc mudi sinh Ij, cdn 70 °C...
3.3 Phwong php nghin cteu

3.3.1 Phwong php thu mau bao quan v van chuyén

Phwong php thu mau bénh pham ¢
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Mau ca duoc lay khi ca con séng hoac mai chét khong qué 10 pht.

Trong ao ca bénh chon s tir 3-5 (cd thit), 5-7 (ca gidng) c6 dau hiéu bénh ly dic trung
1-2 con ca khoe.

Phwong phap bio quan va van chuyén miu.

Cé séng, cho nudc vao khong quéa 1/3 tdi nylon sau dé tha c& vao tai, bom oxy va
budc kin. Thoi tiét ndng phai chuan bi mot tui d¢a nho dit gan boc ca. Truong hop ca
chét (khdng qua 10 phat), cho ca vao mdi tdi nylon khéng chira nudc mot mau ca,
budc chat va bao quan lanh.

Trong khi van chuyén dat mau trong phich lanh. Mau duoc chuyén vao phong thi
nghiém, tién hanh phan tich trong vong 24 gio.

3.3.2 Phwong php phn 1ap v dinh danh vi khuan

Phwong php phn 1ap vi khuan dua theo ti liéu Vién Nghin Clru Stec Khde Dong vat Thiy
San Thi Lan (AAHRI) (1993):

- Nudi cdy vi khuan trén méi trudng TSA (Idy mau bénh pham truc tiép tir gan,
than, ty tang).

- U méu trong ta am tir 48 gio. Lap lai thao tac nay dén khi dat dia ciy thuan.
- Quan st hinh dang mu s&c khuan lac (Phu luc A.3).
- Nhudém Gram, phan (rng Oxydase, phan tng O/F vitinh di éng (Phu luc A.3).

Phuong phép dinh danh vi khuan bang bo kit API 20E (Biomerieus® SA 69280 marcy
I’Etoile-France).

- Cho mat it nude cat hodc nude may vao trong khay nhya cua bo kit dé git 4m
trong qua trinh  trong ti 4m. Pat kit API vao khay nhya.

- Chuan bi dung dich vi khuan: ding que cay tiét tring Idy mat it khuan lac cho
vao 5 ml nuéc mubi sinh ly.

- Dung dung dich vi khuan cho vao day céc 6 CIT, VP va GEL.

- Twong tu cho vi khuan vao day phan tuyp cac 6 ADH, LCD, ODC, H.S va
URE, ké tiép cho dau paraffin vao day phan I8m cac 6 nay. Tiép theo dung dung dich
vi khuan cho vao day phan tuyp céac 6 con lai.

- Pay nap khay va u trong ta &m & 26-28 °C.
- Boc két qua sau 48 gio.
- Boc két qua:

e Kiém tra va ghi nhan céc chi tiéu khdng can thém thudc thir.
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e Céc chi tiéu can thém thudc thir:

e Cho mot giot thudc thir TDA vao 6 TDA, doc két qua sau vai gidy.

e Cho mét giot thudc thir IND vao 6 IND, doc két qua sau vai gidy. Cho
mét giot thudc thar VP1 sau d6 cho tiép giot thudc thir VP2 vao 6 VP,
doc két qua sau 10-15 phuit.

e Truéc khi doc két qua, bo kit API 20E phai dat téi thiéu 3 chi tiéu cho
két qua duong tinh. Nguoc lai can u mau thém vai gio.

e Sau khi cho thudc thir vao thi day nap khay nhya lai.

e Khi di cho thudc thir vao cac chi tiéu rdi thi khdng nén u lai trong ti am.

o Kiém tra két qua test API 20E (Bang A.2 va phu luc A.3).

3.3.3 Phwong php kiém tra khng sinh d6

Phuong php khng sinh & dwa theo phwong php cda Vién Nghin Ctu St Khde Dong Vat
Thay San Thi Lan (AAHRI) (1993).
Cc bwérc thwce hién:

Dng que cAy tiét trng 14y vi khuan cho vo éng nghiém chira 5 ml nwéc mudi sinh 1j
tiét trng 1&c éu.

So mu quang phd & budc sing 590 nm v. iéu chinh mat 6 vi khun bang méi trwéng
NB cho at OD = 0.1+0.02 (khoang 108 cfu/ml).

Dng t&m bong tiét trng nhng vo trong dng nghiém chiva vi khuén vi qut In Ta agar &
khoang 1 pht.

Dn cc Ta khing sinh vo Ta agar sao cho khoang cch 2 Ta khng sinh | 24 mm, khoang
cch gitva Ta khing sinh vimp Ta petri |:10-15 mm. L&t Ta lai v: G trong td 4m & nhiét 6 28-30
oC.
Doc két qua:
Sau 48 gi® xuat hién cc ving trin khong cf vi khuén pht trién (vong vo trng) & méi a khng
sinh o wéng kinh ca ving vo trng xc inh tinh nhay cam cdia vi khuén véi khng sinh.
3.3.4 Phwong php xc dinh néng dé (ec ché toi thiéu (MIC)
Phuong phap xac dinh MIC bing phuong phap Broth (Geert Huys, 2002) ¢6 chinh sira.
Ngay thir nhat va thir hai

Chuan bi: Bia TSA, Ong nghiém 10 ml NB Chai 50 ml NB; Nudc mudi sinh 0.85%.
Nudi vi khuan trén mai truong TSA, 48 gid & nhiét d6 28 °C bao gém vi khuan can
xac dinh MIC.
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Kiém tra su thuan chung cua vi khuan bang cach quan sat sy dong nhat vé hinh
dang, kich thudc, mau sic caa khuan lac va nhuém Gram.

Chon 5 khuan lac riéng Ié trén dia TSA cho vao ong nghiém chira 10 ml NB, 0 &
28°C, 48 gio.

Ngay thw ba

Pha thubc: Pha hai 6ng nghiém thuéc gbc, mdi éng 50 ml (1a thuée khéang sinh hay
thudc can khao nghiém) (6ng thir nhat c6 ham luong thudc 1a 1024 ppm va éng thir
hai c6 ham lrong thude 1a 256 ppm). Thubc phai dugc pha bang Ethanol.

Pha lo&ng thudc véi do pha lodng hai lan tir 2-1024 ppm trong dng nghiém 50 ml.
Ham luong thudc 512 va 256 ppm duoc pha tir éng thudc géc thir nhat (1024 ppm)
bang cach thém nugc mudi sinh Iy. Ham lugng thube 128, 64, 32, 16, 8, 4 va 2 ppm
dugc pha tir dng géc thir 2 (256 ppm) (Phu luc A.4 Bang A.3).

Lic déu dung dich thudc trude khi pha lodng ¢ nong do tiép theo. Biéu can cha y 1a
& mdi d6 pha lodng, ham luong thudc s& giam di phan nita sau khi cho dung dich vi
khuan vao.

Po mat d vi khuén

Po mat d6 vi khuan bing may so mau quang phd & budc séng 590 nm va diéu
chinh mat do vi khuan biang mdi trudng NB cho dat OD = 0.1+0.02 (Khoang 108
cfu/ml).

Luu y: dbi ching sir dung khi so mau 12 méi truong NB, khdng dung nudc cat va
khong nén cho khuan vao thudc 1au hon 1 gid sau khi do mat do.

Cho 2ml vi khuan, di diéu chinh mat 6 vao mdi éng nghiém c6 ham luong thudc
tir 2-1024 ppm (Bang A.2 va phu luc A.4). Lic déu dung dich vi khuan truéc khi cho
vao céc éng nghiém co thudc.

Mai lan xé&c dinh MIC can phai c6: Bdi chitng &m (2 ml NB + 2 ml nuéc cét); doi
chang dwong (2 ml vi khuan + 2 ml nudc cat).

Tat ca cac dng nghiém duogc u & 28°C trong 48 gio.

M3i chung vi khuan sau khi diéu chinh mat do duoc cdy lén méi truong TSA dé
kiém tra sy thuan ching va duoc u trong cuing diéu kién véi cac éng MIC.

Ngay thir 4: Poc két qua

Kiém tra sy thuan chang cua ching vi khuan xét nghiém trén dia TSA. Néu phat
hién thay c6 su tap nhidm thi khong doc két qua MIC.

Sy phat trién cua vi khuan dugc xac dinh bang cach so sanh do duc caa mdi dng
MIC véi 6ng ddi chung &m va duong.
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Gia tri MIC duoc xac dinh 12 ham luong thude trong 6ng nghiém dau tién khéng cé vi
khuan phat trién. Truong hop vi khuan phét trién ¢ tat ca cac ndng do thi gia tri MIC
dugc xé&c dinh ¢ 6ng nghiém c6 ham luong thubc ma sy phat trién caa vi khuan giam
khoang 80% so véi 6ng trugc do.
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CHUONG 4
KET QUA VA THAO LUAN
4.1 Két qua thu miu ca tra
Dau hiéu bén ngoai
Ca tra khoe c6 mau sic tuoi sang, da tron lang, co thé can ddi thuong c6 mau xanh
den trén lung va phan dau, ¢ phan bung c6 mau tring sita, cac tia vy c6 mau hong
khong so xé&c. Céc co quan nguy@n ven khdng c6 vét loét, hau mén, mang c& c6 mau

do tuoi, ca boi 16i linh hoat, phan tng linh hoat. Két qua nay phd hop vai nhan dinh
cua Duong Nhyt Long (2003).

Qua két kiém tra ban dau cho thiy c& bénh gan than mu ¢ diu hiéu bén ngoai khdng
rd rang, mot sb truong hop da cé bi tai lai, ca boi 16i cham chap, ca kém an hoic bo an,
thudng xung quanh miéng, mit, thuong xuat huyét (Bang 4.1). Quan séat nay phu hop
voi mo ta ca tra bénh gan than mu cua D6 Thi Hoa va ctv (2004). Ngoai ra theo
Nguyén Hitu Thinh va ctv (2007) ca bénh gan than ma con c6 mot sé biéu hién nhu:
mét 16i, duc mét hay ca hai bén mat.

Bang 4.1: Dau hiéu bénh ly va dic diém khuan lac vi khuan Edwardsiella ictaluri

KH Vi Dau hiéu bénh ly M6 ta khuan lac

khuan

E10058  Phu dau xuat huyét, gan Tron nho, trang duc
than, ty tang nhiéu dom trang

E10059  Xuat huyét vi, nhiéu dém Tron nho, trang duc

trang & gan, than, ty tang, than nhiin
E10063  Xuat hién nhiéu dém trang ¢ gan, than, ty tang.  Tron nho, tring duc
E10064  Xuat huyét quanh mit, than, ty tang Tron nho, trang duc
nhiéu ¢ém trang
E10066  Phl dau, pht mat xuat huyét, gan, than nhiéu  Tron nho, tring duc

dém trang
E10068  Than, gan, ty tang nhiéu ¢ém trang Tron nho, trang duc
E10073  Gan, than, ty tang nhiéu dém trang Tron nho, trang duc
E10074 Bén ngoai nhot nhat, gan than nhiéu dém trang.  Tron nho, tring duc
E10075  Gan, than, ty tang sung to c6 nhiéu dém tring Tron nho, tring duc
E10077  Gan, ty tang, than nhiin ¢ nhiéu dém trang Tron nho, trang duc
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Dau hiéu bén trong

Ca khoe thuong co c6 mau trang hong, bén trong xoang bung khdng c6 chat dich.
Mau sic trén ting co quan dong nhat va cé cau truc ran chac, khéng cé biéu hién sung
hay nhiin & cac co quan: gan, than, ty tang, da day, ruot khéng bi truong to va thuong
chtra nhiéu thac an. Két qua nay phu hop véi mo ta caa Duong Nhyt Long (2003).

Dbi vai cé tra bénh gan than mu trong rudt khdng cd thic an. Gan, than, ty tang bi
sung to va c6 hién tuong nhiin. Bong thoi co quan & gan, than, ty tang con xuat hién
nhiéu dém trang tron (Hinh 4.1). Két qua nay ciing giong véi nghién cau mé hoc cua
Nguyén Quéc Thinh va ctv (2004).

Hinh 4.1: C4 bi bénh gan than ma véi nhiéu dom trang & gan, than, ty tang
4.2 Két qua phan lap va dinh danh vi khuan tir miu ca bénh
4.2.1 Két qua phan Iap vi khuén va kiém tra céc chi tiéu co ban
Sau khi mau cé thu vé duoc phan lap trong diéu kién tiét trung Idy mau bénh pham
truc tiép tir cac bo phan gan, than, ty tang duoc cay trén mai truong TSA (Tryptic soy
agar) va sau 48 gio kiém tra sy phat trién caa khuan lac nhu hinh dang, mau sac, két
qua dua trén mo ta cua Hawker va et al (1981).
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Hinh 4.2: Khuan Edwardsiella ictaluri Phét trién trén méi trudng TSA sau 48h, khuan
lac c6 mau tring duyc.

Vi khuan duoc tach rong dén khi ndo dat vi khuan thuan sau d6 kiém tra cac dic diém
hinh théi, sinh hoa cua vi khuan Edwardsiella ictaluri. Qua két qua kiém tra cho thiy
cac chung vi khuan phan Iap déu tao khuan lac tron, c6 mau trang duc kich thuéc nho
hoac li ti trén mdi truong TSA va MHA sau 48 gio ¢ nhiét do 28-30 °C (Hinh 4.2).
Két qua nay giébng mé ta caa Hawker et al (1981). Khi phan Iap trén c4 Nheo My,
ddng thoi ciing gibng mé ta cua Plumb (1993) va Tur Thanh Dung va ctv (2004) khi
phan Iap vi khuan gay bénh gan than mu trén cé tra 8 DPBSCL.

Két qua kiém tra cac chi tiéu co ban cho thdy cac chung vi khuan nay thuoc Gram am,
hinh que, di dong yéu va phan @ng oxydase am tinh, O/F dwong tinh (Bang 4.2 va phu
luc B.3).

Bang 4.2: Két qua kiém tra cac dac diém hinh thai, sinh hdéa caa vi khuén
Edwardsiella ictaluri

STT  Chitiéu Két qua
Gram Am
Hinhdang  Que ngin
Di dong Yéu
Oxydase Am tinh
O/F duong tinh

g B W NP
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Theo Plumb (1993) thi vi khuén E. ictaluri cting cf dang hinh que thang nhé kich thwéce tir 1
um x 2-3 um. Di 6ng yéu & 25-30 °C, khéng di 6ng & nhiét & cao, In men glucose, khdng
oxy héa, phan (rng catalase dwong tinh, m tinh trong phan &ng & oxidase, pht trién tot & 28
OC vi pht trién yéu & 37 °C. Nhw vay két qué phn 1ap 10 chlng vi khuén trn ¢ tra bj bénh
gan than ma & Ddng Thp v An Giang, cling nhw két qua kiém tra cc chi tiu co ban cho thay
cc chiing vi khudn phn 1ap woc cd mot s &c iém gidng nhw mé ta cla cc te gia trwdce (Tw
Thanh Dung v: ctv, 2004; Plumb, 1993).

" — - - -
A = . -
, XY,

Hinh 4.3: Hinh nhuém Gram vi khuan E. ictaluri Gram am, hinh que (100X)
4.2.2 Két qua kiém tra céc chi tiéu sinh hoa bang bd kit AP1 20E trén vi khuan
E. ictaluri

Qua két qua kiém tra céc chi tiéu sinh hda caa 10 chung E. ictaluri cho phan tng
duong tinh vai céc chi tiéu LDC, CIT va chi tiéu duong GLU con cac duong khac nhu
MAN, INO, SUR, RHA, SAC, MEL, AMY va ARA déu &m tinh (Hinh 4.4). Ngoai ra
vi khuan con cho phan tng am tinh véi ONPG, ADH, ODC, H3S, URE, TDA, IND,
VP, GEL (Bang 4.3 va phu luc B.3).
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Bang 4.3 Két qua test API 20E trén vi khuan Edwardsiella ictaluri phan Iap tir cé tra

Chi tiéu Thanh phin Phan wng mau Két qua
ONPG  Ortho-nitrophenyl galactosidase ~ Khong mau -
ADH  Arginine vang -
LDC Lysine bo cam +
oDC Ornithine Xanh nhat/vang -

CIT sodium citrate Vét den manh +
H.S Sodium Thiosulphate vang i
URE Urea vang -
TAD L-Tryptophane Xanh nhat/vang -
IND L-Tryptophane Khong mau -
VP Sodium Pyruvate Khong c6 mau den -
GEL Gelatin Xanh/xanh la -
GLU  D-glucose vang +
MAN D-manitol Xanh/xanh la -
INO Inositol Xanh/xanh la -
SOR D-sorbitol Xanh/xanh la -
RHA  L-Rhamnose Xanh/xanh la -
SAC D-sucrose Xanh/xanh la -
MEL D-melibiose Xanh/xanh la -
AMY  Amygdalin Xanh/xanh 14 -
ARA  L-arabinose Xanh/xanh la -

Két qua nay gidng voi két qua cua Lwong Tran Thuc Poan (2006) khi kiém tra vi
khuan E. ictaluri ¢ ca tra bénh gan than mua. Nhung khi so sanh véi cac két qua dinh
danh va phan lap vi khuan trén céa tra bénh gan than mu ¢ PBSCL bang bo kit API
20E cua Tu Thanh Dung (2004) thi co su sai khac theo tac gia chi co hai chi tiéu cho
phan tng sinh duong tinh 1a GLU, LDC. Nhiing két qua nghién ctu cia Chau Hong
Thay (2008) kiém tra cac dic diém sinh hoa cua 50 chang vi khuan E. ictaluri hau hét
cac phan ang déu am tinh, chi c6 2 chi tiéu cho phan ung duong tinh 1a GLU va VP.
Nguyén nhan cua sy sai khac la do cac tac gia kiém tra cac dic diém sinh hda cua vi
khuan nay cach day da lau trong diéu kién hién tai vi khuan c6 thé thay doi cac dic
diém sinh ly, sinh hoa va thu mau & cac ving nudi khac nhau.

Viéc phan 1ap va dinh danh vi khuan rat can thiét trong linh vuc nghién ciu va ang
dung, n6 gilp xac dinh tdc nhan gay bénh va cd thém hiéu biét vé truong hop gay
bénh. Boi vi dau hiéu bén ngoai chua han c6 thé két luan duoc nguyén nhan vi chua
chac né 1a tac nhan. Vi vay, mam bénh chi duoc cdng nhan khi phan lap va dinh danh
tur ca bénh ngoai tu nhién.
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Hinh 4.4: B6 kit AP1 20E (A) va két qua test cac chi tiéu sinh hoa caa vi khuan E.
ictaluri sau 24 gio (B)

4.3 Két qua kiém tra khang sinh dé trén cac chiing vi khuan E. ictaluri

Vi khu&n &u tin woc tch ring v nudi cdy & woc vi khuén thuan, vi woc tién hnh inh danh
vi khuan. Sau 1 nudi vi khuan trong mdi trwéng NB & at woc mat 6 vi khuén khoang 108
cfu/ml bang my so mu quang phd. Tién hnh kiém tra khng sinh & & 7 ndng & gébm: Ta khng
sinh thwong mai (30 pg) v Ta khng sinh tw tao & 6 ndng 6 khc nhau 50 pg, 70 pg, 90 g,
110 ug, 130 pg, 150 pg cda thudc khng sinh florfenicol In vi khuén E. ictaluri. Két qua
wdng kinh trung binh ving vo trng woc trinh by trong Béng 4.3. Déng théi & xc inh ndng
6 khing sinh no I nhay, trung binh nhay hay khng thi phai dwa vo chudn wéng kinh vé trng
cta khng sinh theo nh san xuét: Dwong kinh vo trng = 19mm (nhay), wéng kinh vo trng
14-18 mm (trung binh), khng < 14mm.
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Bang 4.4 Puong kinh vo trng (mm) cla cc chang vi khuén

STT Vi Cc néng do thuéc khng sinh florfenicol
khuan

30pmg 5S0pg 70pg  90pg 110pg 130 pg 150 pg

1 E10058 30 I I I I I I
2 E10059 20 I I I I I I
3 E10063 0 10 14 16 19 22 25
4 E10064 10 13 16 19 22 23 25
5 E10066 28 I I I I I I
6 E10068 10 14 17 20 23 25 27
7 E10073 8 10 13 15 19 21 24
8 E10074 12 15 18 20 23 26 29
9 E10075 0 0 0 0 10 15 17
10 E10077 10 13 15 20 25 30 35

Ghi ch: Ki hiéu “//”” & cc 6 trn | do & nhizng ndng dé ny vi khuén nhay hon ton tao duong kinh vo trng to nn
khéng xc dinh dwoc dwdng kinh.

Qua Bang 4.4 cho thdy wong kinh vo trng clia thube khing sinh florfenicol In vi khuén E.
ictaluri & cc néng 6 dao ong tir 0-35 mm. K&t qua trn ciing cho thdy a sb cc ching”™ khng
véi thube ngoai trir 3 chiing E10058, E10059 vi E10066 & An Giang cin nhay & néng 6 30
ug (Ta khng sinh thwong mai). Dong thoi tién hnh kiém tra khing sinh 6 cc chiing khng ny
& ndng 6 cao hon, & ndng 6 50 g vi 70 ug khéng tao woc ving vé trng. Nhwng & néng 6
90 ug lc ny thudc™ cd hiéu qua diét woc mdt sb ching vi khudn E10064, E10068, E10074,
E10077 tao wong kinh vo trng (15-20 mm). Két qta ny cho thdy cc ching vi khuén
Edwardsiella ictaluri* khng & néng & rat cao.

Trong khi nhi¥ng nghin ctu Im khng sinh 6 cda cc chdng vi khudn phn lap & DBSCL
nhirng ndm trwdc thi két qua thu woc co sw thay 6i rat In theo Crumlish et al (2002) ghi
nhan cc chang vi khuén E. ictaluri nhay hon ton véi thude florfenicol trong thdi gian ny
florfenicol iéu tri bénh gan than ma rat hiéu qua. Dén ndm 2006 Crumlish et al* tim woc
57,1% sb chiing™ khng vai florfenicol v én ndm 2007 Nguy&n Htu Thinh victv* kiém tra
khng sinh 6 thi vi khuan E. ictaluri* khng florfenicol vé&i ti 1& 45% & Vinh Long v 30% &
An Giang.

Theo két qua ctia H6 Thi Kiéu Nga (2009) khi kiém tra khng sinh & cua thube khng sinh
florfenicol In 10 chdng vi khudn ci wéng kinh vé trng dao 6ng tor  (9-49 mm) trong 10
chaing trn™ c6 5 chang khng véi florfenicol. Tw nhivng két qua trn cho thay két qua thu woc
hon ton hop 1y. Dén nay theo két qua kiém tra cho thdy viéc iéu tri bang thudc khng
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florfenicol ngy cng gidm hiéu qua do thoi gian s& dung thuée khng sinh di hon™ tao nn
dong vi khuan khng thude ngy cng cao.

Nhw vay, tir két qua thu woc thi & ndng 6 30 ug cd 3 mau trong 10 mau thi nghiém co
wong kinh vo trng >20 mm, iéu ny chirng té florfenicol van cin hiéu qua, nhuwng ti 1& 30%
| thap. Vi thé, khi dng florfenicol & iéu trj & néng o thap | khong an ton di véi nhirng vng
nudi™ co hién twong khing thude chinh vi I do ny, can phai than trong trwéc khi dng thudc tri
bénh cho c¢. Bbi v&i nhitng vng khc nhau viéc s& dung thudce ciing khc. Vi vay, i 1& chiing
vi khuén thé hién tinh nhay 6i véi thudc gitva hai tinh Dong Thp v An Giang ciing khc nhau
iéu ny woc gidi thich nhw sau: do cc chding vi khudn phin 1ap & cc ving khc, ¢ thé nhiing
noi khing thude do ngudi nudi ¢ @*y™ nudi nhiéu nam thdi gian st dung khng sinh & nhiing
noi 1 kh di gy ra hién twong khing thude v hinh thnh cc chdng vi khuén khing khe nhau gitra
ce ving.

Hinh 4.5: Két qua khng sinh & ctia florfenicol & ndng 6 30 ug, 70 pg, 90 pg vi110 pg In
chang vi khuén E10068.

Vivay, & xc inh°ng thubc iéu trj bénh I rat can thiét. M&i vng nudi khc nhau thi hiéu qué
st dung khng sinh khc nhau dan én sw sai khc vé& & nhay cam cla thudc khng trong két
qué thu woc. Do 1, trong nghin cru trj bénh Ang vat thay san thi viéc kiém tra khng sinh &
& tim ra loai thuéc trj ¢6 & nhay cam cao | rat can thiét, ngoi ra cin gip cho ngwei dn it ton
chi phi cho viéc iéu tri khong *ng thuéc dan én dw lwong khng sinh trong nuéi tréng thay
s&n v &nh hwdng t&i san pham thay san.
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4.4 Két qua nong do trc ché tdi thiéu (MIC) caa khng sinh In vi khuan E. ictaluri

Xc inh ndng 6 e ché téi thidu cua thudc khng sinh In vi khudn | xc inh & tai nong o
thudc khng sinh thAp nh&t m tai ndng 6 1 vi khuén bi (rc ché hon tian hoac hon 80% bi tiu
diét. Viéc si dung thuée v hoa chat tri bénh cho &ng vat thiy s&n nii chung v &c biét |
thudc khng sinh ndi ring s& at hiéu qua cao néu sém pht hién giai oan chém bénh cla vat
nudi. X inh néng & MIC cda thudc khng sinh In vi khuén gip cho viéc st dung °ng liéu sé
gip phan nng cao hiéu qua iéu tri v gidm kha nang khng thudc cda vi khuan.

Gia tri MIC chuén cta thuéc khing sinh florfenicol theo tiu chuén ca CLSI (2006) Gi tri
MIC nhay: < 2 pg/ml, giitri MIC khng: = 8 pg/ml.

Bang 4.5 : Gi tri MIC cua 10 ching vi khun E. ictaluri

Nong do 6 chang vi e 2
thuéc khgngs(?gh (ppm) >0 Ifhll:ér? % chiing vi khuan

1 0 0
2 3 30
4 0 30
8 0 30
16 0 30
32 3 60
64 3 90

128 1 100

256 0 100

1024 0 100

Gil tri MIC cda 10 chdng vi khuan qua két qua trn cho thdy ndng 6 tc ché tdi thiéu cua
khing sinh florfenicol In cc ching vi khuan ciing giéng nhw két qué khng sinh & a s6™ khng
véi thude khng sinh ny. Chi cin 3 chdng vi khuén E10058, E10059 v E10066 | nhay & néng
6 2 ug/ml, cc chaing cin lai* khng & ndng 6 cao twr 32 én 128 pg/ml.
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Hinh 4.6: Két qua gi tri MIC cla thuéc florfenicol In ching vi khuén E10077

Sau khi khng sinh rhloramphenicol * bj cAdm st dung trong nudi tréng thay san, 1 dan xuét
m&i cta chloramphenicol i | florfenicol * thay thé v khng sinh ny nhanh chéng woc st
dung réng ri trong chan nudi v thwe phdm, bao gébm ngnh thiy san (Dowling 2006; Michel
et al, 2003; Wrzsinsk et al, 2005). Theo Fukui et al (1987) ( woc trich b&i Michel et al, 2003)
thi florfenicol worc xc inh I iéu tri rat hidu qua trn dng vat thay san & Nhat Ban, & Ireland
florfenicol cting woc khuyén co st dung & iéu tri bénh I8 lot trn ¢ da tron (ESC). Loai
khng sinh ny ciing nhanh ching &ng dung réng ri trong iéu tri bénh gan than mad trn ¢ tra
(Tran Duy Phwong, 2009).

Theo Tt Thanh Dung v ctv (2008) xc [dh gil v mic ng pthg php pthg php pha
long thuld khng sinh trong moi tang thLdh Mueller-Hinton 1. Kmqu[khﬁng co chuGg E.
ictaluri phin IG tLL tra bldh gan th(d m[khsng vLilnhim khng sinh ny vi ¢6 gi L mic [

thld (Cb,25 [dimt), nhldg Od thldl ilch ny gii i 1n [d 128 Ldimi. kL qulkLdh bo
ng chng ta th(d trmg khi sDjmg thuld khng sinh florfenicol trong thm s,

Theo iéu tra m&i"y cta D& Tién Hao (2009) ti 1& st dung khng sinh florfenicol & cc hd
nudi ¢ tra I Vinh Long (80%), Pdng Thp (80%), An Giang (50%). Sau th®i gian pht trién
nghé nudi dich bénh thuwéng xuyn xay ra ngwei nudi ¢ stv dung nhiéu loai khng sinh. Qua
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két qud iéu tra trn thi s6 nguwei nudi ¢ tra &"y st dung florfenicol &u trj b&nh cho ¢ kh cao
nn énnay”™ dan én hinh thnh cc chang vi khuan khing véi thude florfenicol khng én 70%.

Qua két qua khing sinh & vi xc inh néng 6 tc ché (MIC) nhan thdy rang ngy cng hinh thnh
nhiéu chdng vi khuan Edwardsiella ictaluri khng thudc florfenicol cng nhiéu. Do méi vng
nudi st dung thudc véi liéu lwong v théi gian dng thude cda méi ving khe nhau. Vi vay cng
mot loi vi khuén E. ictaluri nhung & ia iém thu mau khc nhau vi khudn hinh thnh ving
khing khc nhau. Trwéc tinh hinh ngy cng giam tinh nhay cam cda khng sinh florfenicol v&i
chding vi khuén ny phai ¢ cch khéc phuc khuyén co ngudi nudi ¢ st dung °ng thude v: liéu
lwong trnh s& dung thudce theo kinh nghiém theo ban thn m khong biét r tc nhn khng thudc
hay tinh trang khng thudc cla vi khuan.

4.5 So snh tinh nhay ctia vi khuan E. ictaluri & hai tinh An Giang viDong Thp

K&t qué so snh wng kinh vo trng (Hinh 4.7) vigi trf MIC (Hinh 4.8) cla cc chiing vi khuén
E. ictaluri phn 1ap & hai tinh An Giang viBéng Thp woc thé hién Ian lvot qua Hinh 4.7 v
Hinh 4.8.

AN GIANG DPONG THAP
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S i 12
= % g 1
= =
= o 89
=
% 15 | = 6
o =l
(21} [=1x]
& I . ||
=3 =¥
oo a0 : : : '
EI0058 E10058 EMD0G3 E10064 E100GS EI0068  E10073 E10074 E10075  E10077
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Hinh 4.7: Bwéng kinh vo trng (mm) clia vi khun E. ictaluri phn 1ap & An Giang (A) v
Péng Thp (B) v&i Ta khing sinh florfenicol thwong mai (30pg)

V&i két qua trn ta thAy cc ching vi khudn E. ictaluri & Péng thp™ thé hién tinh khng véi
florfenicol (30ug) rét r, 100% chdng é&u khng véi wong kinh vo trng trung binh | 8 mm.
Pdi véi cc ching vi khuén E. ictaluri & An Giang ¢ 3 ching cin nhay véi florfenicol, v
wong kinh v trng trung binh cda 5 ching 1117,6 mm. K&t qua ny hon ton trng hop véi két
qué MIC cc chiing vi khuén nhay ci werng kinh vo trng cng thi gi tri MIC cng thap v nguwoc
lai (Hinh 4.8).
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AN GiANG PONG THAP
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Hinh 4.8: Giitri MIC cta vi khuan E. ictaluri phn 1ap & An Giang (A) v: Ddng Thp (B).

Twong tw két qua khng sinh 6 trn, thi vi khuén E. ictaluri phn 1ap & An Giang thé hién tinh
khng véi florfenicol thap hon cc chdng phn 1ap & Dong Thp. V&i 3 ching & An Giang
E10058, E10059 v E10066 nhay v&i florfenicol ci cng gi tri MIC thap 2 pg/ml vi trung binh
cta 5 chang | 26,8 pg/ml. Trong khi 15 chang vi khuan E. ictaluri khng véi florfenicol &
Péng Thp cb gii tri MIC trung binh 11 57,6 pg/ml. Qua két qua khng sinh & v. MIC trn cho
thay & An Giang cin 3 ching nhay véi florfenicol. Tuy nhin, véi gi tri MIC trung binh | 26,8
ug/ml | cao so v&i tiu chuén ctia CLSI 2006 ( MIC khng >= 8 pg/ml). V&i két qua ny cho
thay cc chdng vi khun E. ictaluri & An Giang™ xuét hién hién twong khng véi thude khng
sinh florfenicol. Vi vay, hét strc than trong khi st dung thudc khing sinh trong viéc trj bénh
gan than mu.
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CHUONG 5
KET LUAN V DE XUAT

5.1 Két luan

Phn 18p vi inh danh woc 10 chang vi khudn Ewardsiella ictaluri trn ¢ tra ci dau hiéu bénh
gan than ma tai 2 tinh Bdng Thp, An Giang.

K&t qua kiém tra khing sinh 6 ci 30% sb ching vi khuén cin nhay & ndng & 30ug (Ta khng
sinh thwong mai).

Khao st tinh nhay cta cc ching E. ictaluri v&i cc Ta florfenicol tw tao & cc ndng 6 (50 pg,
70 g, 90 ug, 110 ug, 130 ug, 150 pg) cho thay ci 90% ching vi khuén E. ictaluri nhay &
noéng 6 110 ug.

Két qua gi tri MIC 1 30% nhay & 2 pg/ml, 60% nhay & 32 pg/ml vi 100% nhay & 128 pg/ml

Vi vay néu st dung florfenicol iéu tri & ndng 6 thAp mi chwa kiém tra khng sinh 6 I khong
an ton.

5.2 Pé xuat

Nghin ctu mé rong hon trong viéc iéu tri bénh gan than ma ti k&t qua gi tri MIC xc inh
worc.

Nghin ctru sw thay i sinh hoc khi dng florfenicol & liéu iéu trj cao In ¢ tra bénh gan than
mu.
Pnh gi hiéu qua kinh té khi dng florfenicol & liéu lwgng cao.

BO tri thi nghi@m & quy md rong hon vi thdi gian di hon nhdm so snh worc tinh khing thude
clia vi khudn Ewardsiella ictaluri & cc ving nudi khc nhau.
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