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PHAN LAP VI KHUAN RIEMERELLA ANATIPESTIFER TU MAU BENH
PHAM VIT CO TRIEU CHUNG NGHI MAC BENH NHIEM TRUNG HUYET

Vé Thanh Thin, Pang Vin Tuin, Lé Pinh Hai
Phdn vién thu y mién Trung
TOM TAT

Di tién hanh phan lap va dinh danh vi khuan Riemerella anatlpestlfer (RA) tir bénh phdm cua 408 con
vit & cac d6 tudi khac nhau c6 triéu chirng bénh nhiém tring huyét. Két qua nghién ctru cho thay ty 1€ vit
bi méc bénh nhiém tring huyét do vi khuan RA gy ra trung binh 13 35,04%. Ty 1¢ vit nhiém vi khuan
RA giam dan theo d¢ tuoi, trong d6 vit dudi 8§ tuan tudi co ty 1¢ duwong tinh véi RA 1a cao nhat (47,37%).
Két qua giai trinh ty nucleotide gen /6s rRNA cho thay tat ca cac chung vi khuan RA phan 1ap dugc déu

thudc loai Riemerella anatipestifer.

Tir khéa: Vi khuan Riemerella anatipestifer, nhiém trang huyét, vit.

Result of isolating Riemerella anatipestifer bacteria from duck specimens
with symptoms of septicemia disease

Vo Thanh Thin, Dang Van Tuan, Le Dinh Hai
SUMMARY

In this study, Riemerella anatipestifer (RA) bacteria was isolated and identified from the specimens
of 408 ducks at different ages with symptoms of septicemia disease. The studied results showed that
the percentage of ducks suffering with septicemia disease caused by RA was 35.04%, on average.
The infection rate of ducks with RA bacteria decreased gradually by age, in which, the ducks under
8 weeks presented the highest positive rate (47.37%.) with RA bacteria. The result of analyzing
sequence of the 16S rRNA gene revealed that, all of the isolated RA bacteria strains belonged to

Riemerella anatipestifer species.

Keywords: Riemerella anatipestifer, septicemia, duck.

I. PAT VAN DE

Nhiém tring huyét do vi khuin Riemerella
anatlpestlfer (RA) 1a benh truyén nh1em trén vit
nudi, ngong, ga tay va mot 56 loai gia cam khéc. Bénh
dugc phat hién lan déu tién trén vit vao nam 1932 tai
New York (My) va dugc goi voi cac tén khac nhau
nhu bénh méi trén vit (new duck disease), nhiém
tring huyét & vit (duck septicemia) (Ruiz va Sandhu,
2013). Bénh thudng xay ra & thé cép tinh hodc nhidm
tring huyét man tinh (chronic septicemia) véi triéu
chimg dic trung 14 tiéu chay phan xanh, rdi loan thi
giac, chdy nudc mili, ho, nhéy mili, cdi coc, Viem
hoai tu da ving sau khop gdi, sung phu dau - cb,
ngoeo ¢, rung dau - ¢d, viém khop, vit di lai kho
khan, dé bi kich dong, 2 chan dudi ra nhu boi (Li va
cs., 2011). Sau khi xdm nhép vao co thé, vi khuin
Va0 mau va gdy nén tinh trang nhiém trung mau,

26

1di loan dong mau, 11 loan tuan hoan, ho hép, viém
mang ndo mu, viém quanh gan, viém mang ngoai
bao tim, ti khi. Gia cam mic bénh bi suy gan, suy
than va céac ngi tang khac cia co thé 1am cho gia cam
chét rit nhanh. D4i voi gia cdm dé trimg, vi khuin
RA gy viém voi trimg, giam dé va anh hudng rat 16n
dén chét luong trimg (Chikuba va cs., 2016).

O nudc ta, bénh do RA gy nhiém trung huyét
trén vit chua dugc nghién ctru va danh gia mot
cach ddy du. Cac 6 dich 1é té van thuong xuyén
xay ra O cac trang trai chan nu6i vit, gay thiét hai
dang ké cho ngudi chin nudi. Bui Hiru Diing va
cs. (2016) khi xac dinh su hién dién cta vi khuan
RA tir nhiing vit bi nhiém tring huyét tai mot sb
tinh phia Nam bang phuong phap PCR cho biét ¢6
25/37 trai va 41/76 mau duong tinh véi RA, twong
g voi 67,57% va 53,94%. Géan day, Ly Thi Lién



KHOA HQC KY THUAT THU Y TAP XXVII SO 3 - 2020

Khai va cs. (2018) da phan 1ap vi khudn RA trén
150 mau bénh phim vit nghi mac bénh nhiém
tring huyét tai Bén Tre cho thiy c6 76 mau duong
tinh, chiém ty 1& 50,6%. Pay la 2 nghién ctru dau
tién cong bd vé tinh hinh bénh nhidm tring huyét
do vi khudn RA gdy ra trén vit tai Viét Nam. Trong
nghién ctru ndy, ching t6i tién hanh phan lap va
dinh danh vi khuin RA giy bénh nhidm tring
huyét trén vit tai mot sb tinh dai dién cho ca ba
mién gé)m Thai Binh, Thanh Hoéa, Binh Dinh va
Long An.

II. NQI DUNG, NGUYEN LIEU VA
PHUONG PHAP NGHIEN CUU

2.1. N§i dung nghién ciru

- Phén 1ap vi khuan RA tir vit ¢6 triéu chimg
nghi mac bénh nhiém tring huyét

- Pinh danh cac ching vi khuin RA phan lap
duoc tir vit mic bénh nhiém trung huyét.

2.2. Nguyén liéu nghién ctru

- MAu bénh pham cua vit ¢6 triéu chimg nghi
mac bénh nhiém tring huyét gom: tim/ mau tim,
gan, lach, phoi.

- Méi trudng nudi cdy phan lap vi khuin RA:
thach mau, thach chocolate, thach MacConkey, BHI.

- Mdi va sinh pham sir dung trong phan tng
PCR khuéch dai gen /65 rRNA dé dinh danh vi
khuan RA.

2.3. Phwong phap nghién ciru

2.3.1. Phuong phdp phén lgp vi khuin RA tiv
mdu bénh phim

- Phuong phép lay mau: mau duoc thu thap theo
QCVN 01-83:201 I/BNNPTNT (Quy chuén ky thuat
qubc gia vé bénh dong vat — Yéu cau chung liy mau
bénh pham, bao quan va van chuyén) tai cic tinh
Thai Binh, Thanh Héa, Binh Pinh, Long An. Mbi
tinh chon 2 huyén, mdi huyén chon 2 x4, mdi x3 t6i
thiéu 2 trai hodc hd chin nudi. Mau bénh pham la
mau tim/ tim, phéi, gan, lach cua vit c6 triéu chiing
bénh nhiém tring huyét do RA. Mau duoc dung
trong tai nylon v tring, bao quan 2 — 8°C va chuyén
vé phong thi nghiém trong vong 24 gio.

- Phuong phap phén lap: vi khudn RA dugc

phan lap dya theo TCVN 8400-40:2016: mau
bénh phdm duoc ria cdy 1én méi truong gém
BHI, thach mau, thach Chocolate. U 37°C trong
24 - 48 gid. Chon cac khuan lac nghi RA dé cdy
chuyén vao méi trudng thach mau va BHI, @ 37°C
trong 24 - 48 gid dé x4c dinh hinh thai vi khuan,
kiém tra dic tinh sinh héa bang bo kit API 20NE
(BioMérieux), dinh danh vi khuan bing phuong
phédp PCR va giai trinh tu gen /6s YRNA. Chung vi
khuan RA chon loc dugc bao quan ¢ -80°C trong
dung dich glycerol 30%.

2.3.2. Phuwong phdp dinh danh vi khuin RA

Vi khuan RA dugc dinh danh bang phuong phap
PCR va giai trinh tu gen 165 rRNA, stt dung cap moi
ddac hiéu F-5-CAGCTTAACGTAGAACTGC-37/
R-5-TCGAGATTTG-CATCACTTCG-3" (Tsai va
cs., 2005), chiéu dai doan gen dugc khuéch dai 1a
662 bp. Trinh ty nucleotide trén gen 16s rRNA dugc
giai mi tai Cong ty TNHH thuong mai, san xuat va
dich vu Nam Khoa (Tp. H6 Chi Minh). Chudi gen
duoc xur Iy bang phan mém BioEdit (phién ban
7.2.5). Trinh ty nucleotide cua gen 16s rRNA dugc
so sanh voi trinh ty nucleotide cua gen /6s rRNA cia
cac ching RA tham chiéu trén Genbank bang phan
mém BLAST. Két qua dinh danh cac ching RA phan
lap duoc dya vao muic do tuong dﬁ“)ng nucleotide trén
gen /6s rRNA véi trinh tu nucleotide cta cac ching
RA tham chiéu da duoc dang tai trén Genbank. Xay
dung cy pha hé bang phdn mém Mega (phién ban
6.06), st dung phuong phap Neighbor-joining va
bootstrap voi 1.000 1ap lai.

I1I. KET QUA VA THAO LUAN

3.1. Két qua phin lap vi khuian RA tir vit c6
triéu chirng nghi mac bénh

Dé phan 1ap dugce vi khuin RA, chung t6i d3 tién
hanh ria céy mau bénh phém nhu tim, mau tim, gan,
lach va phoi vit nghi mic bénh trén cac loai méi truong
chocolate, thach mau, 137 °C tir 24 - 48 gio. Chon cac
khuén lac dién hinh nghi RA: trén méi truong thach
méu vi khuan RA hinh thanh cac khuan lac khong gay
dung huyét c6 duong kinh khoang 1 - 2 mm, tron 16i,
tring trong, ria gon, nhay, hoi u6t. Hinh dang, kich
thude va dic diém ciia khuan lac RA trén méi trudng
chocolate ciing twong ty nhu trén moéi truong thach
mau, tuy nhién trén moi truong chocolate, khuén lac
¢d mau tréng xam (hinh 1).
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Hinh 1. Khuan lac RA trén méi trirong thach chocolate (A) va thach méu (B)

Tién hanh phan 1ap vi khuin RA tir 408
mau bénh phém vit & cac ltra tudi khac nhau
¢6 triéu chirng nghi mac bénh nhiém trung

huyét tai cac tinh Thai Binh, Thanh Ho6a, Binh
Dinh va Long An. Két qua duoc trinh bay &
bang 1.

Bang 1. Két qua phan lap vi khuan RA tir vit c6 triéu chirng nghi méac bénh

S6 vit xét nghiém

S6 vit dwong tinh

Pia diém (con) (con) Ty lé dwong tinh (%)
Thai Binh 96 40 41,66
Thanh Hoa 96 38 39,58
Long An 120 40 33,33
Binh Binh 96 25 26,04
Téng hop 408 143 35,04

Két qua & bang 1 cho thay, trong tong sb 408 vit co
triéu ching nghi méc bénh d phan Iap duoc vi khudn
RA tir 143 vit, chiém ty 1& 35,04%. Trong do, ty 18
dwong tinh v&i vi khudn RA ciia vit ¢ triéu ching
nghi mic bénh ¢ tinh Thai Binh va Thanh Héa cao
hon céc tinh khéc, lan luot 1a 41,66% va 39,58%.
Hai tinh ¢6 ty 1¢ vit bénh dwong tinh véi RA thap
hon 1a Binh Pinh (26,04%) va Long An (33,33%)).
Theo Ruiz va Sandhu (2013), khi vit nhim mét sb
loai vi khuan nhu Pasteurella multocida, Riemerella
anatipestifer, Ornithobacterium rhinotracheale hay
Escherichia coli giy nhiém tring huyét, bai huyét
V6i cac triéu chimg va bénh tich giéng nhau, rat kho
phén biét v& mit 1am sang. Do d6, két qua phén 1ap vi
khuén RA & cac nghién ctru khac nhau véi thoi diém,
dia diém, ddi twong khac nhau s& cho ty 1¢ khac nhau.
Nghién ctru ctia Ly Thi Lién Khai va cs. (2018) cho
biét, khi tién hanh phan 1ap vi khuan RA tir 150 vit
nghi mic bénh nhidm tring huyét cho thiy c6 76/150
mau duong tinh, chiém ty 1& 50,7%. Tai Pan Mach,
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bénh xuét hién trén vit v6i ty 1& nhiém 1 80% (Ryll va
cs.,, 2001). Tai An D, bénh xdy ra trén vit nam 2008
vdi ty 16 nhiém RA trong dan 12 40%, ty 18 chét1a 75%
(Priya va cs., 2008). Nam 2012, bénh xuét hién trén
vit & Trung Qudc voi 26/56 dan nhidm bénh (Wang
vacs., 2012). Theo Deif va cs. (2015), bénh dugc phat
hién trén vit & Ai Cap vao nam 2014 véi ty 1 nhiém
trung binh 14 16,7%. Viéc chan doan bénh do RA gay
ra rat kho phan biét vé mat 1am sang. Vi vay, dé chan
doén chinh xéc ca bénh can dya vao két qua phan lap
vi khuan trong mau bénh pham. Trong nghién ciru
ndy, chiing t6i chi tap trung phan 14p vi khuén RA, do
d6 két qua nay chi phan anh dwoc rang, trong sb vit ¢6
triéu chimg ctia bénh nhiém tring huyét thi trung binh
35,04% géy ra boi vi khuan RA. Céc ching vi khudn
nay dugc luu giit cho cac nghién ctru tiép theo.

3.2. Két qua phan tich ty 1& dwong tinh véi vi
khuan RA theo d§ tudi cta vit co triéu chirng
nghi mac bénh

Pé xéc dinh ty 16 mic bénh nhidm tring huyét
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do RA theo Itra tudi cua vit, chung t6i tién hanh
phan tich ty 1€ nhiém RA trén vit c¢6 triéu ching
mac bénh theo 3 nhém tudi khac nhau (< 8 tuan,

>8 — 21 tudn va > 21 tuan tudi). So sanh ty 1¢
duong tinh véi vi khuan RA ctua 3 nhom vit trén,
két qua dugc trinh bay ¢ bang 2.

Bang 2. Ty lé vit mac bénh nhiém trung huyét do RA theo dé tudi

< 8 tuan tubi

>8 — 21 tuan tudi

> 21 tuan tudi

Pia diém
(n) (+) (%) (n) (+) (%) (n) (+) (%)
Thanh Hoa 32 15 46,88 32 13 40,63 32 10 31,25
Thai Binh 31 19 61,29 33 1 33,33 32 10 31,25
Binh Dinh 30 12 40,00 32 9 28,13 34 4 11,76
Long An 40 17 42,50 40 14 35,00 40 9 22,50
Téng hop 133 63 47,37 137 47 34,31 138 33 23,91

Ghi chii: (n) - s6 mau kiém tra; (+) - s6 mau dwong tinh; (%) - ty 1é dwong tinh

Phén tich ty 1& méc bénh nhiém trung huyét do
RA theo do tudi cia vit ching toi thiy ring, vit
& céc do tudi khac nhau déu c6 thé méc bénh do
RA véi cac ty 1€ khac nhau (bang 2). Vit & nhom
tudi < 8 tuan co ty 1¢ duong tinh v6i RA cao nhit
(47,37%) va 2 nhom tudi con lai > 8 — 21 tudn tudi
va>21 tuan tudi co ty 1& dwong tinh véi RA 1an luot
1a 34,31% va 23,91%. Su khac nhau vé ty 16 méc
bénh do vi khuan RA & cac nhom tudi 14 cé y nghia
vé mit thong ké (p < 0,05). Két qua nghién ctru nay
phu hop véi mot sb nghién ctru khac vé do tudi mac
bénh trén vit. Theo Phonvisay va cs. (2017), bénh
xuét hién tai cac trang trai nudi vit & nam Pai Loan
voi ty 1€ chét cao, chu yéu 0 vit con. Nhu vay, két
qué phan 1ap vi khuan RA tir vit & cac lra tudi khac
nhau cho théy ty 1€ vit méc bénh do vi khuan RA
giam dan theo d tudi.

3.3. Két qua dinh danh cac chiing vi khuin RA
phéan lap duge

Tat ca 143 ching vi khuan RA sau khi duoc
phan 1ap déu dugc giam dinh lai bang phan tng
PCR va giai trinh ty nucleotide gen 16s rRNA. Két
qua giam dinh bang PCR cho thay tat ca cac ching
RA phan ldp duoc déu cho phan tng PCR duong
tinh, chiéu dai doan gen khuéch dai duoc twong
duong v6i chiéu dai doan gen dich cua cip mdi
dac hiéu duoc st dung (hinh 2).

Trong nghién ctru nay ching t6i da st dung cap
mdi khuéch dai gen /6s rRNA cta vi khuan RA theo
Tsai va cs. (2005). Dy 1a cip mdi co tinh dic hiéu

cao, co thé phat hién tit ca 18/18 chung RA phan
lap duogc trén thyc dia tai Pai Loan va 10 ching RA
tham chiéu.

Hinh 2. S4n pham PCR khuéch dai gen
16S rRNA trén agarose 1,5%

(Giéng M: thang chudn DNA 100bp; giéng PC+:
mau doi chitng dwong; cc giéng tir I - 8: mau phén
lap; gieng DC-: mau doi chirng dm)

Ngoai ra, cip mdi ndy ciing cho thiy c6 kha ning
phan biét duogc vi khuén RA va mét s6 loai vi khuin
khac nhu Pasteurella multocida, Ornithobacterium
rhinotracheale hay E. coli. Nhu vay, két qua kiém
tra bang phuong phap PCR budc dau cho thdy, tit ca
cac chung phan 1ap duogc trong nghién cru nay cua
chiing t6i 13 vi khudn RA.

Hon nira, két qua giai trinh ty nucleotide trén
gen 168 rRNA cua cac chung vi khuan RA phan
1ap duoc cho thdy chidu dai doan gen giai trinh tu
dugc 1a 638 bp. Cac trinh tu nucleotide trén gen
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16S rRNA khong c6 bat ky su sai khac nao giita
céc chung phéan lap dugc. Két qua tra ciru bang
phan mém BLAST ciing cho thdy tét ca cac chudi
nucleotide trén gen /6S rRNA cua cac ching RA
phan 14p duoc hoan toan twong dong véi gen 165

rRNA ciia vi khuan RA da dugc cong b trén Ngan
hang gen. Két qua so sanh trinh ty nucleotide
trén gen /68 rRNA gitta cac chung RA phan lap
dai dién cho cac vung nghién cuu va chung tham
chiéu dugce thé hién & hinh 3.

S AGAACTGCCGTTGATACTGCTAGTCTTGAGT AT AGT TGAGGT AGCTGGAATGAGT AGTGT AGCGGTGAAATGCATAGATATTACT CAGAACACCGAT TGCGAAGGCAGGTTACCAAGTTATAACTGACGT

S TGAGGGACGAAAGCGTGGGEAGCGAACAGGATTAGATACCCTGGTAGT CCACGCCGT AAACGATGCTAACTCGTTITIGGGCT TTAGGGT T CAGAGACTAAGCGAAAGTGATAAGTTAGCCACCTGGGGA

S GTACGACCEGCAAGGTTGAAACT CAAAGGAAT TGACGGGEGCCCGCACAAGCGETGGAT CATGTGGTTTAATTCOATGATACGCGAGGAACCTTACCAAGGCTTAAATGGGAATTGACAGCTGTAGAAATA

S CGGTTTTCTTICGGACAATTTICAAGGTGCTGCATGGTTGTCET CAGCT CETGCCGTGAGGTGTTAGET TAAGTCCTGCAACGAGCGCAACCCCTGT CACTAGTTGCCATCATTAAGTTGGGGACT CTAGT

S GAGACTGCCTACGCAAGTAGAGAGGAAGGTGEGGGATGACGT CAAAT CATCACGGCCCT TACGCCT TGGGCCACACACGTGATACAATGGCCGGT ACAGAGGGCAGCTACACTGCGAAG

Hinh 3. Trinh tw nucleotide trén gen 16S rRNA cua cac chung RA

(RA 11845: chiing RA tham chiéu ATCC 11845; RABDI, RABD2, RALA2, RALA3, RATHI, RATH?,
RATBI, RATB2: cac chung RA phan lap tiw bénh phdm vit dai dién cho cdc vung nghién ciu)

Khi phan tich cdy pha hé cho thdy, tat
ca cac chung RA phan lap duogc trén vit
méic bénh tai Viét Nam déu cung nhom
voi chung vi khudn RA tham chiéu (chung
ATCC 11845). Trong khi do, cac giéng
vi khuin c6 ngudn gbc di truyén gan gii
véi RA nhu Pasteurella gallinarum hay

T T T T T T 1
60 50 40 30 20 10 0
Nucleotide Substitutions (x100)

RATHS

Ornithobacterium  rhinotracheale  thudc
nhitng nhém hoan toan khac. Két qua nay da
khang dinh riang, cac chung vi khuin chung
to1 phan 1ap duogc trén vit co triéu chung cua
bénh nhidm trang huyét 1a déu thudc loai

Riemerella anatipestifer.

R. anatipestifer ATCC 11845

RABD1
RABDZ
RADN1
RADNZ
RADN3
RADN4
RALA1
RALAZ
RALAZ
RALA4
RATB2
RATB3
RATH4
RATBS
RATH3
RATH2
RATE1
RATB4
RATH1

P. gallinarum strain NCTC
P. gallinarum strain R44sv

— O.rhinotracheale ATCC
L 0. minotracheale

Hinh 4. Quan hé di truyén cua cdc ching RA phéan lap trén vit tai Viét Nam
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IV. KET LUAN

- Pi phan 1ap va dinh danh dugc vi khudn RA
tir vit ¢ triéu chirg nghi méc bénh nhiém tring
huyét. Ty 18 vit c6 triéu chimg nghi méc bénh
dwong tinh véi vi khuan RA trung binh 1a 35,04%.

- Ty 18 vit mic bénh nhidm trung huyét do vi
khuin RA giam dan theo dd tudi: vit < 8 tuan tudi
14 47,37%; > 8 — 21 tuan tudi 1a 34,31%; > 21 tuan
tudi 1a 23,91%.

- Trinh ty nucleotide ctia gen /685 ¥RNA cua céac
ching RA phén 13p dwoc hoan toan twong dong
v6i gen 16S rRNA cua vi khuan RA di dugc cong
b trén Ngan hang gen.

Loi cam on: Xin chdn thanh cam on can bo
thu y tai Chi cuc Chan nuéi — Thu y cac tinh Thai
Binh, Thanh Hoa, Binh Dinh va Long An da giup
do nhém nghién cieu thu thdp mau bénh pham vit
nghi mdc bénh nhiém tring huyét.
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