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TOM TAT

Bénh bai huyét do vi khudn Riemerella ananpestlfer (RA) gay ra & thuy cam, gy thiét hai kinh
té dang ké cho nganh chan nudi vit trén toan the gi6i do ty 18 chét cao va giam ting trong. Nghién
ctru nay dugc thuc hién nham danh gia mot sb dic tinh sinh hoc cua chung Riemerella anatipestifer
(chung HAN-RA2020) gy bénh bai huyét, phan lap tir vit bénh tai Hung Yén nam 2020. Vi khuan
RA chiing HAN-RA2020 phat trién t6t trén moi truong thach s6 ¢o la, mang day du cac dic trung
cta vi khuan RA vé tinh chit nhan 1én, dic tinh sinh hoa. Chung HAN-RA2020 thudc serotype 6,
c6 mirc tuong dong cao (100%) véi cac ching vi khuan RA dugc béo cao ¢ Trung Qubc cic nim
2015, 2017, 2019. Ching HAN-RA2020 man cam véi tetracyclin, doxycyclin, enrofloxacin; khang
vdi ampicillin, oxytetracyclin, norfloxacin, gentamicin, colistin sulfate. Két qua kiém tra doc luc cho
thdy chi s6 MLD ctia chung HAN-RA2020 1a 10° CFU/ml, gay bai huyét trén vit v6i triéu chimg bénh
tich dién hinh. Déng thoi, chuing HAN-RA2020 c¢6 tinh sinh mién dich véi ty 1€ bao ho cao (100%),
la dac tinh quan trong cho viéc lya chon ching trong nghién ctru san Xuét vacxin trong tuong lai.

Tw khod: Riemerella anatipestifer, vit, HAN-RA2020, ddc tinh sinh hoc.

Some biological characteristics of Riemerella anatipestifer HAN-RA2020
strain causing hemolytic anemia in waterfowl isolated in Hung Yen province
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SUMMARY

Riemerella anatipestifer (RA) infection in waterfowl causes serious economic losses in the duck
industry due to high mortality and weight gain reduction. This study aimed to evaluate some biological
characteristics of the RA strain isolated in Hung Yen province from ducks in 2020 (HAN-RA2020
strain). The HAN-RA2020 strain grew well on chocolate agar medium, having all biochemical
characteristics of RA. The HAN-RA2020 strain belonged to serotype 6 and had 100% of similarity
level in comparison with the RA strains reported in China in 2015, 2017, and 2019. The HAN-
RA2020 strain was susceptible with tetracycline, doxycycline, enrofloxacin; resistant to ampicillin,
oxytetracycline, norfloxacin, gentamicin, colistin sulfate. The result of testing virulence of this strain
showed that the minimum lethal dose of the HAN- RA2020 strain was 10° CFU/ml, causing hemolytic
activity in ducks with typical lesions. Also, the HAN-RA2020 strain had immunogenicity with a
protection rate of 100%, which is an important characteristic in selection for vaccine production.

Keywords: Riemerella anatipestifer, ducks, HAN-RA2020, biological characteristics.
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I. PAT VAN PE

Bénh bai huyét do vi khuin Riemerella
anatipestifer (RA) gy ra & cac loai vit, ngdng, ga
tay, chim nudi va chim hoang da 1an d4u tién duoc
phat hién bdi Riemer vao nam 1904 (Riemer, 1904).
Bénh c6 nhiéu tén goi khac nhau nhu: bénh nhiém
tring huyét & vit, hoi chimg nhiém tring huyét ¢
thiy cam, viém thanh dich truyén nhiém. Lira tudi
cam nhiém ciia bénh chu yéu 1a thity cam tir 1 dén
8 tuan tudi (Leibovitz, 1972). Bénh c6 thé xay ra
quanh nim nhung thuong gip nhét 1a thoi diém
chuyén mua hoac khi thoi tiét thay d6i. Bénh lay
nhiém tryc tiép tir thity cAm 6m sang thity cam khoe
hodc gian tiép qua thirc dn nudc udng, dung cu chian
nudi, nguoi chan nuoi. Bénh thuong xay ra ¢ dang
nhiém tring huyét cap tinh hodc man tinh véi cac
ddc diém nhu viém ngoai tam mac co fibrin, viém
bé mat gan, viém tai khi, viém voi trimg c6 casein
va viém mang nio (Leibovitz, 1972). Ty 1¢ méc
bénh cao tir 20 - 80%, ty 1¢ tir vong c6 thé 1én téi
5-20% (Hess et al., 2013). Bénh gy ra nhiing thiét
hai kinh t& dang ké cho nganh chin nudi vit trén
toan thé gi6i do ty 16 chét cao va giam ting trong.
O Viét Nam, bénh bai huyét ciing da dugc ghi nhan
(Lién K.T.L va Hién HN., 2018).

RA 13 thanh vién cua ho Flavobacteriaceae,
vi khuén gram am, khong di dong, khong bao tur
(Riemer, 1904); phét trién t6t trong modi truong
thach s6 ¢6 la, thach mau va tryptic soy agar
(TSA). Vi khuan phat trién t6i wu sau 18-24 gioy
khi u ¢ 37°C vé6i 5% CO,. Céac khuén lac trén moi
truong thach mau co duong kinh 1 -2 mm, 101, tron,
trong sudt, lap lanh. Gen /68 rRNA di dugc bao cio
14 gen xé4c dinh vi khuin RA gay bénh bai huyét trén
vit (Tsai et al., 2005). RA ¢6 21 serotype (kiéu huyét
thanh) da biét nhung khong c6 bao ho chéo giua céc
serotype (Pathanasophon et al., 2002). Co thé dong
nhlern hai hay nhiéu serotype trong cung mat trai,
Itra a ap. Hién tai, mot sO loai vacxin vo hoat chira cac
ching gay bénh thudc serotype 1,2 va 5 da dugc sir
dung trén thi truong. Tuy nhién, do khéng c6 bao
ho chéo giira cac serotype cta cac chiing RA khac
nhau, nén cac nghién ctu vé dic tinh sinh hoc cta
cac ching RA khac nhau phan 1ap tir thyc dia tao
chiing gdc dé san xuét vacxin phong bénh 14 rat can
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thiét. Viéc xac dinh serotype huyét thanh ciia ching
RA Iuu hanh gitp thu thap thong tin dich t& hoc, hd
trg trong lya chon ching san xudt vacxin, lua chon
loai vacxin nham nang cao hiéu qua ciia cong tac
kiém soét nhiém tring RA. Muyc dich ciia nghién
ctru ndy 1a danh gia mot sb dic tinh sinh hoc ciia
chiing RA phan 1ap tai Hung Yén tr vit bénh nam
2020 (ky hi¢u HAN-RA2020).

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

2.1. N¢i dung

Danh gid cac dic tinh nudi cdy, dac tinh sinh
hoc va dac tinh di truyén cua ching vi khuan
HAN-RA2020 phan lap duoc tir vit mac bénh.

2.2. Nguyén li¢u

Chung vi khuan HAN-RA2020 dwoc phan
1ap tir mau bénh pham tir vit bénh tai Hung Yén
nidm 2020. Chung RA déi chimg duong 1a chung
HAN-RA2019 do phong thi nghiém cong ty
Hanvet cung cip dugc phan lap tai mién Bic
Viét Nam nam 2019.

Nguyén liéu dung cho phan tng PCR: mdi
xudi, moi nguoc gen /6S rRNA (Integrated DNA
Technologies, USA); by kit PCR, Go Taq®
Green Master Mix, 2X (Promega, USA); thang
DNA 100 bp gel loading buffer (Invitrogen,
Promega, USA).

Céc loai méi truong nudi cdy tir cong ty
Merck, Dtic: Brain heart infusion broth (BHI),
Tryptic soya agar (TSA), Blood agar (BA),
MacConkey agar (MC).

Cac loai khang sinh cia hang Oxoid (MA, USA):
tetracycline 30ul, ampicillin 2pg, oxytetracycline
30png, norfloxacin 10ug, colistin sulfate 50ug,
gentamicin 30pug, amoxycillin clavulanic acid 2:1
30pg, doxycyclin 30ug, enrofloxacin Sug.

Nguyén liéu dung cho xéac dinh dac tinh sinh
hoc theo TCVN 8600-40: 2016: méi truong nudc
pepton, thude thir Kovac’s, thube thir H ,0, 3%,
thuc thir Tetrammethyl-P phenylene d1amm
hydrochoride 1%, moi truong nudc Pepton —
dudng, moi trudong sit ba dwong — TSI (Trip-
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sugar Iron agar). Bo 16 serotype huyét thanh
chuén RA duoc san xuat boi cong ty Ceva Biovac.

Vit 7 ngay tudi, khde manh, chua tiém vacxin
phong bénh bai huyét do RA.
2.3. Phuwong phap nghién ciru
2.3.1. Nuéi cdy vi khudn

Chung RA nghién ctru duoc nudi cdy trén
cac moi truong 1éng BHI, moéi truong thach mau
va thach s6 c6 la, va thach MacConkey & diéu
ki¢n 37°C va 5% CO, trong 18-24 gi¢. Quan sat
tinh chat moc, hinh thai, mau sdc cua khuan lac
va kha ning gay dung huyét.

Bang 1. Trinh tw méi sir dung cho

2.3.2. Gidm dinh vi khuén bang PCR

DNA tong s6 cia mau vi khuéan kiém tra dugc
tach chiét bang kit WizPrep Viral DNA/RNA
Mini kit V2 (Wizbiosolutions Inc, Korea)theo
hudng dan ciia nha san xuat. Phan tmg PCR dic
hi¢u duoc st dung nham giam dinh sy c6 mat
ctia vi khuan RA bang cip mdi 669AF/669AR
dua theo tiéu chudn qubc gia vé bénh dong
vat cua Viét Nam ban hanh nam 2016 (TCVN
8400-40:2016) va kit GoTaq® G2 Master
Mixes (Promega,WI, USA). Dbi chimg dwong
1a chung vi khuan RA do phong thi nghiém cong
ty Hanvet cung cap (HAN-RA2019). San pham
PCR duogc chay dién di trén thach agarose 1,2%.

phan trng PCR dic hiéu phat hién RA

Ténmdi Gen dich Trinh tw (5'-3") Kich thuoc Chu trinh nhiét PCR
san pham (bp)
669AF TTACCGACTGATTGCCTTCTAG - 94°C - 2 phat
546 - 35 chu ky: 94°C - 30 giay,
16S rRNA 54°C - 30 giay, 72°C - 30 giay
669AR AGAGGAAGACCGAGGACATC - 72°C - 10 phat

2.3.3. Gidi trinh tw gen 16S rRNA ciia vi khudn
RA va phén tich ddc diém di truyén

DNA téng sb cua chung vi khuin HAN-
RA-2020 da dugc giam dinh duong tinh
véi phan Gng PCR diac hiéu dugc tach
chiét va st dung lam khuon dé khuéch dai

ving gen 16S rRNA véi cap mdi 16S27F
(5’-AGAGTTTGATCMTGGCTCAG-3")
va 16S1429R  (5’- GGTTACCTTGTTAC
GACTT-3") ¢ kich thudc san pham khoang
1.500 bp (Zhang et al., 2016). Thanh phan va chu
trinh nhiét cua phan timg duoc tom tit & bang 2.

Bang 2. Thanh phan va chu trinh nhiét ctia phan trng PCR khuéch dai gen 16S rRNA

Thanh phan Thé tich (ul) Chu trinh nhiét
Go taq green mastermix 2 X 20
PCR Water 14 - 95°C - 5 phut N
z S i)
Moi ngwoc 2 - 72°C -10 phut
DNA tbng s6 2

San pham PCR duoc dién di trén gel agarose
1%. Bang c6 kich thudc phu hop dugc tinh
sach va giai trinh tu theo nguyén ly ctia Sanger.
Trinh ty duoc doc va chinh stra béng phﬁn mém
BioEdit version 7.2.5 (Alzohairy, 2011). Trinh tu

duoc dbi chiéu voi co so dit liéu trén Ngan hang
Gen (GenBank) biang cong cu nucleotide BLAST
(https://blast.ncbi.nlm.nih. gov/Blast cgi). Trinh
ty tham chiéu cia mot sb ching vi khuan RA
cong bd trude do dugce thu thap trén GenBank.
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Str dung cong cu Clustal W tir phan mém MEGA
11 dé can chinh cac trinh tw gen. Bang thuat toan
Neighbor Joining tree v&i hé s bosstrap 1000,
cay phat sinh loai cho chung HAN-RA2020 va
chung HAN-RA2019 da dugc xay dung.

2.3.4. Kiém tra dic tinh sinh hoc

Dic tinh sinh hoa x4c dinh theo tiéu chuan
TCVN 8400-40:2016 cho vi khuin RA, bao
gdm phan tng sinh indol, phan ung catalase,
phan tUng oxidase, dac tinh 1én men duong
(glucose, sucrose, lactose va manitol), kha nang
phén giai uré, sinh H,S trén moi truong TSI

2.3.5. Dinh type huyét thanh hoc

Thu khuan lac cta vi khuan RA trén moi
truong thach s ¢6 la khudy déu trong 0,5 ml PBS
tao khang nguyén phan ung. Liy 30 pl huyét
thanh chudn ctia mdi serotype RA nho 1én phién
kinh. Tiép theo, ldy 30 ul khang nguyén nhé vao
giot huyét thanh trén phién kinh va tron déu,
lang nhe trong 30 gidy. Poc két qua: trén phién
kinh hdn dich khang nguyén-khang thé xut hién
hat ngung két nho li ti ting dan s6 luong dén 30
gidy quan sat 1a phan ting duong tinh; hon dich
khang nguyén-khang thé dong nhat, khong tao
hat ngung két sau 30 gidy quan st 1a phan tng
am tinh.

2.3.6. Xdc dinh tinh mén cim ciia chiing
HAN-RA2020

Tinh min cam cia chung HAN-RA2020
v6i mot s6 loai khang sinh duoc xac dinh bang
phuong phap khuéch tan trén thach thong qua
két qua do duong kinh vong vo khuan (Lién
K.T.L va Hién H.N., 2018).

2.3.7. Kiém tra dpc lwc ciia chiing HAN-
RA2020

Thi nghiém kiém tra doc luc cua chung
HAN-RA2020 duogc thuc hién trén vit 7 ngay
tudi, khée manh. Ching HAN-RA2020 dugc
nudi cdy trong moéi truong nude thit BHI ¢
37°C, 5% CO, trong 18- 24 gid. Sau nudi ciy
s0 luong vi khuan/ml canh trung dugc xac dinh
bang cach dém s6 CFU trén thach mau & do pha
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lodng khac nhau. Dya vao sd vi khuan trong
canh trung, tao cac néng d6 vi khuan 10°, 107,
108, 10°, 10'° CFU/ml. Tién hanh tiém cho vit 7
ngay tudi, mdi ndng do6 tiém cho 10 con vit voi
lidu 0,5 ml/con/tiém bép. Riéng nhom 10 con vit
d6i chung tiém 0,5 ml NaCl 0,9%/con/tiém bip.

Theo doi vit thi nghiém hang ngay trong vong
14 ngay, danh gia cac triéu chiing 1am sang, vit
chét duoc mo kham, phan 1ap lai vi khuan giy
bénh. Sau thoi gian theo ddi, xac dinh lidu tbi
thiéu gay chét 100% vit thi nghiém (MLD). S&
lan thi nghiém lap lai 14 3 lan.

2.3.8. Kiém tra hiéu lwc ciia ching HAN-
RA2020

V6 hoat vi khuin bﬁng formol 0,4%; sau
d6 phdi tron khang nguyén di bat hoat v6i bd
tro' nhii dau sao cho trong 0,5 ml vacxin chura
IMLD vi khuan di x4c dinh, kiém tra vo khuan
va an toan mau thir, sau d6 danh gia hiéu luc
theo TCVN 8683-33:2019. Cuy thé, 30 vit 7
ngay tudi duoc chia thanh 2 nhom: nhom thi
nghiém 20 con, tiém vacxin chira IMLD liéu
0,5 ml/tiém bap; nhom ddi ching 10 con tiém
nudec mudi sinh 1y lidu 0,5ml/tiém bap. Sau
hai tudn, vit & ca hai nhém duoc tiém nhéc lai
v6i lidu luong va duong tiém nhu lan 1. Ba
tudn sau miii tiém lan 2 toan bd vit nhom 1
va nhom 2 dugc cong thir thach voi vi khudn
HAN-RA2020 mbi con 1 MLD/tiém bap. Theo
doi toan bd vit thi nghiém trong 10 ngay. Thi
nghiém duoc lap lai 3 1an.

III. KET QUA VA THAO LUAN

3.1. Két qua Kiém tra tinh chit moc caa vi
khuin RA

Vi khuidn RA chung HAN-RA2020 moc
yéu trén moi trudng BHI, khong c6 cin ¢ day,
lac 6ng ¢o vén nhe; trén moi truong thach
mau khong giy dung huyét; phat trién tot
hon trén moi truong thach s6 ¢6 la. Trén moi
truong thach MacConkey, vi khuan khong
moc. Khuén lac ¢6 kich thude tr 1 dén 2mm,
mau trang, nhay, hoi uét, ria gon, khong dung
huyét (hinh 1).
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Hinh 1. Khuan Ilac vi khudn HAN-RA2020 trén méi trrrong
thach mau (a) va thach sé cé la (b)

3.2. Két qua giam dinh vi khuin RA bing
phéan irng PCR

3.2.1. Xdc dinh vi khuin RA bang phwong
phap PCR

Giam dinh vi khuin RA chung HAN-
RA2020 bang phuwong phap PCR sir dung
cdp mdi dic hiéu 669AF/669AR theo tiéu
chuan quéc gia TCVN 8600- 40: 2016 cho
thdy chung HAN-RA2020 cho san phim
PCR duy nhét 12 mét vach c¢6 kich thuéce
khoang 546bp gidong nhu d6i chung duong
(hinh 2).

3.2.2. Gidi trinh tw gen 168 rDNA vi khuin RA

Dé nhan dién chinh xac, DNA tong sb cia
ching HAN-RA2020 giam dinh dugc tach
chiét va sir dung cip mdi 16S27F/16S1429R

500 510 520
1 l 1 1 1 1 1

Hinh 2. Sén pham PCR giam dinh
vi khudn HAN-RA2020

Ghi chu: M: Marker 1000bp, TN: chung phan lap
HAN-RA2020, PC+: ching vi khuin RAHAN-
RA2019, DC-: Déi ching dm.

(Zhang et al., 2016) @& khuéch dai ving gen
16S rRNA cua vi khuén, sau d6 duogc tinh sach
va giai trinh tu. Két qua giai trinh tu dugc trinh
bay ¢ hinh 3.

1.055kb

530 5£ILU 550 SlliU

ACRIGATCCACCGCTIGIGCGEGGEGECCCCCGTICRATTCCTITIGAGTTITCRAARACCTTIGCGGTCGTACTCCCCAGGG

BRCARTGATCCACCGCTTIGTIGCGGGEGCCCCCGTCRARATTCCTTITGAGTTTCRAACCTTIGCGGTCGTACTCCCCAGGG

Hinh 3. Mét phan gian dé giai trinh tw gen 16S rRNA
cta chuang vi khudn HAN-RA2020
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Pé xac dinh danh phap dén mirc loai, cac 3.2.3. Két qud so sanh sw twong dong nucleotide
phap

chung vi ’khuém sau khi thyc hién phan tng gen 16S rRNA ciia chiing HAN-RA2020

PCR s@ tién hanh giai trinh tu nucleotide ¢ doan . o

gen 168 rRNA. Giai trinh tu nucleotide gen 168 Trinh ti nucle(?tlde cua ching HAN-RA2020

*RNA 1a k§ thuat sinh hoc phan tr dwoc tng ~ Sau khi giai ma tién hanh so sanh v6i cac ching

dung phé bién dé xac dinh cic loai vi khudn  vi khuan duoc luu trit trén GenBank. Két qua

(Patel, 2001). duoc trinh bay ¢ bang 3.

Bang 3. Két qua so sanh trinh tw nucleotide gen 76S rRNA cua chiing HAN-RA2020
véi cac chung trén GenBank

Ky hiéu chung Loai vi khudn t:‘f)i;“’G'e”r’]”B:g’k Nam “ggrfgdf ey ‘(’,,2?
RA-LZ-01 Riemerella anatipestifer CP045564 2019 100
GZ-RA9 Riemerella anatipestifer KY399252 2017 100
GZ-RA8 Riemerella anatipestifer KY399225 2017 100
GZ-RA5 Riemerella anatipestifer KY399248 2017 100
GZ-RA2 Riemerella anatipestifer KY399245 2017 100
GZ-RA1 Riemerella anatipestifer KY399244 2017 100
Yb2 Riemerella anatipestifer CP007204 2015 100
17 Riemerella anatipestifer CP007503 2015 100

JQ339306.1 Riemerella anatipestifer isolate SMUFPC-RAS8 Korea
NR 074429 1 Riemerella anatipestifer strain DSM 15868 USA
KY399252 1 Riemerella anatipestifer strain GZ-RA9 China

U60101.2 Riemerella anatipestifer strain ATCC 11845

MZ220547 1 Riemerella anatipestifer strain SDAU-1 china
AY612172 1 Riemerella anatipestifer strain TRa1 serotype 1 Taiwan
AY812183.1 Riemerella anatipestifer strain TRa8 Serotype 8 Taiwan
AY612177.1 Riemerella anatipestifer strain TRab Serotype 5 Taiwan
AY612180.1 Riemerella anatipestifer strain TRa2 Serotype 2 Taiwan
KY399253 1 Riemerella anatipestifer strain GZ-RA10 China
AY612178.1 Riemerella anatipestifer strain TRat Serotype & Taiwan
JX069948.1 Riemerella anatipestifer strain KVCC-BA0D01842 Korea
JQ1339305 1 Riemerella anatipestifer isolate SNUFPC-RA1 Korea
MW290519.1 Riemerella anatipestifer strain 1402 Croatia
MW290518.1 Riemerella anatipestifer strain 1401 Croatia

MW290517 1 Riemerella anatipestifer strain 1363 Croatia
AY612181.1 Riemerella anatipestifer strain TRa3 16S Serotype 3 Tawan
AY612179.1 Riemerella anatipestifer strain TRa7 Serotype 7 Taiwan
HAN-RA2019 Vietham

ON872938 HAN-RA2020 Vietnam

AY812184 1 Riemerella anatipestifer strain TRa9 Serptype 9 Taiwan

Hinh 4. Cay phét sinh loai ching vi khudn HAN-RA2020
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Két qua so sanh cho thdy trinh tu nucleotide
dai 1.500bp gen 16S rRNA cua ching vi khuan
HAN-RA2020 trong nghién cuu nay c6 muc
trong ddng cao nhét 1a 100% véi cac chung
vi khudn RA duoc bao cdo & Trung Qudc cac
nam 2015, 2017, 2019 (RA-LZ-01, GZ-RA9,
GZ-RAS8, GZ-RAS5, GZ-RA2, GZ-RA1, Yb2,
17) tor du liéu gen cuia GenBank. Trinh ty /68
RNA cua ching HAN-RA2020 cling da dugc
dang tai trén GenBank (M3 s6: ON872938) va
su tuong dong gen cua chung HAN-RA2020,
HAN-RA2019 va mét sb ching RA dang luu
hanh trén thé gi6i ciing da duoc so sanh (hinh
4). Két qua cho thdy chung HAN-RA2020 c6
quan hé gan voi chung HAN-RA2019 va hinh
thanh cum véi ching RA TRa9 cua Dai Loan.
3.3. Két qua giam dinh mét so dic tinh sinh
hoc ciia chiing HAN-RA2020

Céc dic tinh sinh hoa cua ching vi khuan
HAN-RA2020 duoc xac dinh theo tiéu chuin
qudc gia TCVN 8400-40:2016 (bang 4).

Bang 4. Két qua kiém tra moét sé dic tinh
sinh hoa cua ching HAN-RA2020

Dic tinh sinh héa T%Q/ﬁ?ig: Chgxgo%‘"'
2016)
Sinh indol * -
Lén men glucose - -
Lén men lactose - -
Lén men sucrose - -
SinhH2S - -
Lén men manitol - -
St dung uré + +
Phan &ng catalase + +
Phan (rng oxidase + +

Két qua cho thiy, cac ddc tinh sinh hoc ciia
ching HAN-RA2020 pht hop véi dic diém cta
vi khuén RA theo tiéu chuin qudc gia TCVN
8400-40:2016.

3.4. Két qua dinh type huyét thanh hoc ciia
ching HAN-RA2020

Chung vi khuin HAN-RA2020 dugc dinh

type huyét thanh hoc bang bo 16 serotype chudn
(bang 5).

Bang 5. Két qua dinh type huyét thanh
hoc ctia ching HAN-RA2020

TT Serotype Chung HAN-RA2020
1 A -
2 G -
3 1 -
4 2 -
5 5 -
6 6 +
7 7 -
8 8 -
9 9 -
10 10 -
1 1 -
12 12 -
13 13 -
14 14 -
15 15 -
16 16 -

Két qua trén cho thay chung HAN-RA2020
trong nghién ctru nay dugc xac dinh thude
serotype 6. Cac dot bung phat dich do RAgay
ra bdi cac serotype 1,2, 3,5,6,7,8,10, 11, 13,
14 va 15 ciing da duoc bao cdo & Trung Qudc
(Wang et al., 2015).

3.5. Két qua kiém tra tinh min cam ciia chiing
HAN-RA2020 v6i mdt s6 loai khang sinh

Két qua kiém tra tinh man cam cho thay
chiing HAN-RA2020 man cam véi tetracycline,
doxycyclin, enrofloxacin; va khang vdi ampi-
cillin, oxytetracyclin, norfloxacin, gentamicin,
colistin sulfate. Tinh trang khang khang sinh cia
RA ciing da duoc cong bd trong cac nghién ciru
trudc. RA phan lap dugc tir vit bénh tai tinh Bén
Tre (62 chung) man cam cao véi tetracycline,
doxycycline, flofenicol, ceftiofur, cefotaxime va
dé khang voi spectinomycin,sufamethoxazole/
trimethoprim,  streptomycin, erythromycin
(Lién K.T.L va Hién H.N., 2018). Két qua kiém
tra 185 chung RA phan lap & Hungary tor nam
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2000 dén 2014 cho thay RA khang vdi cac loai
khang sinh: ampicillin, doxycycline, register-
floxacin, erythromycin, florfenicol, flumequine,
gentamicin, penicillin, spectinomycin, strepto-
mycin, sulphamethoxazole - trimethoprim, hop
chat sulphonamide va cac hop chét tetrachona-
mide; man cam véi florfenicol, ampicillin, peni-
cillin, sulphamethoxazole - trimethoprim va

spectinomycin (Gyuris et al., 2017).
3.6. Két qua kiém tra doc lwc cia chiing
HAN-RA2020

Xac dinh doc luc chung HAN-RA2020 trén
vit bang chi s6 MLD - lidu t6i thiéu gy chét
100% vit.

Bang 6. Két qua xac dinh chi sé MLD cta chung HAN-RA2020

Liéu gay nhiém trung binh

Tdng sb vit chét/itdng sb
vit gay nhiém

Két qua phan

Ty 18 chét (%) |2 i vi khudn

1,16x10"° CFU/0,5 ml
1,03x10° CFU/0,5 ml
1,12x108 CFU/0,5 ml
1,1x10” CFU/0,5 ml

1,08x10® CFU/0,5 ml

Déi chirng 0/30

30/30
30/30
26/30
21/30
06/30

100 +
100 +
86,7 +
70,0 +
20,0 +
0,0 -

Két qua cho thdy chi s6 MLD cua chung
HAN-RA2020 la 10°CFU/ml. Vit sau gay
nhiém c6 triéu chung 1am sang va bénh
tich dién hinh cua bénh bai huyét do RA
gdy ra nhu tiéu chay phan xanh, mat can
bang, mat kha ning di chuyén, chay nuédc
mat, nudc mii, viém to huyét ¢ xoang
bao tim, bé mat gan va cac tai khi. Cac
triéu ching thudng xuat hién tir 24 gio sau
nhiém va chét trong vong 3 dén 7 ngay. Két
qua phan 1ap lai vi khuéan tir vit chét cho
két qua dwong tinh véi vi khuan RA. Cho
dén nay di co nhiéu nghién ctru vé& doc luc
ctia vi khuan RA, tuy nhién tuy tirng chung
ma doc luc cia chung ciing rat khac nhau:
LD, cua chung YL4 (serotype 1) la 4,70
x 10° CFU/ml; chung YB2 (serotype 2) la
1,07 x 10°CFU/ml; chiung HXb2 (serotype
10) 1a 82 CFU/ml (Liu et al., 2013); LD,
cua chung WJ4 la 5,43 x 10%; ching Th4 la
6,35 x 107; ching YXb2 1a 3,54 x 10° CFU/
ml (Han et al., 2012).

3.7. Két qua kiém tra hiéu lyc ciia chiing
HAN-RA2020
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Bang 7. Két qua kiém tra hiéu lwc cta
ching HAN-RA2020

Tdng sb vit Ty 1é
Liéu mién dich séng/Téng s6 vit  bao ho
gay nhiém (%)
1x10°CFU/
0,5 minvit 60/60 100
Péi ching 0/30 0

Két qua cho thiy sau cong thir thach nhom
vit dugc mién dich tir ching HAN-RA2020 c6
ty 1& bao ho 1a 100% vai liéu 1x10° CFU/0,5 ml/
vit. C6 nhiéu nghién ctru vé vacxin RA, trong d6
phai ké dén vacxin vo hoat R.A 3 gia (3 ching
type R.A) cua Vién nghién ctru thtt y Thuong
Hai, Vién han lam khoa hoc nong nghiép Trung
Qudc, Trung tm nghién ctru gia cam Trudng dai
hoc thii y Sichuan, Trung Qudc. Vacxin ding 3
chung R.A type 1, 2, 10 dé ché tao cho két qua
béo ho 100% vit duoc tiém mién dich 2 lan khi
cong cuong doc voi 3 LD, cua 3 chung. Vacxin
gay mién dich trung gian t¢ bao tot, va khang thé
dat t6i 1/3200 dén 1/6400 hiéu gia, khang ca 3
type khi danh gia bang ELISA (Liu et al., 2013).
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IV. KET LUAN

Vi khuan RA chiing HAN-RA2020 phat trién
tdt trén moi truong thach so6 ¢6 la, mang céc dic
trung cua vi khuén RA vé tinh chit moc, dic tinh
sinh hoc. Ching HAN-RA2020 thudc serotype
6, ¢ mirc trong dong cao 100% vai cac ching
vi khuan RA duoc béo cdo ¢ Trung Qudc cac
nim 2015, 2017, 2019. HAN-RA2020 min cam
véi tetracyclin, doxycyclin, enrofloxacin; khang
v6éi  ampicillin, oxytetracyclin, norfloxacin,
gentamicin, colistin sulfate. Chi s6 MLD ctia
chung HAN-RA2020 1a 10° CFU/ml; gay bai
huyét trén vit véi triéu chimg, bénh tich dic
trung. Chung HAN-RA2020 c6 tinh sinh mién
dich véi ty 18 bao ho 1a 100% & liéu 1x10° CFU/
vit, day 1a ddc tinh quan trong cho viéc lya chon
chung trong nghién ctru san xuat vacxin trong
tuong lai.
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