KHOA HOC KY THUAT THU Y TAP XXIV SO 2 - 2017

Nabitn ciu khoa hoc

GIAM SAT SU LUU HANH VIRUS CUM A/H5NG TREN DAN GIA CAM
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TOM TAT
Trong nghién ctru nay, 2.100 mau swab da duoc thu thap (gop thanh 420 mau xét nghiém) tir gia cAm
tai 5 cho khac nhau (Pong Kinh, Giéng Vudng, Pong Ding, Tan Thanh va Ky Lira) dé nghién ctru vé su
lwu hanh cta virus cam A/H5NG6 trén dia ban tinh Lang Son. Két qua diéu tra hién trang budn ban gia cam
va gidm sat sy luu hanh cta virus cim A/HSNG6 trén dia ban tinh cho thay: chg Ddng Piang 1 chg budn
ban gia cam 16n nhit va cho Giéng Vuong 1a chg budn ban gia cAm nho nhat trong 5 cho diéu tra. S6
luorng gia cAm budn ban & cac cho co nguén gbc tai Lang Son chiém khoang 61,3% va gia cam c6 ngudn
g0c ngoai tinh 1a 38,7%. Ty 1¢ gia cAm nhiém virus cim A trung binh ¢ 5 cho 1a 23,33%, trong d6 cho
bong Kinh co ty 1¢ gia cam b1 nhidm cao nhat (34,28%); thap nhit 1a cho Dong bang (15,00%). Banh
gia nguy co nhidm ciim gia cam theo thoi gian trong nam thi ty 18 gia cam dwong tinh voi cum type A

tap trung tir thang 12 nam truée dén thang 4 nim sau. Py 13 thoi diém luu thong, tiéu thy gia cAm nhiéu
nhit (trude va sau tét Nguyén Dan).

Két qua xét nghiém cac mau swab di phat hién c6 19 mau trén tong s6 420 mau duong tinh véi virus
cum A/H5NG6, chiém ty 1¢ 1a 4,52%, phan bo & 4 cho (Pong Kinh, Giéng Vuong, Dong Pang va Tan
Thanh), riéng chg Ky Lira khong phat hién thay virus cim A/HS5N6.

Twr khoa: gia cam, virus cim A/H5N6, su luu hanh, Realtime — PCR, tinh Lang Son

Study on the prevalence of avian influenza virus A/H5N6 in Lang Son
province and application of Realtime — PCR method for diagnosis

Nguyen Thi Lan, Pham Ngoc Thach,
Trinh Dinh Thau, Pham Hong Ngan, Dao Le Anh

SUMMARY

In this study, 2,100 swab samples (420 composite samples) were collected from poultry in 5
markets: Dong Kinh, Gieng Vuong, Ky Lua, Dong Dang and Tan Thanh for study on avian influenza
virus A/H5N® circulating in Lang Son province. The result of survey on poultry trading and prevalence
of avian influenza virus A/H5N6 in the province showed that Dong Dang market was the largest
poultry trading market, followed by the Tan Thanh, Dong Kinh, Ky Lua makets and Gieng Vuong
market was the smallest poultry market among 5 investigated markets. There were 61.3% of poultry
number sold in 5 markets originating in Lang Son and 38.7% from other provinces. There were
23.33% (in average) of poultry number in 5 markets infected with avian influenza virus. Of which, the
infected rate in Dong Kinh market accounted for the highest rate (34.28%) and this rate was lowest
in Dong Dang market (15.00%). The result of risky assessment on the poultry number infected with
avian influenza by time in the year showed that the infected rate concentrated in the period from
December to April of next year, that was the time for the most transportation and consumption of
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poultry (before and after the Lunar New Year holidays).

The analyzed result revealed that there were 19/420 samples positive with avian influenza virus
A/H5NB6, accounting for 4.52%, it was distributed in 4 markets: Dong Kinh, Gieng Vuong, Tan Thanh,
Dong Dang. Avian influenza virus A/H5N6 was not found in Ky Lua market.

Keywords: poultry, influenza virus A/H5N1, prevalence, Realtime-PCR, Lang Son province

I. PAT VAN DPE

Bénh cim gia cam da xuat hién ¢ nudc ta
trong hon mot thap ky qua, dac biét 1a ciim A/
H5NI va ngély cang phat trién manh, c6 nhfmg
din bién hét suc phuc tap. Pén nay, trén the
gi6i da phat hién nhiéu chung virus cam gia cam
khac nhau nhu: H5SN2, HSNS§, H7N9, H5NG,....

Niam 2014, virus cim A chung H5N6 lan dau
tién duoc phat hién gy bénh trén gia cim va
gdy chét ngudi tai tinh Tt Xuyén, Trung Qudc.
Théng 8 nim 2014, Cuc Thii y 1an dau tién phat
hién cim A/H5NG6 trén lanh thd Viét Nam, cu
thé 1a trén dan ga tai huyén Trang Dinh, tinh
Lang Son va trén dan vit tai huyén Ky Anh, tinh
Ha Tinh. Sau d6 Cyc Thu y cho biét virus cim
A/H5NG6 tiép tuc duoc phat hién ¢ cac tinh khu
vuc mién Trung nhu: Quang Tri, Quang Nam,
Quang Ngai.

Nudce ta c6 hon 1400 km duong bién gioi voi
Trung Qudc, voi rat nhiéu cira khau giao thuong
thuong mai va hang trim con dudng tiéu ngach
1a nguy co tiém an dé dich ciim do cac ching méi
xam nhap va bung phét tai Viét Nam. Voi thoi
quen nhap lau gia cam gié ré tir Tmng Qubc, van
chuyen vé trung tAm cac tinh thanh dé tiéu thy, s&
khién dich lay lan nhanh va dién bién kho luong
hon. Nguy co de doa cum gia cam do cac ching
virus cim méi khac xam nhép vao Viét Nam la
rét cao néu chiing ta khong chu dong phong ngira
dich cam gia cam, dic biét do céac chung virus
cim méi thi hdu qua s& rat nghiém trong.

Trudce tinh hinh trén, ching t6i thuc hién dé
tai: “Giam sat sw luu hanh virus cum A/H5N6
trén dan gia cam tai tinh Lang Son bang phwong
phdp Realtime - PCR”, tir d6 c6 thé giam sat,
theo doi1 su luu hanh cda virus cum A/HS5NG6 tai
khu vue Lang Son tiép giap véi Trung Quéc, gitip
giam sat, khoanh viing su phan b6 ciia virus ciim

A/H5N6 ciing nhu dé xuét cic giai phap thich
hop phong, chdng ciim A/H5N6.
II. NQI DUNG, VAT LIEU VA PHUONG
PHAP NGHIEN CUU
2.1 N9i dung nghién ciru

- Piéu tra tinh hinh buén ban gia cam qua céc
cho cua tinh Lang Son.

- Nghién ctu xéac dinh sy c6 mat cia virus
cum A.

- Nghién ctu xac dinh sy c6 mat cia virus
cum A/HS.

- Nghién ctu xédc dinh sy c6 mat cia virus
cum A/N6.
2.2 Vat liéu va phwong phap nghién ctru
2.2.1 Vit liéu

- Gia cam song (1125 ga, 500 vit, 475 ngan):
lay mau swab (hau hong, 16 huyét) cua gia cam
song ban tai 5 cho la: Pong Kinh, Giéng Vudng,
Ky Lira, Dong Piang va Tan Thanh.

- Bo kit chiét tach RNeasy Mini kit (Cat
Qiagen. No. 74100)

- Kit Invitrogen One-step RT-PCR (Cat
No.11732-020)

2.2.2 Phuong phap nghién ciru

- Piéu tra hoi ciru: tinh hinh budn ban gia
cam tai 5 chg cua tinh Lang Son tir Chi cuc Thu
y tinh Lang Son.

- Phuong phdp ldy mdu: ding tim bong dé
ldy mau swab cia gia cam ¢ 5 cho. Téng sb
2100 mau, gdp thanh 420 mau xét nghiém.

- Phuong phap Realtime — PCR xac dinh su

luu hanh cda virus caim A/H5N6 st dung Probe
va cip moi.
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Stt T/gnpl:i:::f Trinh tw nucleotid th.le-\?ri\ Ilif:;o
1 5- AGATGAGYCTTCTAACCGAGGTCG -3
2 M 5-FAM- TCAGGCCCCCTCAAAGCCGA -BHQ1-3’
3 5- TGCAAANACATCYTC AAGTCTCTG -3’
7 Forward: ACA TAT GAC TAC CCACAR TAT TCA G
8 H5-9S | probe: FAM- TCAACA GTG GCG AGT TCC CTA GCA-BHQ1 Heine etal.
Virology Journal
9 Reverse 1: AGA CCAGCTAYC ATGATT GC (2015) 12:18
10 Reverse 2: AAA CCA GCC ACTATGATT GC
11 Forward: CCC CAC CAATGG GAACTG
12 N6-1 Probe: FAM- CCA ATAACA GGA GGG AGC CCA GAC CC-BHQ1
13 Reverse: TCT AGG AAT GCAAAC CCTTTTACC

Tdach chiét RNA

RNA cia virus duge tach chiét bang kit
QIAamp dé tién hanh phan tng RT- PCR. Mau
RNA sau khi tach chiét s& duoc hon hop véi cac
thanh phﬁn: 2X Reaction Mix, Primer, Probe,
Enzym Platinum Taq, nuéc, RNA cua virus.
Tién hanh phan tng khuéch dai san pham trong
may Realtime RT-PCR véi chu ky nhiét 50°C
trong 15 phut, 95°C trong 2 phut; 40 chu ky:
95°C trong 15 gidy, 60°C trong 15 gidy. Doc
két qua Ct (Ct >35: mau am tinh, Ct<35: miu
duong tinh).

1. KET QUA NGHIEN CUU

3.1 Tinh hinh budn b4n gia cAm tai 5 cho ciia
tinh Lang Son

Tinh Lang Son ¢6 10 huyén va 1 thanh phé,
trong d6 ¢6 5 huyén giap voi Trung Qudc (Trang
Dinh, Véan Lang, Cao Loc, Dinh Lap, Loc Binh).
Tlen hanh nghién ctru, ldy mau tai cac chg déu
nam gan nhimg truc dudng giao thong chinh va
6 khu dong dan cu.

Theo s6 liéu duoc cung cép tir Chi cuc Thu
y tinh Lang Son, chung toi tong hop dugc tinh
hinh buén ban gia cAm va ngudn gbc gia cAm tai
5 cho cua tinh. S liéu duge trinh bay ¢ bang 1.

Bang 1. S6 lweng gia cam buén ban tai 5 che cta tinh Lang Son (con)

Nam o | imh | vuems | WYL¥ | pano Thanh | Ton9
2012 12.082 10.892 12.050 65.520 42.305 142.849
2013 13.156 10.956 11.846 64.741 44.467 145.166
2014 13.049 10.924 12.248 64.220 43.102 143.543
2015 13.856 11.321 12.310 63.137 45.106 145.730
Téng 52.143 44.093 48.454 257.618 174.980 577.288

(Nguon: Chi cuc Thit y Lang Son)

Trong 4 nim (2012-2015), chg Pong Ping
(huyén Cao Loc) ludn co sd lugng gia cam budn
ban cao nhét (257.618 con), tiép d6 1a chg Tan
Thanh (174.980 con), con 3 chg ¢ thanh phd Lang
Son ¢6 s6 luong gia cAm budn ban it hon nhiéu:

chg Bong Kinh (52.143 con), chg Ky Lira (48.454
con), thap nhat la chg Giéng Vudng (44.093 con).

Qua khao sét, chiing t6i nhan thay rang: gia cam
¢6 nhiéu nguén goc khac nhau, sé luong 1on ¢
nguon goc dia phuong do nguoi dan trong tinh chan
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nudi, mot phan 1a gia cAm & cac tinh l4n can nhu:
Béc Giang, Thai Binh, Hai Duong, Thai Nguyén,...
duoc chuyén ché dén cho dé ban. Thém vao d6, con
c6 gia cAm nhap lau tir Trung Qudc ciing dugc bay
bén tai chg, tuy nhién chua c s6 liéu thong ké chinh

xac sb lugng gia cam nhap 1au nay. Nhu véy, gia cam
¢6 ngudn gbc khac nhau dan t6i nguy co lay nhiém
cim gia cam va cac bénh truyén nhiém khac 13 rat
cao. SH Iwong cu thé vé ngudn gbe gia cm dugc
buodn ban tai 5 chg dugc trinh bay ¢ bang 2.

Bang 2. Nguén goc gia cadm dwoc budn ban tai 5 che cia tinh Lang Son
trong 4 nam: 2012 - 2015

Ngudn Néi tinh Ngoai tinh Téng
Cho S6 con % S6 con % S6 con %

bong Kinh 31.679 60,75 20.464 39,25 52.143 100
Giéng Vubng 26.328 59,71 17.765 40,29 44.093 100

Ky Ltra 26.611 54,92 21.843 45,08 48.454 100

DPong Pang 169.223 65,68 88.395 34,32 257.618 100

Tan Thanh 100.961 57,70 74.019 42,30 174.980 100

Téng 354.802 61,30 222.486 38,70 577.288 100

Két qua bang 2 cho thay: s6 gia cam c6 ngudn
gdc noi tinh chiém da s (61,3%), ngudn gbc
ngoai tinh 13 38,7%. Trong s 5 cho nghién ciru
thi chg Ky Lira c¢6 s6 luong gia cAm ngoai tinh
cao nhét voi ty 16 45,08%, 4 cho con lai ty 18 nay
dao dong tir 34,32 dén 42,30%. Chung t6i quan
tam tdi ty 1€ gia cam du'orc dua vé tir cac tinh
khéc, boi c6 thé trong s6 d6 co gla cam nhap lau
tir Trung Qudc, day 1a nguy co rt cao gia cam
mang mam bénh truyen nhiém nhu virus cim lay
lan sang cho gia cdm khoé manh va gay bénh.

3.2 Két qua xac dinh virus cim type A tai 5

chg cia tinh Lang Son

Téng s6 2.100 mau thu thap dwoc trong thoi
gian 12 thang cua nam 2015 tai 5 cho theo 3 dbi
tuong 1a ga, vit, ngan. Mau thu thap duoc gl vé
Phong thi nghiém trong diém cong nghé sinh hoc
Thuy - Hoc vién Nong nghiép Viét Nam, dugc xtr
Iy va xéc dinh c6 virus caim A/H5N6 hay khong
bang phuong phap Realtime — PCR. 5 mdu thu
thap duoc gop thanh 1 mau xét nghiém, vi vy,
tong sb xét nghiém 1a 420 mau. Két qua xac dinh
virus cim type A duoc thé hién qua bang 3.

Bang 3. Két qua xac dinh virus ciim type A tai 5 cho cta tinh Lang Son

. Két qua xét nghiém
STT Cho S0 mau virus cum type A (gen M)
: xét nghiém = —
S0 mau (+) Ty 1é (%)

1 Déng Kinh 70 24 34,28
2 Giéng Vuéng 80 25 31,25
3 Ky Lira 70 13 18,57
4 DPbéng Bang 100 15 15,00
5 Tan Thanh 100 21 21,00
Téng 420 98 23,33




KHOA HOC KY THUAT THU Y TAP XXIV SO 2 - 2017

Két qua bang 3 cho thdy: trong tong s6 420
mau xét nghiém, c6 98 miu duong tinh v6i virus
ciim A, chiém ty 1€ 23,33%. Trong do6, cho Pong
Kinh c6 ty 1€ nhi®m cao nhét (34,28%); cac chg
Giéng Vuong, Tan Thanh va Ky Lura co ty 1&
nhiém lan luot 13 31,25% , 21%, 18,57%, thip
nhét 1 chg Pong Ding (15%).

C6 nhiéu nguyén nhan din dén su khac nhau
vé ty 1& mau duong tinh type A tai cac cho: Pong
Ding va Tan Thanh ndm gan duong qubc 16 chay
tir cac cra khau Hiru Nghi va Tan Thanh vao Viét
Nam, con 3 chg khac déu nam trong thanh ph
Lang Son va gan céc truc dudng chinh ciia thanh
phd ciing nhu cia tinh Lang Son. Véi quy mo

dién tich 16n, day 14 noi tap trung nhidu mat hang
budn ban ¢6 ngudn gbc khac nhau, trong d6 gia
cam 1a mit hang kinh doanh cuia nhiéu tu thuong,
dugc thu gom tir cac hg chan nuodi & nhiéu noi
khac nhau. Bén canh do, gia cam con duge cac hd
chan nuoi nho 1¢ mang dén cho. Tir day, gia cam
lai dugc mua ban va chuyén di noi khac. Sy luu
thong gia cAm rong rai la yéu to dan dén tan phat
virus cim.

Panh gia diém néng nguy co nhiém cum gia
cam type A theo thoi gian thang trong nam tai cac
chg, chang t6i st dung s6 liéu cong dodn theo cac
thang 1dy mau, két qua duogc trinh bay ¢ bang 4.

Bang 4. Dién bién sw Iwu hanh cua virus ciim type A theo thang trong nam

Thang S6 mau S$6 mau dwong tinh véi Tylé
(dwong lich) xét nghiém virus cum type A (%)
1 35 13 37,14
2 35 14 40,00
3 35 13 37,14
4 35 5 14,28
5 35 3 8,57
6 35 5 14,28
7 35 2 57
8 35 4 11,42
9 35 4 11,42
10 35 8 22,85
1 35 15 42,85
12 35 12 34,28
Téng 420 98 23,33

Két qua bang 4 cho thiy, ty 1¢ duong tinh
v6i cum tpye A chu yéu tap trung tir thang 12
nim trude dén thang 4 nam sau. Két luan nay
ctia chung t6i cling trung khép voi két luan caa
Nguyén Huy Ding (2014) khi gidm sat sy luu
hanh cua virus cam A/H5N1 ¢ gia cam tai Ha
Noi. Day c6 thé coi la thoi diém nhay cam luu
hanh virus cam type A lién quan dén 3 yéu to
chinh:

- Thoi diém trudce va sau Tét Nguyén Dan, co su

Iuu théng gia cam cao nhit trong nam.

- Thoi tiét, khi hdu am, mua nhiéu, la diéu
kién thuan loi cho sy ton tai va luu hanh cua
virus cim type A.

- La giao thoi ctia dinh ky tiém phong dai tra
trong ndm (thang 4 ti€ém dot 1) va cling la luc tai
dan voi s6 luong 16n. Thoi diém nay c6 nhidu
gia cam chua dugc tiém phong hodc tiém phong
da 1au, hét thoi han bao h¢ ciia vacxin.
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3.3 Két qua xac dinh virus cim A/H5NG6 tai 5
cho cha tinh Lang Son

Sau khi c6 két qua xét nghiém duong tinh véi
virus cum type A, chung t6i tiép tyc tién hanh
phan ung Realtime — PCR dé xac dinh xem cé

su luu hanh gen HS va N6 trong cac mau duong
tinh hay khong.

3.3.1 Két qua Realtime — PCR xdc dinh virus
cum A/H5

Két qua dugc trinh bay & bang 5.

Bang 5. Két qua Realtime — PCR xac dinh virus cam A/H5

Két qua xét nghiém
St Che | chiam | voiviuscima | Somau () | TV I8 LMEIe8 | T ()
vé&i virus cam H5 (%) (%)

1 Dong Kinh 70 24 6 8,57 25,00
2 | Giéng Vuong 80 25 5 6,25 20,00
3 Ky Lira 70 13 0 0 0
4 DPéng Pang 100 15 10 10,00 66,67
5 Tan Thanh 100 21 7 7,00 33,33

Tdng 420 98 28 6,67 28,57

Két qua bang 5 cho thay: da phat hién sy luu
hanh cua virus ciim gia cim subtype H5 tai 4 cho
(Pong Kinh, Giéng Vuoéng, Tan Thanh, Déng
bang), riéng cho Ky Lira khong phat hién thiy.
Diéu nay chirng t6 virus cum gia cam subtype H5

[uu hanh rong rai tai tinh Lang Son.

3.3.2 Két qua Realtime - PCR xdc dinh virus
ciim A/N6

Két qua duoc trinh bay ¢ bang 6.

Bang 6. Két qua Realtime — PCR xac dinh virus cam A/N6

Két qua xét nghiém
o Dwong
SO0 mau tinh 5 ma 5 ma v |é v |é
Che | XN | voivirus | veivirus | voivine | mAqxN | TypeA | TVIEN®l

cumA ciim H5 ctiim N6 (%) (%) (';'/f)
Pong Kinh 70 24 6 2 2,85 8,33 33,33

Giéng Vuong 80 25 5 5 6,25 20,00 100

Ky Lira 70 13 0 0 0 0 0

Pdng Pang 100 15 10 7 7,00 46,66 70,00
Tan Thanh 100 21 7 5 5,00 23,80 71,42
Téng 420 98 28 19 4,52 19,38 67,85

Qua bang 6 cho thay, két qua phat hién tong sb
c6 19/420 mau xét nghiém duong tinh véi virus
cum A/H5N6, phan b ¢ ca 4 cho (Pong Kinh,
Giéng Vuong, Pong Ping va Tan Thanh), chiém
ty 18 4,52%. Pay 1a ty 1& thap, c6 thé do thoi gian
chung t6i thu thip mau khong tring vao dot dich
cim gia cam do virus cim A/H5NG6 bung phat tai

10

dia phuong. Nhung day 1a chiing virus duge xac
dinh 1a ¢6 doc Iyc manh cho nén ciing khong thé
loai trir kha ning virus nay c6 thé bung phat gay
thanh dich bét ct luc ndo.

Ty 1&¢ duong tinh véi virus cim A/H5N6 so
véi tong s6 mau dwong tinh véi virus cim type
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A'la 19,38%. Trong d9, ty 1€ duong tinh vdi virus
cam A/H5NG6 tai chg Dong Pang chiém cao nhét
12 46,66% (c6 7 mau dwong tinh véi A/HSNG trén
15 mau duong tinh véi virus cam type A), tiép
theo 1a ty 1€ duong tinh véi virus cim A/HSN6 &
chg Tan Thanh chiém 23,80%. Mau bénh pham
tai chg Giéng Vudng va chg Pong Kinh c¢6 ty 1&
dwong tinh véi virus cim A/H5N6 thap nhat, lan
lwot 14 20,00% va 8,33%.

Nguyén nhan dan dén su luu hanh cta virus
cam A/H5NG tai dy co thé 1a do tinh trang budn
lau gia cdm & ving bién gi6i tir Trung Qudc sang
Viét Nam ngay cang dién bién phirc tap va kho
kiém soat. Pay ciing duoc xem la mot trong nhimg
1y do 1am lay lan dich bénh nhanh néu c6 dich xay
ra. Thong qua két qua chin dodn ta thiy: ngoai sy
luu hanh cua virus cum type A/H5NG6 thi sy luu
hanh cta virus cam type A cling kha cao.

IV. KET LUAN VA PE NGHI

- Qua diéu tra tinh hinh buén ban gia cam tai
5 cho trén dia ban tinh Lang Son cho théy: sb
luong gia cam c6 ngudn goc tai Lang Son trong
luu thong chiém khoang 61,3% va gia cam co
ngudn gdc ngoai tinh 14 38,7%. Luong gia cam
Iy thong va tiéu thu manh nhit tir thang 12 nam
trudc dén thang 4 nim sau (trudc va sau Tét
Nguyén Dan).

- Sir dung phuong phap Realtime — PCR dé
tién hanh xét nghiém xac dinh sy c6 mat cia
virus cim A/H5N6. Trong 420 mau xét nghiém
da xac dinh c6 48 mau duong tinh véi virus cim
A, chiém ty 1& 23,33% va 19 mau duong tinh voi
virus cim A/H5NG6, chiém 4,25%.

- Tiép tuc tién hanh chwong trinh giam sat su
lwu hanh cta virus cim gia cam type A/H5N6
trén dan gia cam tai cac cho giap bién gidi cua
tinh Lang Son cling nhu céc tinh c6 duong bién
gidi voi Trung Qudc véi s6 lwong mau 1on hon.

- Qua két qua xét nghiém ta thay: ngoai sy luu
hanh subtype H5 va N6 thi con c6 nhidu subtype
H va N cuia virus cum type A ma hién nay chua
xéc dinh duoc. Vi thé can 6 nhiéu dé tai, du 4n
nghién ctru vé virus cim gia cAm nham xéc dinh
subtype khac cta virus cim type A.
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