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QUY CHUAN KY THUAT QUOC GIA
VE QUY TRINH GIAM DINH BENH THOI LOET CA CHUA
Clavibacter michiganensis subsp. michiganensis (Smith} Davis et
al. LA DICH HAI KIEM DICH THUC VAT CUA VIET NAM

National technical regulation on Procedure for identification
of tomato canker (Clavibacter michiganensis subsp. michiganensis
(Smith) Davis et al. ) - Plant Quarantine pest of Vietnam

| . QUY BINH CHUNG
1.1. Pham vi diéu chinh
Quy chudn nay quy dinh quy trinh giam dinh bénh thdi loét ca chua

(Clavibacter michiganensis subsp. michiganensis (Smith) Davis ef al.) la
dich hai kiém dich thipc vat nhom | cta Viét Nam
1.2.D6i tweng ap dung

Quy chudn nay ap dung déi voi cac t& chirc, ca nhan Viet Nam hoac
nwéc ngoai co hoat dgng lién quan dén Iinh vie bao vé va kiém dich thirc
vat thuc hién giam dinh bénh théi loét ca chua (Clavibacter michiganensis
subsp. michiganensis (Smith) Davis et al.) 1a dich hai kiém dich thwc vat
(KDTV) nhém | thuéc Danh myc dich hai KDTV cua Viét Nam.

1.3. Giai thich tlr ngi¥

Trong quy chudn nay, cac tir ngl dwoi day duoc hidu nhu sau:
1.3.1. Dich hai kiém djch thwe vat (plant quarantine pest)

La ioai dich hai ¢6 nguy co gay hai nghiém trong tai ng uyén thuc vat
trong mot ving ma & do loai sinh vat nay chua xut hién hodc xuéat hién co6
phan bé hep va phai dwoc kiém sodat chinh thie.

1.3.2. Thire vat (plant)

L4 cay va nhirng bd phan ciia cay con séng, ké cé hat gibng va sinh
chét c6 kha nang lam giéng.
1.3.3. Mau (sample)

La khéi luong thue vat, san pham thyc vat hodc tan dv cla san pham
thipe vat duoc Iy ra theo mot qui tac nhét dinh.
1.3.8. Tiéu ban (specimen)

La mau vat dién hinh tiéu biéu cla dich hai dwoc x& Iy dé dung cho
viéc dinh loai, nghién ctru, gidng day, phé bién ky thuat va trung bay thanh
cac bd suu tap.

1.3.8. Xét nghiém hip thy mién dich lien két v&i enzyme ((Enzyme-
Linked ImmunoSorbent Assay - ELISA) hay (Enzyme Immuno Assay -
ElA)

La mét ky thuat sinh héa d& phat hién khang thé hay khéng nguyén
trong mau can phan tich.

1.3.10. Phan ng chudi trung hop hosc phan ng khuéch dai gen

(Polymerase Chain Reaction - PCR)
FM&' 3
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. La mot ky thuét trong sinh hoc phan t nham khuyéch dai (tao ra
nhieu ban sao) mgt doan DNA ma khéng can sir dung cac sinh vat séng

Il. QUY DINH KY THUAT
2,1. Phuong phap thu thap va béo quan mau
2.1.1. Thu thap miu

Béi voi hang xuét, nhap khdu, qua cdnh hodc van chuyén, bao quan
trong nuwée: Tién hanh 1Ay mau theo tiéu chudn gia TCVN 4731:89" “Kidm
dich thirc vat - phuong phap ldy maAu”, quy chuén ky thuat quéc gia QCVN
01-21:2010/BNNPTNT" “Phweng phap kiém tra cl, qua xuit nhap khau va
qua canh”, QCVN 01-23:2010/BNNPTNT' “Phuong phép kiém tra cac loai
hat xuat, nhap khau va qua canh’, QCVN 01-22:2010/BNNPTNT' "Phuong
phap kidm tra cay xuét nhap khdu va qua canh’.

Péi vol cay trdng ngoai ddng ruéng: Ly miu theo Qui chuln ki thuat
quéc gia QCVN 01-38/2010/BNNPTNT' vé& phuong phap didu tra phat hién
dich hai cay tréng
2.1.2. Bao quan méu

Cac bo phan twei ¢ triéu chirng bénh (canh, 14, than, qua...) chira
trong céac tii ni-Idng ¢d 16 thdng khi bac quén trong td lanh & nhiét @6 3-5°C.

Mau hat dwgc chiva trong cac tui ni-léng hodc hép nhira kin va bédo
quan & nhiét dé phong.

2.2. Thiét bj, dung cu, hoa chat

May ly tam, may lac, ti say, tu dinh 6n, can dién tir, may 0, may rira,
bé &n nhiét, hé théng ELISA, PCR, may dién di, h& théng chup anh, ti fanh
va ti am sau.

Bd dao, kim gidi phau, panh, kéo, bd micro pipet, tii ni-ldng, ban
ELISA

Pén cdn, dia petri, dng hai, lam, lamen, cdc dong, gidy parafilm.

Na,CO, NaHCOs; NaN, NaCl KCI, MgChL.6H,0, HN(CH,CH,OH),,
MgS0O,4.7H,0, KH;:PO,, K;HPO,4, Na,HPO,,NaQH,

Con tuyét déi, c¢dn 70% nudc cat va tring, Tween 20, glycerol,
ethylium bromide, agarose, cycloheximide. méi tredng NGA (Nutrient
Glucose Agar) hodc YPGA (Yeast Peptone Glucose Agar). Kit PCR, khang
thé
2.3. Phwong phap phat hién va giam dinh bénh
2.3.1. Phét hién va thu thap miu bénh

Trén ia, vét bénh ban d4u la nhitng dm mau xanh nhot c6 dang giot
diu & phan phién la gilra cac gan la. Cac vét nay nhanh chéng khé di tao ra
cac vét chét hoai c6 mau trang hodc mau nau (hinh 1, phu luc 1). Khi bénh
tlr phién la xam nhiém vao hé théng mach dan mét s 1& chét & mot phia
cla la kép bi héo ri (hinh 2, phu luc 1).

' Trueing hop céc van ban vién dan trong quy chudn ndy ska ddi, bd sung hoic thay thé thi thyc

hi&n theo quy dinh clta vén ban méi. E ;
./4
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Trén than cay, triéu ching bénh c6 thé |a cac soc vang, 6oi khi than
bi nirt doc theo cac @6t than (hinh 3, phu luc 1). Bo mach cla céc cay nhiem
bénh co mau vang sam hodc nau (hinh 4, phy luc 1).

Trén qua, triéu chirng thudng bat dau tir nhirng dém nhd hoi 10i 1&n,
vét banh ¢6 vién hodc quang tréng. Céc vét benh phat trién to ra va c6 mau
nau & tam vét bénh tao ra dang “méat chim” (hinh 5, phu luc 1).

Trén hat, bénh khéng biéu hién trigu ching.

2.3.2. Phan lap vi khuén
2.3.2.1. Tach chiét vi khuén

Tach chiét vi khudn tir md cay {14, than, qua): Cat mét doan mo cay da
duoe Kni tring bé mat bang cdn 70° ngam trong nude cAt vo tring 30 phat
hodc nghién nhé mb cay trong nwéc cat v tring.

Tach chiét vi khudn tir hat: Lirgng mau téi thiéu dé tach chiét 1a 2.000
hat (khoang 7g). Hat dwoc cho vao binh tam giac c6 chira 20ml dich chiét
hat (phu luc 2) va lic manh bang tay trong 20-30 gidy. Sau do, dura binh tam
giac c6 dich chiét hat lén may lac va lac trong 36-48 gid Vi tée dd 150
vongd/phat.
2.3.2.2. Phan Iap vi khuén trén méi trrdng nhén tao

Trai d&u imi dich chiét thu dwoe tir md cay hoéc tir hat trén moi
trrérng ban dc hiéu va nudi cay ¢ 26°C trong 8 ngay.Theo dai sw xuét hién
cfia %huin lac. Khuin lac cla vi khuan C. michiganensis subsp.
michiganensis c6 mau vang sang, phéng, ¢6 dang trdn ddi khi co dang bat
dinh.

Cac khuan lac dién hinh duwoc cdy truyén trén méi trrong NGA
(Nutrient Glucose Agar) hodc YPGA (Yeast Peptone Glucose Agar)

2.3.3. Glam dinh bing phwong phéap ELISA (chi ap dung ddi véi mau
qua, cay, vi khuén nuéi cdy trén mdi triréng nhén tao)
2.3.3.1. Chudn bj djch mau

M&u md cay (qua, than, I4): lay mét mau nhd mo cay (qua hodc than
hodc I4) ngam trong 1ml nwéc cat khodng 15-20 phut. Sau @6 nwéc chira vi
khudn dwoc iy tam 13.000 véng/phut trong 5 phit thu tda vi khuan. Hoa tan
t0a vi khudn thu dwoc trong 1ml dung dich dém chiét mau (phy luc 2).

DPéi v&i  vi khudn nudi cdy trén méi tredng nhan tao: Hoa tan mét
phan khun lac frong 1ml dung dich dém chiét mau.
2.3.3.2. Quy trinh gidm dinh bang phwong phéap ELISA
~ Nhé vao méi giéng ELISA 100ul dich mAu da chuan bi. Boc ban giéng
biing i ni-long 1 & 37°C qua dém (khodng 4-6 giv). Sau d6, nhé thém vao
méi giéng 200pl dung dich dém cé dinh mau (phy luc 2). Boc ban giéng
bing tui ni-ldng U 30 phat & nhiét dé phong. Rira giéng béng dém rira (phy
luc 2) ba IAn sau dé loai sach dém rira bang cach v® nhe ban giéng trén giay
tham. Thém vao mdi giéng 100pl khang thé. Boc ban giéng bang tli ni-long
a 1 gir & nhiét dd phong. Réra giéng bang dém rira tam }An sau dé loai sach
@ém rira béing cach vé nhe ban giéng trén gidy tham. Thém vao méi giéng
100ul Enzym gén. Boc ban giéng bang tdi ni-léng U 1 gi&r & nhi¢t 46 phong.
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Riva giéng bang dém rira tdm lan sau d6 loai sach dém rira bing cach v
nhe ban giéng trén gidy thdm. Thém vao mdi giéng 100pl d&m co chét (phu
lc 2). U 1 gior & nhiét dé phong.

Boc két qua béng mét thuwdng hodc bdng may doc & bwéc séng
405nm.

2.3.4. Giam dinh bang phwong phap PCR
2.3.4.1. Tach chiét DNA

Téch chiet DNA tir vi khuan da phan |8p (xem myc 2.3.2.2): Diing que
cAy vi khudn {4y mét khuln lac trén méi treang cho vao éng eppendorf da
chira 100pl nwéc cat vo tring khudy déu dé hoa tan khuén lac. Tiép theo dé
ong eppendorf & nhiét d6 95°C trong 15 phut trong bé &n nhiét sau d6 dat
ngay I&n da lanh. Ly tam dich vi khuan trong 5-10 giay.

Tach chiét DNA tir dich vi khudn (xem muc 2.3.2.1} Cho 100p! dich
chiét vi khuan vao dng eppendorf va @& & nhiét d6 95°C trong 15 phut trong
bé 6n nhiét sau d6 dat ngay |én da lanh. Tiép theo, ly tam dich chiét trong 5-
10 giay.
2.3.4.2. Quy trinh giam djnh bang PCR

Boan mdi st dung

PSA-4: 5-TCATTG GTC AAT TCT GTC TCC C -3’

PSA-R: 5-TAC TGA GAT GTT TCACTT CCC C -3

Chu trinh nhiét :

94°C trong 2,5 phut
94°C trong 30 giay
63°C trong 20 giay L&p lai 30 chu ki
72°C trong 45 giay

Poc két qua san pham duwoe dign di bang gel agarose 2% trong dém
TAE, nhuém ban gel trong dung dich ethydium bromide va quan sat dwéi
den UV,

M&u dweng tinh cho doan gen kich thuéc 270bp.

Ii. THAM BINH KET QUA GIAM DINH VA BAO CAO
Sau khi kh&ng dinh két qud giam dinh bénh thdi loét ca chua
Clavibacter
michiganensis subsp. michiganensis (Smith) Davis et al. la dich hai kiém
dich thwc vat cta Viét Nam, don vij giam dinh phai glri bao cdo vé Cyc Béo
vé thye vat kém theo phiéu két qua giam dinh (phu luc 3).
Pbi voi don vj 1an dau tién giam dinh va phét hién dwoc bénh théi loét

¢a chua (Clavibacter michiganensis subsp. michiganensis (Smith) Davis et
al.) phai gt¥i mau hodc tiéu ban vé Trung tdm Gidm djnh kiém dich thire vat

dé thAm dinh.
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TAt cA cac don vi thudc hé théng Bao vé va KDTV phai i gik, quan
Iy va khai thac d@ liéu v& két qua dieu tra, bao cao va giam dinh bénh thoi
10&t ca chua 1 dich hai kiém dich thire vat nhom | clia Viét Nam.

Pon vj giam dinh phai Gam béo thoi gian luu mau theo quy dinh hién
hanh.

IV. TO CHUFC THUC HIEN

Cyc Bao vé thuc vat ¢é trach nhiém phé bién; t& chire, hwéng dan va
ki&m tra viéc thyc hién Quy chuan nay trong hé théng t chirc chuyén nganh
Bao vé va Kiém dich thuc vat cling nhir cac tb chirc, cd nhan khac co lién
guan;

_ Céc td chirc, ca nhan co hoat ddng lién quan dén diéu tra, thu thap
miu, xt Iy va bao quan mau bénh thdi loét ca chua tai Viét Nam phai tuan
theo quy dinh ctia quy chudn nay cling nhw cac quy dinh clia phap luat cd
lién guan hién hanh.
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Phuy lyc 1.
Théng tin vé djch hai

1. Phan bé va ky chi
1.1. Phéan bd

Trong nwée; Bénh chwa co & Viét Nam

Trén thé gidi: Chau A (Israel, Thé NAT Ki, Armenia, Azerbaijan, Trung
Qudce, An dg, Indonesia, Iran; Nhat Ban, Han Qudc, Syria), Chau Phi (Nam
Phi, Ai Cép, Kenya, Madagascar, Togo, Uganda, Zambia, Morocco,
Tanzania; Tunisia; Zimbabws), Chau My (Canada, Hoa Ki, Uruguay, Costa
Rica, Cuba, Dominica, Dominican Republic, Grenada; Guadeloupe,
Panama, Argentina, Brazil bang Pernambuco, Sao Paulo, Colombia, Peru,
Chile, Ecuador), Chau Au (Phép, Hy Lap, Lién bang Nga, Thuy Sy, Céng
hoé Sec, Lithuania, Ha Lan, Belarus, Ba Lan, Romania, Tdy Ba Nha,
Bulgana, Cyprus, Pic, Hungary, ltaly, Serbia, Slovenia, Ukraine, Lién bang
Nam Tw._ ) va Chau Pai Duong (Australia, New Zealand).
1.2. Ky cha: Ki chi chinh la cy Ca chua Solanum iycopersicum, ngoai ra
con gay hai trén &t ngot Capsicum annuum ki chl dai ho ca nhw Solanum
douglasii, 8. nigrum and 8. trflorumn (Bradbury, 1986}
2.Tén khoa hoc va vj tri phan loai

- Tén tiéng Viét :

Bénh thdi loét ca chua

- Tén khoa hoc:

Clavibacter michiganensis subsp. michiganensis (Smith) Davis et al.

- Tén khac:

Corynebacterium michiganense pv. michiganense (Smith) Dye &
Kemp

Corynebacterium michiganense (Smith} Jensen

- Vj trl phan loai:

Lép: Actinobacteria.

Bg: Actinomycetales

Ho: Microbacteriaceae

Giéng: Clavibacter

C. michiganensis subsp. michiganensis & mét vi khuan hao khi, hinh
gay cong, khéng di @dng, gram duwong.
3. Triéu chirng bénh théi loét ca chua.
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Hinh 1: Triéu chieng trén |a cua X Hinh 2: Trigu chirng héo la mdt
bénh théi loét ca chua bén clia bénh thoi Ioét ca chua
(Ngudn: CABI,2012) (Ngudn: CABI,2012)

Hinh 4:Triéu chirng trén bd
mach ciia b&nh thbi loét ca chua
(Ngudn: CABI,2012)

Hinh 3: Triéu chirng v& than
clia bénh thbi loét ca chua

(Ngudn: CABI,2012)

Hinh 5: Triéu ching trén qua ctia bénh thoi loét ca chua
(Nguén: CABI 2012)
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4. Dic diém vl khudn gay bénh thdi loét ca chua

C. michiganensis subsp. michiganensis |4 mét vi khudn hao khi gram
dwong, hinh gay cong, khéng di dong.

Vi khuén phat trién cham trén méi treéng nutrient gluco agar (NGA)
hodc yeast peptone glucose agar (YPGA), khuan lac ¢6 mau vang, tron,
sang, min.
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Phu luc 2.

1. Dich chiét hat

Na,HPO, :4,26¢

KH.PO, 127249

Nwée cat @ 1000ml

pH v

Hoa tan c&c thanh phén trén vao 1.000 ml nuoc cAt khir trung &
121°C trong 15 phat. Khi tring Tween 20 riéng ré dé ngudi t&i 60°C. Thém
Tween 20 v&i ndng d6 0.02%.

Thém vao 200mg cycloheximide (1.0 mi dung dich 200 mg/mi trong
70% ethanol}
2. Dung dich &&m chiét mau

NQQCOE, 2 1159g
NaHCO; 2,93
NaN3 . U,Zg

Hoa tan cac thanh phén trén trong 1000m! nuoe cét, chinh pH 9,6 béo
quén & 4°C.
3. Dung dich dém rira
NaCl : 8,09
Na,HPO, :1,15¢g
KH-PQ, 10,29
KCl 10,29
Tween-20 :0,59
Hoa tan cac thanh phan trén trong 1000mi nuée cét, chinh pH 7,4
4. Dung dich dém cé dinh méu
Na,HPO, : 1,159

KCI 10,29
KH2P04 : U,2g
NaCl - 8,00
NaN3 10,29

Hoa tan céc thanh phén trén trong 930ml nuéc cat, chinh pH 7,4 thém
nuée cAt cho dd 1000ml. Trwde khi dung cho thém 5g stva khd khong béoflit
dém da pha.

5. Dung dich dém co chit
MgCl,.6H.0 - 0,19
NaN3 : 0,29
HN(CH,CH,OH), :97ml

Hoa tan trong 800m! nuéc. chinh pH vé 9,8. Thém nwoc c¢at cho du
1000, bdo quan & 4°C. Trwdc khi dung thém vién co chét dé dat ndng do

1mg/ml.
&11
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Phu lyc 3.
(qui djnh)
Mau phiéu két qua gidm dinh
Co guan Bdo vé CONG HOA XA HOI CHU NGHITA VIET NAM
va Kidm dich thue vat Béc I&p - Ty do - Hanh phiic

dedek

.............. ngay ... thang ... ném 20.. ..

PHIEU KET QUA GIAM BINH

Bénh théi loét ca chua Ciavibacter mickiganensis subsp. michiganensis
(Smith) Davis et al. - 1 djch hai Kiém dich thye vat cia Viét Nam

Tén hang hod

Nwée xuat khau

Xuat xg :

Phwong tién van chuyén : Khéi lwgng:

Dja diém lay méu ;

Ngay l4y mau

Ngwei 1ay mau

Tinh trang mau

Ky hiéu méu

10. 86 mau fwu

11. Ngwéi giam dinh :

12. Phrong phap giam dinh: Theo quy chuén ki thuat quéc gia QCVN 01
- 161 : 2014/BNNPTNT v& “Quy trinh giam dinh bénh théi loét ¢a chua

Clavibacter michiganensis subsp. michiganensis (Smith) Davis ef &/
la dich hai kiém dich thyc vat cda Viet Nam”.

13. Két qua giam dinh
Clavibacter michiganensis subsp. michiganensis ( Smith) Davis ef al.
L&p: Actinobacteria.
B§: Actinomycetales
Ho: Microbacteriaceae
Gibng: Clavibacter

La dich hai kiém dich thwe vat thuée danh muc dich hai kiém dich
thue vat cha Viét Nam.

RN RO

TRUONG PHONG KY THUAT THU TRUONG PON V|
(hode ngudi giam dinh) {ky, ghi ré ho va tén, déng déu)

(ky, ghi r6 ho va tén)
yﬁ




