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TOM TAT

Bénh thdi mém do vi khuén 1& mét trong nhitng bénh phd bién va gay anh hwéng I&n trén nhiéu loai cay tréng khac
nhau bao gém ca hoa lan, trong d6 vi khuan gay théi mém xam nhap vao mé thwc vat, gay théi mém théng qua vét
thwong. Nghién ctru ndy nhdm xac dinh vi khudn gay bénh théi mém trén lan Phi Diép va tuyén chon chiing xa khuén
c6 kha nang dbi khang vai vi khuan gay bénh. T 05 mau Ia lan Phi Diép co triéu chirng bi bénh thdi mém thu thap tai
Bac Giang, 2 chiing vi khudn gay bénh dwoc phan 1ap, xac dinh khd nang gay bénh bang phuong phap lay nhidm nhan
tao va dinh danh |& Bacillus pumilus VK3, B. altitudinis VK5B. Bang phwong phap khuéch tan dia thach, da tuyén chon
dwoc chiing xa khudn XK7 c6 kha ndng déi khang véi ca hai chiing vi khuan B. pumilus VK3 va B. altitudinis VK5B gay
bénh trén lan Phi Diép v&i duwdng kinh vong dbi khang 1an lwot [a 17 + 0,07mm va 14 + 0,05mm.

T& khod: Bénh thdi mém, lan Phi Diép, Bacillus pumilus, Bacillus altitudini, xa khuan déi khang.

Isolation and Identification of Soft Rot Bacteria on Dendrobium Anosmum Orchid and
Evaluation of Inhibitory Effects of Some Actinomycetes

ABSTRACT

Bacterial soft rot is one of the most common diseases and mainly affects plants including orchid Dendrobium
anosmum. The bacteria causing soft rot penetrates plant tissue, causing soft rot through the wound. This study aimed
to iolate and identify bacterial strains capable of causing soft rot disease on orchids and select actinomycetes
capable of antagonizing pathogenic bacterial strains. From five samples of orchid leaves showing symptoms of soft
rot disease collected in Bac Giang, two strains of bacteria capable of causing soft rot disease were-isolated and the
pathogenicity determined by artificial re-infection method. Bacterial strains were identified as Bacillus pumilus VK3
and B. altitudinis VK5B. By using the disk-diffusion method, from six Streptomyces strains, XK7 Streptomyces strain
was selected for its antagonistic effect against B. pumilus VK3 and B. altitudinis VK5B-with the diameters of clear
zone of 17 £ 0,07mm and 14 £ 0,05mm, respectively.

Keywords: Soft rot, Dendrobium anosmum, Bacillus pumilus, Bacillus altitudini, Streptomyces.

nhanh chéng trong nhiing ndm qua. La mot loai
cdy canh trong trong chau, hoa lan da trd thanh

1. DAT VAN DE

Hoa lan 1a mot trong nhiing loai thuc vat cé
hoa quan trong nhat vé mit kinh t& trén thé giéi
(Eum & cs., 2011). O cac nuée nhiét ddi, hoa lan
da trd thanh loai cAy canh xuét khau chinh va
nhu cau vé hoa cit canh cta ho da tang lén
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mot loai ciy c6 gia tri quan trong trén thi trucng
hoa. Trong thap ky qua, doanh s6 ban hoa lan 6
Hoa Ky da téng 1én khoang 80% tit 70 triéu USD
nam 1997 1én 126 triéu USD nédm 2007 (Palma &
cs., 2010). Theo s6 liéu théng ké ctia Vu Ké hoach
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thudc Bo NN&PTNT & Viét Nam néu tréng lan
cét canh Dendrobium va Mokara 1ha c6 thé cho
doanh thu trung binh ti& 500 triéu - 1 ti
dong/ha/mam (Pao Thanh Van & Ding Thi T6
Nga, 2008).

Cac bénh 4anh hudng dén cay hoa lan bao
gdm thoi ré, thoi than, gia hanh, d6m 14 va chay
14 (Keith & cs., 2005). Cac bénh vi khudn phé
bién va quan trong nhat trén cay lan bao goém
théi nhiin do Pectobacterium carotovorum,
Dickeya chrysanthemi va Pantoae cypripedii va
d6m nau do Acidovorax avenae subsp. Cattleyae
(Simone & Burnett, 2002; Cating & Palmateer,
2011; Pulawska & cs., 2013).

Théi mém do vi khudn 13 mét yéu t6 han
ché trong san xu#t lan. Su phat trién triéu
chiing nhanh chéng thudng dan dén toan bo cay
bi chét (Cating & cs., 2012). Bénh théi nhiin gay
ra cac triéu chiing nghiém trong 6 lan Vi Nit
(Oncidium Gower Ramsey), mot loai lan phd
bién & Dai Loan (Chang & cs., 2011; Liau & cs.,
2003), dac biét 12 trong nhiing mua 4m ap v6i do
am cao. Tuy nhién, diéu tra quy moé 16n cho thay
tac nhan gay bénh théi mém do vi khuén trén
lan Vi Nt 14 Dickeya sp. 6 Hoa Ky (Cating &
Palmateer, 2011). O nuéc ta hién nay da cting
da c6 cic nghién ciu vé bénh théi mém trén mot
s6 loai lan théng thudng nhu lan H6 Diép, lan
Hai do vi khudn P. carotovora gy ra, nhung
chua c¢6 nghién cttu nao tap chung vao loai lan
Phi Diép dang dem lai gia tri cao cho ngudi san
xuat hién nay.

Hién nay, viéc stt dung cac ch& phdm sinh
hoc tit cac vi sinh vat d6i khang dé kiém soat
mAam bénh hai cdy trong la phuong phap ngay
cang dugc phd bién nhd cé nhiing uu diém
khong chi vé kinh t&€ ma con vé khia canh moi
truong. Viéc nghién ctiu va tng dung cac xa
khuén Streptomyces d6i khang ndm bénh dang
rét ¢ trién vong do xa khuén c6 kha nang déi
khang manh théng qua viéc tiét ra cac san
pham hitu co da dang (Shimizu & cs., 2008). Cac
ching xa khuén da dude x4c dinh c6 kha ning
déi khang véi cac ching vi khudn gay bénh théi
mém nhu: Streptomyces Spp. RoN,
Streptomyces spp. G1P va Streptomyces spp.
N1F c6 kha nang tic ché Bacillus pumilus OD23
giy bénh théi mém trén khoai tdy (Babana &
cs., 2011). Chtung Streptomyces halstedii AJ-7

duge danh gid c¢6 kha ning kiém soat nam
P. capsici gay bénh trén cay 6t do (Joo, 2005). St
dung céc chung vi sinh vat d6i khang 14 phuong
phap than thién véi méi truong va c6 tac dung
trong viéc gidm s6 lugng vi khudn gy bénh trong
nhiéu vuon lan (Nuryani & cs., 2018).

Muc tiéu ctia nghién ciu nay la phan lap,
xac dinh dugc chung vi khudn giy bénh, tuyén
chon duge cac chung xa khuén c¢6 kha nang déi
khang v6i cac ching vi khuén giy bénh théi
mém trén lan Phi Diép.

2. PHUGNG PHAP NGHIEN CUU
2.1. Phan lap vi khuin gay bénh

2.1.1. Phan lap vi khuan

Phuong phéap phan lap vi khudn gay bénh
dugc thuc hién theo phuong phap mé ta ciua Lin
& cs. (2015). Cac mAiu lan Phi Diép c6 dau hiéu bi
bénh théi mém duge thu thap ti vuon lan tai Bic
Giang. M6 14 bi nhiém bénh (khoang 1 x lcm?)
duge cit tit mép cia md théi mém da duge khi
trung bé mit bang 70% etanol trong 10 gidy,
sau d6 dugc dit trong 1ml nubc cat khi trung
trong 3 phut. Nhitng mau 14 sau khi da cit nho
dugc @it 1én cac dia moéi trudng LB (cao ndm
men 5,0g, peptone 10,0g, NaCl 10,0g), nudi &
30°C trong 48 gio. Cac khuén lac riéng ré dudc
cdy chuyén sang méi trudng LB dé lam thuan.

2.1.2. LAy nhiém bénh nhan tao

Céc chiung vi khuén phan lap dude nubi cdy
trong moéi truong LB long & 30°C trong 48 gig,
sau d6 dudc 1lay nhiém nhan tao cho lan Phi
Diép dé xac dinh tac nhan giy bénh theo
phuong phap mé ta cia Alic & cs. (2017).

Cac chtng vi khuén dugc xac dinh c6 kha
nang gady bénh théi mém, néu xuit hién
dau hiéu théi mém, bong nuée xung quanh vi tri
lay nhiém.

2.2. Nghién cttu moét s6 diac diém sinh hoc
ctia vi khudn giy bénh

Xac dinh hinh thai khuén lac, t& bao vi
khuén: Céc ching vi khudn c6 kha niang gay
bénh dudc nudi cdy trén méi truosng LB 6 30°C
trong 48 gid dé quan sit dic diém hinh thai,
mau sic khuén lac, hinh thai t& bao dude xac
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Phan lap, xac dinh vi khuan gay bénh théi mé&mtrén lan Phi Biép (Dendrobium anosmum) va danh gia hiéu qua trc ché

ctia mét s chiing xa khuan

dinh bang cach nhuém Gram va quan sat dudi
kinh hién vi.

Xac dinh kha ning di déng cta vi khuén:
Céc chtng vi khudn duge cdy trén moéi trudng
thach mém chtia 0,5% agar. Dung que cdy thing
14y sinh khéi clia vi khudn, cdy dam siu vao
hau hét chidu dai 6ng nghiém. U & 30°C trong
24 gid. Vi khuén c6 kha ning di dong sé moc lan
khéi dudng cdy va lam duc mdi trudng xung
quanh. Vi khuéin khéng c6 kha niang di déng sé
chi moc quanh dudng cay.

2.3. Pinh danh vi khudn gay bénh

Chung vi khuén giy bénh phan lap duge
nudi cdy trén moi trudng LB 1ong, sau 48 gio tién
hanh ly tAm 6 10.000 rpm/phit, trong 10 phit &
4°C, thu t& bao. DNA téng s6 ciia chung vi khuén
dudgc tach theo phuong phap ciia Masoomi & cs.
(2016), gen ma hoa cho viing 16S rRNA cua cac
ching vi khudn duge khuéch dai bing phuong
phap PCR st dung cap mdi 27F
(5-AGAGTTTGATCMTGGCTCAG-3) va 1492R
(5- TACGGYTACCTTGTTACGACTT-3’). Phan
ting dudc thuc hién theo chu trinh nhiét: 95°C - 5
phiit, 29 chu ky (95°C - 30 gidy, 56°C - 30 gidy,
72°C - 1 phut), 72°C trong 10 phit, giii mau &
4°C. San pham cta phan tng PCR dudc kiém tra
bing dién di trén gel agarose 1% c6 nhuém bang
RedSafe ¢ hiéu dién th& 80V trong 50 phit. Kich
thuéc ctia doan DNA thu dugc sau phan ting PCR
dudc so sanh véi thang DNA chuén. San pham
PCR dugc tinh sach va giai trinh tu bang phuong
phap Sanger cai tién tai 1st BASE (Singapore).
So sanh trinh tu gen tuong tng trén co sé dii liéu
Genbank nhd cong cu BLAST (https://www.ncbi.
nlm.nih.gov). St dung phin mém MEGAX dé
xay dung cay xac dinh moi quan hé di truyén,
v6i d6 tin cday dudc tinh bang thuat toan
Bootstrap v6i 1.000 1an lap lai. Dua vao cay
phan loai va gia tri Bootstrap dé xac dinh méi
quan hé di truyén cta chung nghién ctu.

2.4. Panh gia kha nang e ché vi khuin gay
bénh ctia mot s6 chuing xa khuin

Phuong phap khuéch tan dia thach dugc st
dung cho danh gi4 kha ning tc ché vi khuédn
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gay bénh théi mém trén lan Phi Diép cua cac
ching xa khudn dugc thuc hién theo phucng
phap mo ta ctia Balouiri & cs. (2015). Kha néng
tic ché vi khudn gay bénh cia chung xa khuén
nghién ctu duge thé hién thong qua dudng kinh
vong v6 khudn (vong tron trong suét bao
quanh giéng thach) dudc tinh bang cong thic
D - d (mm) trong d6 D la dudng kinh vong vo
khudn (mm), d 14 dudng kinh 16 thach (mm).

Thi nghiém duge lip lai ba lan véi doi
chiing 12 dich méi trudng khéng nudi cdy xa
khudn. S6 litu duge thu thap va xi ly bang
phan mém thong ké Statgraphics Centrution
16.2. Phan tich phuong sai (ANOVA) va kiém
dinh LSD dugc st dung dé két luan vé su sai
khéc gifia trung binh cac nghiém thiic 6 mtic do
y nghia P <0,05.

3. KET QUA

3.1. Phan lap vi khuin gay bénh théi mém
lan Phi Diép

Tu 5 miu 14 lan Phi Diép c6 dau hiéu bi
thoi mém trong cac gio lan khic nhau dugde thu
thap tai vuon Lan x4 Minh Dtc, huyén Viét
Yén, tinh Béc Giang, trén mdi trudng LB ching
t6i da phan lap duge 10 ching vi khudn khac
nhau vé kich thude, dic diém khuén lac va mau
séc (Bang 1).

Két qua lay nhiém nhan tao cic chung vi
khuén phéan lap sau 3 ngay cho th4y trong téng
s6 10 chuing phan lap, cic ching ki hiéu VK3,
VK5B c¢6 kha ning gay thoi mém cho 14 lan Phi
Diép, lam 14 lan bi théi nhiin, xung quanh xuét
hién quang vang, tai vi tri ldy nhiém xuat hién
bong nude (Hinh 1). Trong d6, chung VK5B cho
kha n#ng gdy bénh manh nhit, sau 3 ngay lay
nhiém xung quanh vi tri nhiém xuat hién vét
théi nhiin, mau sic 14 tai vi tri lay nhiém
chuyén tit mau xanh thanh den, 14 cdy chuyén
sang mau vang, c¢6 biéu hién théi nhiin, gay théi
toan bd 14 va rung 14 sau 5 ngay tai lay nhiém.
Triéu chting bénh trén ciy lan Phi Diép dugc lay
nhiém nhan tao véi chiing VK5B c6 kha ning
gay théi manh, két qua tai lay nhiém c6 cac biéu
hién tuong tu nhu cac triéu chiing xuit hién
trén 14 lan bi bénh th6i mém ngoai tu nhién.
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Bang 1. Pac diém hinh thai cta cac ching vi khuin phéan lap

Ki hiéu chiing Déc diém khuén lac MAu phan lap
VK1 Khuan lac tron mau trdng duc, bé& mét nhan, vién lién La cay
VK2 Khuan lac mau nau xam, bé mat 16i bong, vién lién La cay
VK3 Khuan lac mau trdng duc, bé mat nhan, vién lién La cay
VK4 Khuan lac trdng duc, b& mét 16i nhan bong, vién lién La cay
VK5B Khuan lac mau trdng nga, b& mat nhan, mép lién La cay
VK6 Khuan lac mau trdng duc, bé mat 1&i nham, vién lién La cay
VK7 Khuan lac mau vang nhat duc, b& mat nham, vién déu La cay
VK8 Khuan lac mau vang, tam 18m, vién lién La cay
VK9 Khuan lac mau cam, bé& mét I1i, nhan béng, mép lién La cay
VK10 Khuan lac don mau vang duc, bé mat 16i, vién lién La cay

VK5

Hinh 1. Kha ning giy bénh théi mém cta cac ching vi khuin phan lap sau 3 ngay lay

nhiém nhan tao trong phong thi nghiém

Két qua trén tuong déng véi nghién ctiu ctua
Vit Thi Hoan & cs. (2020) vé phan lap vi khudn
théi mém trén ciy lan Ho Diép, trong dé tac gia
cho biét cac ching vi khuén gay bénh phan lap
duge tir 14 lan H6 Diép sau 48 gio 1ay nhiém nhan
tao xudt hién bong ngadm nudc va cac triéu chiing
bénh tuong tu nhu bénh théi trén lan H6 Diép.
Nghién cttu caa Alic & cs. (2017) vé chung vi
khuén Dickeya spp. B16 va Dickeya spp. S1 giy
bénh théi mém trén lan Ho Diép xac dinh, sau khi
lay nhiém nhan tao 14 cdy lan thi nghiém bi théi
mém, xuit hién vét bong nuéec xung quanh khu
vuc tai 1ay nhiém. Cac nghién ctiu ctia Sudarsono
& cs. (2018) vé vi khuén D. chrysanthemi gay théi
mém trén lan H6 Diép, Lin & cs. (2015) vé vi
khuén D. chrysanthemi PLO3 gy théi mém trén
lan Vi N (Oncidium Gower Ramsey) va Joko &
cs. (2017) vé vi khuéin Dickkeya sp. va
Pseudomonas sp. giy thoéi mém trén lan Ho Diép
cho biét sau 12-36 gid lay nhiém nhan tao lay

nhiém 14 lan xuat hién cac triéu chiing ctia bénh
thoi mém, xung quanh vi tri 1dy nhiém mo la
xuat hién cic vét mong nudc.

Cac nghién ctu truée day déu chi ra ring
bénh théi mém trén cdy lan do cac chung vi
khuén gay ra. Trong nghién ctiu nay, ching vi
khuin VK3, VK5B c6 kha ning gy bénh cho
lan Phi Piép duge lua chon dé thuc hién céc
nghién ctu tiép theo.

3.2. Mot s6 diac diém sinh hoc ctia ching vi
khuin gay bénh phan lap

Dic diém hinh thai t& bao, khuén lac 1a cac
chi tiéu quan trong cho viéc phan loai vi sinh vat.
Khuén lac hai ching vi khudn gy bénh théi
mém trén lan Phi Diép sau 48 gié nudi cay trén
mdi truong LB & 30°C c6 kich thuéc nhd, tron
déu, trong d6 khuén lac cta ching vi khudn VK3
¢6 mau tring duc, bé méat khuén lac nhan, khuin
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Phan 1ap, xac dinh vi khuan gay bénh théi mémtrén lan Phi Digp (Dendrobium anosmum) va danh gia hiéu qua trc ché
ctia mdt sé chiing xa khuan

lac ctia ching vi khudn VK5B ¢6 mau tring nga, trong d6 chung VK5B c6 kha n#ing di dong
bé mat khuén lac det, nhian (Hinh 2A). Két qua manh hon ching VK3.

quan sat hinh thai t& bao bang phuong phap ,

nhuom Gram cho thay té& bao cia chung VK3 va 3.3. Dinh danh ching vi khuan gay bénh

VK5 1a Gram +, dang que ngén (Hinh 2B). phan lap
Két qua nghién ciu xac dinh ca hai ching Két qua dién di DNA thu dugc cac biang

vi khuéin phéan lap déu c6 kha niang di déng,  vach c6 kich thuéc khoang 1500 bp (Hinh 3).
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Hinh 2. Hinh thai khuian lac (A), hinh thai t€ bao (B)
cua cac chung vi khuin gay bénh théi mém

Marker VK5B VK3

~1.500bp

Hinh 3. San pham PCR doan gen 16S rRNA cua cac ching vi khuin giy bénh théi mém
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VK3 (A)

Bacillus pumilus SBMP2

Bacillus aerius 24K

Bacillus altitudinis 41KF2b

Bacillus safensis NBRC 100820

Bacillus atrophaeus JCM 970

Bacillus vallismortis DSM 11031
Bacillus amyloliquefaciens NBRC 15535
Bacillus subtilis DSM 10

Bacillus mojavensis 15718

Bacillus sonorensis NBRC 101234

(B)
VK5B

Bacillus altitudinis ER22

Bacillus aerius 24K

Bacillus sonorensis NRRL B-23154
Bacillus atrophaeus JCM 970
Bacillus vallismortis DSM 11031
Bacillus subtilis DSM 10

Bacillus mojavensis 15718

Bacillus amyloliquefaciens NBRC 15535

Hinh 4. CAy phén loai dua trén trinh tw 16S rRNA ctia ching vi khuin VK3 (A), VK5B (B)

Hinh 5. Kha nang d6i khang vi khuin gay bénh théi mém cta ching xa khuan XK7
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Phan lap, xac dinh vi khuan gay bénh théi mé&mtrén lan Phi Biép (Dendrobium anosmum) va danh gia hiéu qua trc ché

ctia mét s chiing xa khuan

Két qua thé hién trén cAy phan loai cho
thdy chung VK3 nam cung nhanh véi ching
B. pumilus SBMP2, véi gia tri bootstrap 98%.
Két qua can trinh tu nucleotide trén BLAST cho
thay mitc d6 tuong dong cua 16S rRNA cua
chung VK3 va B. pumilus SBMP2 c6 d6 tuong
dong 99,32%. Xét vé mic d6 tuong doéng thi hai
ching nay giéng nhau. Chung VK5B nim ciung
nhéanh véi chting B. altitudinis ER22, véi gia tri
bootstrap 99% véi mic dd tuong dong ctia viung
16S rRNA cua chung VK5B va B. altitudinis
ER22 14 99% (Hinh 4).

Nhiéu nghién ctu dd cong b vi khuédn
B. pumilus va B. altitudinis c6 kha ning gay
bénh cho mot s6 loai thuc vat, trong d6 Bathily
& cs. (2010) cho biét chung B. pumilus OD23 c6
kha néng giy bénh th6i mém trén ci khoai tay
bao quan trong kho 6 Mali, Peng & cs. (2013)
x4c dinh vi khudn B. pumilus GR8 giy bénh
thoéi than ré & giing, Elbanna & cs. (2014) cong
b6 vi khudn B. altitudinis 14 tac nhan giy bénh
thol mém mdéi va Lemjiber & cs. (2021) bao céo
vi khuén B. altitudinis B10 gy bénh trén 14 cay
16 v6i miic d6 nghiém trong tu 47,63 dén
57,77%, lam cho 14 héo nhanh chéng, sau doé
chuyén sang mau nau nhat va cuéi cung khé lai.

Nhiéu nghién c@u vé bénh théi mém trén
cay lan cho thdy bénh nay do nhiéu chung vi
khudn khac nhau gay ra nhu: Dickeya sp.,
Pectobacterium carotovora, D. chrysanthemim,
Pantoae cypripedii (Simone & Burnett, 2002;
Cating & Palmateer, 2011; Cating & Palmateer
2011; Pulawska & cs., 2013; Lin & cs., 2015;
Alicet & cs., 2017; Joko & cs., 2017; Sudarsono
& cs., 2018; Vit Thi Hoan & cs., 2020). Két qua
nghién ctu cta ching téi cho thdy vi khuén
B. pumilus, B. altitudinis ngoai kha nang gay
bénh trén mot so loai cAy trong con c6 kha ning
gay bénh théi mém trén lan Phi Diép. Day la
phat hién méi, bd sung thém tac nhan giy bénh
théi mém trén lan bén canh cac ching da biét
nhu: Dickeya sp., Pectobacterium carotovora,
D. chrysanthemim, Pantoae -cypripedii, tuy
nhién dé khing dinh chic chin, can thiét phai
¢6 thém cac nghién cdu sau hon vé dic diém
sinh héa va doc tinh (dic tinh gy bénh) cta céc
chung vi khuén phan lap.
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3.4. Kha nang vc ché vi khudn giy bénh
théi mém ctia mét s6 chiing xa khuin

Két qua danh gia kha ning tc ché vi khudn
gay bénh théi mém cua 6 chung xa khudn luu
trit tai phong thi nghiém B6 moén Cong nghé vi
sinh, Khoa Céng nghé sinh hoc, Hoc vién Nong
nghiép Viét Nam cho thdy chung xa khuin XK7
¢6 kha ning doi khang véi ca 02 ching vi khuén
giy bénh VK3, VK5B véi duong kinh vong dé6i
khang 14n lugt 1a: 17 + 0,07mm va 14 + 0,05mm,
tuong ducng véi ba ching xa khudn d6i khang
v6i vi khuén B. pumilus giy bénh théi mém
trén khoai tdy da dudc Babana cong bd nim
2011 (Babana & cs., 2011) (Hinh 5).

4. KET LUAN

Chung vi khuén ky hiéu VK3, VK5B phéan
lap tu mAu 14 lan Phi Diép c6 triéu chiing bi
bénh théi mém thu thap tai Bic Giang, gay ra
cAc triéu chiing cua bénh théi mém trén lan Phi
Diép khi lay nhiém nhan tao dugde dinh danh 1a
B. pumilus VK3 va B. altitudinis VK5B.

Chung xa khuén ky hiéu XK7 c¢6 kha nang
d61 khang dong thoi véi ca hai chung vi khuan
gdy bénh phan lap la B. pumilus VK3 va
B. altitudinis VK5B véi dudng kinh vong doi
khang dat 17 = 0,07mm va 14 + 0,05mm, c6 tiém
ning st dung dé phat trién ché phidm vi sinh
phong trit bénh théi mém trén lan Phi Diép 6
Viét Nam.
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