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TOM TAT

C6 héi (Ageratum conyzoides L.) thudc ho Ciic (Asteraceae) dwoc biét dén
nhw mét logi dworc lidu quy cé tinh khdng khudn manh, nhung cdc nghién cieu
trwée ddy chi sir dung dich trich ma chwa quan tdm nhiéu dén tdp doan vi khudn
ndi sinh trong cdy. Viéc tim ngudn khdng sinh tw nhién mdi thay thé khdng sinh
tdng hop tré nén cdp bdch hon bao gicr hét, khi nhiéu loai khdng sinh téng hop
tao ra vi khudn khdng sinh. Chinh vi vdy, viéc phdn ldp cdc dong vi khudn ndi sinh
6 tinh khdng khudn trong cdy cé héi dworc thwc hién. Tir ndm mdu cé hoi thu tai
tinh Séc Trdng dd phén ldp dwoc 45 dong vi khudn trén méi truong PDA ddc.
Phdn I6n cdc dong vi khudn déu c¢é dang hinh que, Gram dm va ¢ khd ndng di
déng. Khdo sdt khd ndng khdng véi 3 loai vi khudn gdy bénh bdng phwong phdp
khuéch tdn qua gidy loc. Két qud c¢é 31 dong khdng E. coli, 29 dong khdng
Aeromonas hydrophila va 30 dong khdng Staphylococcus aureus. Diéu ddng
ngac nhién la, ¢é dén 20 dong khdng dworc cd ba loai vi khudn gdy bénh va 12
dong khdng dworc hai trong sé ba loai gdy bénh dworc khdo sdt. Qua nghién citu
cting xdc dinh mdt sé khdng khudn hiéu qud ctia mét s6 lodi trién vong. Tuyén
chon ba dong HR10, HT18 va HL1 ¢6 hiéu qud khdng khudn t6t nhdt, két hop véi
cdc ddc tinh sinh héa tién hanh dinh danh bdng ky thudt sinh hoc phdn tir. Ba
dong HR10, HT18 va HL1 dwoc nhén dién ldn lwgt la Bacillus amyloliquefaciens
strain NBRC 15535, Pseudomonas oryzihabitans strain NBRC 102199 va
Pseudomonas aeruginosa strain DSM 50071 véi do twong dong twong ting
95,19%, 98,39% va 98,56%.

ABSTRACT

Billygoat weed (Ageratum conyzoides L.), which belongs to Asteraceae
species, is known as a rare medicinal plant having high antibacterial activity;
however, most of the researchers only concerned oil extraction instead of
promising endophytic bacteria inside this weed. Finding new natural antibiotic
is becoming more and more urgent as synthetic antibiotics can cause antibiotic
resistant bacteria. As a result, the study isolation of antimicrobial endophytic
bacteria from billygoat was done. From 5 samples of billy goat in Soc Trang
Province, 45 bacterial strains were isolated on solid PDA media. Most of the
bacteria were in rod shape, negative gram, and motile. The experiment of testing
antimicrobial ability was done with the disk diffusion test method. In brief, 31
bacterial strains were resistant to E. coli, 29 bacterial strains were resistant to
Aeromonas hydrophila and 30 bacterial strains were resistant to Staphylococcus
aureus. Surprisingly, there were 20 bacterial strains which were resistant to all 3
harmful bacteria and 12 bacterial strains which were resistant to 2 harmful
bacteria. Moreover, 3 bacterial strains, including HR10, HT18, and HL1, had the
highest resistance to harmful bacteria. By the combination of chemical,
biological properties and identification by molecular biology technique, 3
bacterial strains including HR10, HT18, and HL1 were identified as Bacillus
amyloliquefaciens strain NBRC 15535, Pseudomonas oryzihabitans strain NBRC
102199, Pseudomonas aeruginosa strain DSM 50071 with the identity of 95,19%,

98,39%, and 98,56% respectively.
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1. M¢é dau

Co hoi (Ageratum conyzoides) trong
dan gian thwong goi la co cirt lon. Pay la loai
ciy than thao, moc hoang nhiéu noi & nwéc
ta dic biét 1a ving dong bang séng Ctru
Long. C6 héi c6 tac dung thanh nhiét, giai
ddc, sat trung, tiéu thung,... Dung chira cdm
mao phat sot, cic chirng bénh yét hau swng
dau, ung thing, mun nhot,... Gin diy, Tay y
cling phat hién ra nhiéu tac dung quy ctia n6
nhuw kha nang khang khuén, tiéu diétky sinh
trung, chdng ung thuw.

Nhiéu nghién ctru cho thdy, cac hop
chit c6 kha nang truc tiép c ché mot s6é
bénh cho ciy trong hodc kich thich cay trong
san xuit cac hop chat bién dudng thi cap
giup ciy chong lai cac tic nhan giy bénh cho
cdy. Tap doan vi sinh vat noi sinh hodc séng
& ving ré cay trong dé c6 cay dwoc liéu c6
kha nang giup ciy tang trwedng va dong hda
tot. Ngoai ra, chung con cé kha nang san
xudt truc tiép cac hop chat khang khuan tw
nhién. Bén canh d6, vi khuin noi sinh ciing
c6 kha nang kich thich ciy cht san xuit ra
cac hgp chit bién duwdng trung gian nhw &
nhém ciy dwoc liéu, ching cé thé san xuit
ra cac hop chéit cé tinh khang khuén rat tét
(Hardoim et al, 2008). Chinh vi vay, trong
nghién ctru nay viéc phan 1ap, tuyén chon va
dinh danh dwgc mot s6 dong vi khuin noi
sinh trong cay cé hoéi (Ageratum conyzoides
L) & tinh Séc Trang cé hoat tinh khang
khu&n cao dwoc thuc hién.

2. Nguyén liéu va phwong phap

2.1. Vit liéu

Toan bo ré, than vala cia ciy cé hoi thu
tai 5 dia diém thudc tinh S6c Trang gom
Thanh ph6 Séc Trang, huyén Ké Sach, huyén
Cu Lao Dung, huyén Thanh Tri va thi xa Vinh
ChAu. Mau dwoc thu vao budi sang sém va
chiéu mat, thu luén phin dit xung quanh
goc ciy voi do sdu khoang 4-5 cm, bao quan

mau thu dugc trong tui nylon sach sau dé
mang vé dé tién hanh xt Iy mAu va phan lap
tai Phong thi nghiém Vi sinh vat thudc Vién
Nghién ctru va Phat trién Cong nghé Sinh
hoc, Truwong Pai hoc Can Tho.

Vi khuin E. coli, S. aureus dwgc cung
cap tir phong thi nghiém Sinh Hoc Phan T,
Vién Nghién cru va Phat trién Céng nghé
sinh hoc, Trwong Pai hoc Can Tho. Vi khuin
A. hydrophila dwgc cung cip tr b0 mon
Bénh c4, Khoa Thuy San, treong Pai hoc Can
Tho. Mo6i treong phan 1ap vi khudn noi sinh
va khao sat kha nang khang vi khuin giy
bénh 1a méi truwdng PDA.

2.2. Phwong phap

Phéan ldp vi khudn néi sinh: Mau dwoc
rita sach dwdi voi nwée dé€ loai bo phan dat
bam vao roi tach roi tirng bo phan ré, than
va la. Phan dat thu dwoc xung quanh ving
ré ciing dwoc dwa vé phong thi nghiém dé
do pH. Sau d6, mau dwoc rira sach bang
nuwéc cit vo tring va cit thanh doan ngén
dai khodng 2-3 cm roéi lam khé mau bing
gidy hut &m, khir tring bé mat mau (ré, than,
14) bang Ethanol 70% trong thoi gian 2
phut, tiép tuc khit triing bang H,02 3% trong
thoi gian 5 phut. Cudi cing, rira mau bang
nuwéc cit vo trung 4 lan roi lam kho mau
bang gidy thdm vo trung. Kiém tra vi sinh
vat con sot lai trén bé mit miu: Dung
micropipette hit 50 pL nwéc riva mau lan
cu0i trai 1én dia moi trwong PDA dac (Atlas,
2010): (g/L): khoai tay, 200; dextrose, 20;
agar,18; pH=6,5, 4 & 30°C trong thoi gian 24
gior nham kiém tra c6 vi sinh vat ndo xuit
hién hay khong. Néu khéng cé vi sinh vat
nao phat trién ching té miu da dwoc xt ly
dat yéu cau. Vi khuin dwoc phan lap sau nay
sé 1a vi khudn noéi sinh. Cac mau sau khi
dugc khir tring bé mit dwgc cat thanh
miéng nho cho vao c6i da khir trung, gia. Sau
do, cho vao thém 2 mL nwéc cit vo trung,
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tron déu va dé yén 15 phut cho ling phan
can roi dung micropipette hit 14y phan dich
trich trong bén trén va cho vao tube
eppendorf. Hat 14y 100 pL phén dich trich
trong cho vao 6ng nghiém chira 5 mL méi
trwomg PDA ban dic da dugc chuln bi sén,
dem U & nhiét do 30°C trong thoi gian 24
gio. Néu quan sat thdy xuit hién mot 1ép
mang mong tring duc (vong pellicle) bén
dwéi, cach bé mat méi trweong PDA ban dic
trong ong nghiém khoang 2-5 mm, d6 1a dau
hiéu chirng t6 c6 sy hién dién cta vi khuin
ndi sinh Huat 14y 50 pL phan dich tir vong
pellicle, trai 1én dia Petri c6 chra moi
treong PDA dic dé phan lap cho dén khi
rong. Tién hanh quan sat va ghi nhan dic
diém khuin lac (hinh dang, mau sic, dang
bia, d6 ndi, kich thwéc). Kiém tra do rong
(d6 thuin) cta vi khuin bang phwong phap
giot ép duwdi kinh hién vi quang hoc & dd
phong dai 400 1an. Khi vi khuin da rong, tién
hanh nhudém Gram va ciy chuyén tirng dong
vi khuin sang 6ng nghiém chira méi trueong
PDA dic twong rng dé trix & 4°C.

Khdo sdt khd ndng khdng khudn cta
nhitng dong vi khudn phan ldp dwoc: Vi
khuin dwogc ting sinh trong moi truong
dinh dwéng PDA 16ng c6 b6 sung yeast (dat
mat s6 109 CFU/mL), dung gidy thdm cé
dwong kinh 6 mm da dwgc khir trung nhing
vao phan dich vi khuidn. Sau d6, dat gidy
thdm lén bé mat moi trweong dinh dwong
PDA dic da trai vi khuin giy bénh tirng
dong riéng biét (E. coli , A. hydrophila, S.
aureus), dem u & 30°C. Tién hanh quan sat
va do dwong kinh vong v6 khuén sau 24, 48
va 72 gio. Trong d6, duwdng kinh vong vo
khuin = dwong kinh vong sang - dwong
kinh gidy thAm (Bauer et al., 1966).

Khdo sdt khd ndng khdng khudn & cdc
mdt s6 khdc nhau ctia mét sé dong trién

vong: Vi khuan dwoc tang sinh trong moi
treong dinh dwdéng PDA long c6 bo sung
yeast (dat mat s6 10° CFU/mL), xac dinh
mat sd bang phwong phap dém sdng nho
giot dwa trén sy tao thanh khuan lac trong
1ml canh khuin, miu phai dugc pha loang
theo thang bac 10 (pha lodng ra diy méat s6
105, 106, 107, 108, 109 CFU/mL). Dung gidy
thim cé dwong kinh 6 mm da dwoc khi
trung nhung vao phan dich vi khuan. Sau dé,
dat gidy thdm lén bé mat méi treong dinh
dwdng PDA dic da trai vi khuin giy bénh
tirng dong riéng biét (E. coli, A. hydrophila,
S. aureus), dem u & 30°C. Tién hanh quan sat
va do dwong kinh vong v6 khuén sau 24, 48
va 72 gio. Trong dd, duwong kinh vong vo
khuin = dwong kinh vong sang - dwong
kinh gidy tham (Bauer et al., 1966).

Nhdn dién cdc dong vi khudn trién
vong bdng ky thudt Sinh hoc phén tir: Tién
hanh chiét tich DNA, sau d6 tién hanh phan
trng PCR viing gene 16S-rRNA bang cip moi
27F va 1492R (Lane, 1991) véi trinh tyw nhw
sau: 27F (5’- AGAGTTTGATCCTGGCTC-3");
1492R (5’- TACGGTTACCTTGTTACGACT-
3’). San phdm PCR dwoc tinh sach va giai
trinh tw bang hé thdng may giai trinh tw tw
déng cua Cong ty Macrogen (Han Qudc). St
dung cong cu BLAST N dé so sanh trinh tw
DNA cua cac dong vi khuén trién vong véi
trinh tw DNA ctia bd gene cac loai vi khuin
trong ngan hang di¥r liéu NCB
(http://www.ncbinlm.nih.gov/) dé nhén
dién vi khuan dén cip loai, c6 két hop vai
cac dic diém vé mat hinh thai, sinh ly, sinh
hoéa da dwoc xac dinh.

SO liéu trong nghién cru dwoc xtr ly
bang chwong trinh Microsoft Excel 2010,
phan tich Anova va kiém dinh Fisher bang
phin mém théng ké Minitab 17.
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3. Két qua va thao luan

3.1. Két qua phan ldp vi khudn

Bon mwoi ldm dong vi khudn ndi sinh
da dwoc phan lap trén moi tredong PDA dac.
Cac dong vi khuin nay phan b6 & ca trong
ré, than va 14 cla cay cé hoi. Trong 45 dong
vi khudn da dwoc phan lap, trong dé 10
dong tir ré, 18 dong tir than va 17 dong tir
14. Cac dong duwgc ky hiéu la HRx, HTx, HLx
vGi HR, HT, HL Ian lwot 1a cic dong vi khudn
phan 14p duoc tir ré, than, 14 va x 12 s6 thi
tw tirng dong vi khudn. Ching c6 chung dac
tinh 13 sinh trwdng va phat trién trong diéu
kién vi hiéu khi. Khi dwoc ciy trong moéi
treong PDA ban dic, vi khuin phat trién
thanh vong pellicle (vong sang mau trang
duc) cach bé mat méi tredng tir 2-5 mm. Cac
dong vi khuin déu phat trién rat nhanh, thoi
gian quan sat dwoc khuin lac la 12 gio,
chiam nhit 1a 24 gio; phén 16n cac vi khuin
phén 13p dwoc déu c6 khuan lac dang tron,
bia nguyén, dd n6i mo, mau trang duc, mot
s it khun lac c6 dang khong déu, bia rang
cwa, do noéi 1ai, dd ndi phang, mau tring
trong, nau do va vang. Pwong kinh khuin
lac cta cac dong vi khuldn phén 1ap dwoc c6
kich thwéc dao dong tir 0,5 - 8 mm sau khi
cdy trén méi treorng PDA dic va u & 30°C
khoang tir 12 - 24 gio.

Hinh 1. Mét s6 dang khudn lac vi khudn
héi sinh phdn ldp dwoc

3.2. Pdc diém té bao vi khudn

Phin 16n cac dong vi khudn phan lap
déu c6 dang hinh que va c6 kha nang chuyén
dong, Mot s6 dong cé dang hinh cau. Chiéu
dai vi khuin dao déng trong khoang 1,40-
3,70 um, chiéu rong khoang 0,50-1,61 pm.
Két qud nhuém gram cé 34/45 dong vi
khuin Gram 4m chiém 75,56%, 11/45 dong
vi khudn Gram dwong, chiém 24,44%.

Hinh 2. Két qud nhuém Gram chup & vdt
kinh X100

A: Dong HR10 Gram dwong
B: Dong HL1 Gram dm

3.3. Khd ndng khdang khudn

T 45 dong vi khuadn ndi sinh phan 14p
dwoc, qua két qua khdo sat kha ning
khang khuin cho thiy c6 31/45 dong vi
khu&n khang vi khuin Escherichia coli gy
bénh tiéu chdy & nguoi va dong vat, dong
HT18 c6 dwong kinh vong vé khuin khang
E. coli 16n nhit (18,67 mm). C6 30/45
dong vi khuidn Kkhiang vi Kkhuin
Staphylococcus aureus gay bénh viém da,
trong d6 dong HR10 cé dwong kinh vong
v6 khuin 1é4n nhit 1a 9,00 mm va 29/45
dong vi khuin khang dwoc véi vi khudn
Aeromonas hydrophila gy bénh dé6m dé &
ca, dong HL2 va dong HL1 c6 dwdng kinh
vong vo khuin 1én nhit dat l1an lwot 13
22,67 mmva 16,67 mm (Bang 1, 2 va 3).
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Bdng 1. So sanh khd ndng khdng A. hydrophila ctia cdc dong vi khudn ndi sinh trién vong

Thoi gian
STT Dbngv 24 gior 48 givy 72 gitr
vikhuan [y o v khusn | Vong vo khuén | Vong vé khuan
(mm) (mm) (mm)
1 HR7 11,67 16,007 11,000
2 | HT18 12,33b 13,33: 11,67
3 HL1 11,000 12,67 16,672
4 HL2 22,674 6,00¢ 4,004
5 HL5 14,33b 10,67V 7,33¢
6 | HL11 10,67b 13,6720 10,33b
7 | HL13 11,67b 14,672 10,000
CV(%) 9,15 13,07 12,53

Ghi chu: Cdc gid tri trung binh trong ciing mét cét cé cdc mdu tw theo sau giéng nhau
biéu thi sw khdc biét khong cé y nghia théng ké theo phép thwr Fisher & mirc y nghia 5%.

Bdng 2. So sanh khd ndng khdng E. coli ctia cdc dong vi khudn néi sinh trién vong

Thoi gian G
str| Done 24 giv 48 givr 72 gio
vikhuan [y o o khudn | Vongvé khuan | Vong vé khudn
(mm) (mm) (mm)
1 HR7 10,33b 7,33¢ 0,00¢
2 | HR10 10,000 10,67b 10,33b
3 | HT18 13,672 18,672 14,002
4 HL1 14,674 10,67b 10,67b
5 HL5 11,000 8,00¢ 5,00d
6 | HL11 11,000 11,67b 9,00b¢
7 | HL14 8,67¢ 11,67b 7,33¢
CV(%) 8,34 13,43 12,42

Ghi chi: cdc gid tri trung binh trong cuing mét cot cé cdc mdu tw theo sau giéng nhau
biéu thi sy khdc biét khéng cé y nghia théng ké theo phép thir Fisher & mikc y nghia 5%.
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Bdng 3. So sdnh khd ndng khdng S. aureus ctia cdc dong vi khudn néi sinh trién vong

Thoi gian d
sTr| Dong 24 gi 48 gioy 72 giv
vikhudn Vong v6 khudn (mm) | Vong v khudn (mm) | Vong v6 khudn (mm)
1 HR2 6,33¢f 6,67¢ 5,67¢
2 HR10 9,002 8,00abc 7,332b
3 HT5 7,67bcd 7,33be 6,672bc
4 HT18 8,67 8,33 7,672
5 HL1 7,3 3cde 6,67¢ 6,00¢
6 HL5 8,00abe 8,672 7,672
7 HL6 8,67 4,674 3,674
CV(%) 8,78 11,31 9,61

Ghi chu: Cdc gid tri trung binh trong ciing mét cét cé cdc mdu tw theo sau giéng nhau
biéu thi sw khdc biét khong cé y nghia théng ké theo phép thwr Fisher & mirc y nghia 5%.

HL1 khang A. hydrophila

HT18 khang E. coli

I i

HR10 khang S. aureus

Hinh 3. Vong v6 khudn ctia ba dong HL1, HT18 va HR10

Qua két qua nghién ctru trén cho thiy
dong HT18 c¢6 hiéu qua khang E. coli t6t nhit
dat 18,67 mm, dong HR10 khang S. aureus cao
nhit dat 9,00 mm. Dong LH2 c6 hiéu qua khang
A. hydrophila cao nhit dat 22,00 mm, tuy nhién
& dong nay kha nang duy tri vong khang rit
yéu giam manh theo thoi gian. Trong khi d6
dong HL1 hiéu qua khang A. hydrophila tang
lién tuc theo thoi gian dat 16,67 mm.

Nghién ctru ctia Lé Minh Hoc va Nguyén
Hiru Hiép (2017) phat hién vong vo khuin cao
nhit cta cac dong vi khudn néi sinh phan lap
tir cAy c0O hoi & tinh Bac Liéu ddi véi vi khuin
A. hydrophila, E. coli va S. aureus theo thir tw
Ian lwot 1a 15,7 mm, 15 mm va 25,3 mm.
Ngoai ra, mét nghién ctru khac cda Fitriani et
al. (2015) vi khuén néi sinh trong c6 héi dworc
chirng minh 1a c6 kha nang khang E.coli v&i
vong vo khuin cao nhit1a 11,92 mm.

3.4. Khdo sdt kha ndang khdng khudn
& cdc mdt s6 khdc nhau ctia mét s6 dong
trién vong

Qua 3 ngay a v&i A. hydrophila, E. coli va
S. aureus (mit s6 107 CFU/mL) dwong kinh
vong khang khuin bién thién phu thudc vao
mat s6 cta vi khuin ndi sinh. Mt s6 cang cao
thi dwong kinh vong vé khuin cang 1én va
dwong kinh vong vo khuén gidm dan khi mét
s6 vi khuan ndi sinh gidm dan tir mét s6 109,
108, 107, 106, 105 CFU/mL. Piéu nay lam cho
dwong kinh vong khang khuin cé sw chénh
1éch gin nhu ty 1 thuin véi mat s6 vi khuan.

Khi khao sat kha nang khang & cac mat s6
khac nhau véi A. hydrophila cho thay tit ca 7
dong trién vong déu khang tot & mat s6 107
trérlén. C6 5/7 dong (HR7, HT18, HL2, HLS va
HL11) khang t6t & mat s6 105, trong d6 dong
HL2 c6 vong khang cyc dai 10,33 mm sau 24
gior @ mat s6 105 (Bang 4 va Hinh 4).
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Bdng 4. So sanh khd ndng khdng khudn & cdc mdt s6 khdc nhau véi A. hydrophila

Thoi gian G
Dong - S -
STT . 24 gio 48 gior 72 gio
vi khuan
Vong vé khuan (mm) | Vong vo khuin (mm) | Vong v6 Khuin (mm)

HR7-9 11,33de 15,672 11,000c
HR7-8 9,67 fehi 10,674de 6,674de
HR7-7 9,3 3shij 10,00¢f 4,00¢hi

1 HR7-6 7,3 31mno 8,008h 3,33hij

HR7-5 4,33ar 5,00k 2,33
HT18-9 12,33 13,33b 12,000
HT18-8 11,004def 11,67 8,004
HT18-7 10,33¢fgh 10,67de 6,00¢f
HT18-6 7,0Qmno 8,67 4,67fh

2 HT18-5 6,33n0p 7,00n 2,33
HL1-9 10,67¢f8 12,33bc 16,332
HL1-8 9,33ghij 10,00¢f 11,00vc
HL1-7 8,0(jklm 8,33sh 4,67fh
HL1-6 3,67r 4,001 0,00k

3 HL1-5 0,00s 0,00m 0,00k
HL2-9 22,33 6,001 3,678hij

HL2-8 17,33b 5,33k 3,001

HL2-7 16,000 5,00 3,001

HL2-6 12,33¢cd 4,334 2,67i

4 HL2-5 10,33¢fgh 3,67 2,33
HL5-9 13,67¢ 11,33cde 7,33de
HL5-8 11,004def 10,334de 6,674de
HL5-7 10,3 3efgh 6,331 6,00¢f
HL5-6 9,67 fghi 7,00h 5,007

5 HL5-5 8,67ikl 7,338hi 3,331
HL11-9 11,67de 13,67b 10,00¢

HL11-8 9,00hijk 10,00¢f 0,00k

HL11-7 7,67Kmn 8,338h 0,00k

HL11-6 6,000p 7,00hi 0,00k

6 HL11-5 5,33pa 6,331 0,00k
HL13-9 11,33de 13,33b 10,33¢

HL13-8 9,3 3shij 10,33de 0,00k

HL13-7 7,3 31mno 8,008h 0,00k

7 HL13-6 0,00s 0,00m 0,00k

HL13-5 0,00s 0,00m 0,00k

CV(%) 9,84 13,37 20,61

Ghi chu: Cdc gid tri la trung binh cta 3 ldn Idp lai, cdc gid tri trong cting mét ngay cé mdu
tw theo sau giéng nhau biéu thi sw khdc biét khéng cé y nghia théng ké theo phép thir Fisher &

mirc y nghia 5%.
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Hinh 4. Vong khdng A. hydrophila & cdc

mdt sé khdc nhau

Mdt s6 vi khudn ndi sinh gidm ddn ttr 10°

dén 105

Bdng 5. So sdnh khd ndng khdng khudn & cdc mdt s6 khdc nhau véi Escherichia coli

Thei gian G
STT | Dong vi Khuidn 24 gior 48 giv 72 gio
vong vo khuidn (mm) | Vong vé khuin (mm) | Vong vé khuidn (mm)

HR7-9 11,00<d 6,671 0,000

HR7-8 8,00ghi 0,00m 0,000

HR7-7 6,33jklm 0,00m 0,000

1 HR7-6 0,000 0,00m 0,000
HR7-5 0,000 0,00m 0,000

HR10-9 9,674de 11,00P 9,673b

HR10-8 6,671k 7,33hi 6,00cd

HR10-7 5,67¥imn 6,00k 4,33¢f

HR10-6 4,670 5,00! 3,33f

2 HR10-5 0,000 0,00m 0,00n
HT18-9 13,672 9,33de 9,00P

HT18-8 11,33¢ 8,33f8 7,00¢

HT18-7 5,33!mn 0,00m 0,00n

HT18-6 4,670 0,00m 0,00n

3 HT18-5 0,000 0,00m 0,00h
HL1-9 13,0020 15,332 10,672

HL1-8 11,67bc 5,674 2,678

HL1-7 8,33¢fgh 0,00m 0,00h

HL1-6 0,000 0,00m 0,000

4 HL1-5 0,000 0,00m 0,00h
HL5-9 11,67bc 8,67¢f 5,00de

HL5-8 8,33¢fgh 0,00m 0,000

HL5-7 7,678h 0,00m 0,00n

HL5-6 7,338hij 0,00m 0,00n

5 HL5-5 5,00mn 0,00m 0,00h
HL11-9 9,33¢f 10,00 6,33¢

HL11-8 7,338hij 7,678h 0,00h

HL11-7 0,000 0,00m 0,00h

HL11-6 0,000 0,00m 0,00h

6 HL11-5 0,000 0,00m 0,00h
HL14-9 8,67¢f 10,33bc 7,00¢

HL14-8 7,00hijk 7,678h 0,00h

HL14-7 6,671k 0,00m 0,00h

7 HL14-6 6,33jkim 0,00m 0,00h
HL14-5 0,000 0,00m 0,00h

CV(%) 15,27 16,93 33,30

Ghi chi: Cdc gid tri la trung binh ctia 3 1an Idp lai, cdc gid tri trong cting mét ngay c6 mdu tw theo
sau giéng nhau biéu thi sw khdc biét khéng cé y nghia théng ké theo phép thir Fisher & mitc y nghia 5%.

Tap 7 (8/2020)




TAP CHf KHOA HOC YERSIN - CHUYEN PE KHOA HOC & CONG NGHE

Hinh 5. Vong khdng E. coli & cdc mdt sé khdc nhau
Mt s6'vi khudn ndi sinh gidm ddn tie 10° dén 10°

Khi khao sat kha ning khang & cic méat s6 khac nhau
v&i E. coli, phan 1én dong trién vong déu khang tot & mit
s6 107 tré 1én (trir dong HL11 chi xu4t hién vong khang
tlr mat sd 108). Duy nhit dong HL5 khang tét & mat sd
10° ¢6 vong khang cuc dai 5,00 mm sau 24 gi¢ khao sat
2L ZZ0EY (Bang 5 va hinh 5).

Bdng 6. So sdnh khd ndng khdng khudn & cdc mdt sé khdc nhau véi S. aureus

Dong Thei gian G
STT vikhuin 24 gi(‘)ﬂ’ 48 gi(‘): 72 gi(‘):
Vong vé khuan (mm) | Vong vé khuan (mm) | Vong vé6 khuan (mm)

HR2-9 6,004 7,670 5,33cd

HR2-8 0,00f 0,008 0,00f

HR2-7 0,00f 0,008 0,00f

1 HR2-6 0,00f 0,008 0,00f
HR2-5 0,00f 0,008 0,00f

HR10-9 9,332 7,33b 6,33b

HR10-8 4,00e 4,33¢ 0,00f

HR10-7 0,00f 0,008 0,00f

HR10-6 0,00f 0,008 0,00f

2 HR10-5 0,00f 0,008 0,00f
HT5-9 8,67P 7,33 6,33b

HT5-8 0,00f 0,008 0,00f

HT5-7 0,00f 0,008 0,00f

HT5-6 0,00f 0,008 0,00f

3 HT5-5 0,00f 0,008 0,00f
HT18-9 8,33b 9,332 7,67a

HT18-8 0,0f 0,008 0,00f

HT18-7 0,00f 0,00n 0,00f

HT18-6 0,00f 0,008 0,00f

4 HT18-5 0,00f 0,008 0,00f
HL1-9 6,004 7,67° 5,33cd

HL1-8 0,00f 0,008 0,00f

HL1-7 0,00f 0,008 0,00f

HL1-6 0,00f 0,008 0,00f

5 HL1-5 0,00f 0,008 0,00f
HL5-9 7,67¢ 8,332 6,67b

HL5-8 4,33e 5,674 2,67e

HL5-7 0,00f 0,008 0,00f

HL5-6 0,00f 0,008 0,00f

6 HL5-5 0,00f 0,008 0,00f
HL6-9 7,67¢ 6,67c 5,00d

HL6-8 4,33¢ 3,67f 2,67e

HL6-7 0,00f 0,008 0,00f

7 HL6-6 0,00f 0,008 0,00f
HL6-5 0,00f 0,008 0,00f

CV(%) 20,72 18,11 27,86

Ghi chi: Cdc gid tri la trung binh ctia 3 1an Idp lai, cdc gid tri trong cuing mét ngay c6 mdu tw theo
sau giéng nhau biéu thi sw khdc biét khéng cé y nghia théng ké theo phép thir Fisher & mitc y nghia 5%.
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Hinh 6. Vong khdng S. aureus & cdc mdt

s6 khdc nhau (Mt sé vi khudn néi sinh gidm
dén tir 10° dén 105)

Khi khao sat kha nang khang & cac
mat s6 khac nhau véi S. aureus cho thiy tat
ca 7 dong trién vong déu khang tot & nong
do gbéc (mat sé6 10°). Chi c6 3/7 dong
(HR10, HL5 va HL6) c6 tinh khang & mat
s6 108, trong d6 dong HL5 cé vong khang
cuwc dai & 48 gior dat 5,67 mm (Bang 6 va
hinh 6). Qua nghién ctu nay, cho thiy vi
khuin S. aureus khd manh nén muén
khang tot phai st dung vi khuin ndi sinh
& mat so cao khoang 109 CFU/ml.

3.5. Pinh danh cdc dong vi khudn c6
tinh khdang khudn trién vong

T két qua nghién ciu trén, 3 dong vi
khuin khang khuén trién vong dwoc chon
dé thwc hién phan &ng PCR véi cdp mbi la
27F va 1495R. Ba dong HR10, HT18 va HL1
dwoc gidi trinh ty san phdm PCR vung gen
ma hoa 16S-rRNA va so sanh trén ngan hang
di liéu gen NCBI két hop mot so test sinh
héa nhw nhuém Gram, kha nang khang
khudn,... quan sat mo ta dic diém khuén lac
nén cho két qua dinh danh nhw sau: Dong
HR10 c6 téng cong 1451 nucleotides cta
vung gene 16S rDNA dwoc gidi trinh tw
1451bp c6 d6 dong hinh 95,19% v&i trinh
tw DNA cta la Bacillus amyloliquefaciens
strain NBRC 15535, dong HT18 c6 tong
cong 1442 nucleotides clia vung gene

16SrDNA dwoc giai trinh tw 1442bp c6 do
dong hinh 98.39% v6i trinh tw DNA cla
Pseudomonas oryzihabitans strain NBRC
102199 va dong HL1 c6 téng cdng 1434
nucleotides ctia ving gene 16SrDNA dwoc
gidi trinh tw 1434bp c6 do dong hinh
98,56% vai trinh tw DNA cia Pseudomonas
aeruginosa strain DSM 50071.

Két qua dinh danh dong HR10 ciing
phu hop véi nhitng mo ta cia Trinh Thanh
Trung va déng tac gia (2013) vé B.
amyloliquefaciens dwoc phan 1ap & ré thuc
vat. Ching c6 kha ndng sinh chit khang
sinh khang lai cic loai vi khuin Gram
dwong va Gram am gay bénh trén nguoi
nhw S. aureus, E. coli va Shigella sp. hoac
ndm giy bénh ciy 1a F. oxysporum. Nhiéu
chat khang sinh cé ban chit peptide tong
hop khong qua ribosome ciling da dwoc
cong bé tir loai B. amyloliquefaciens nhw
bacylicin, lipopeptide (surfactin, fengycin,
iturin va bacillomycin) va polyketide
(Alvarez et al., 2012).

Két qua dinh danh dong HT18 ciing phu
hop véi nhitng mo ta cta Veselova et al.
(2008). Cac dan xuit thudng dwoc xac dinh
nhat dwgc san xuit bédi Pseudomonas spp.
nhw Pseudomonas chlororaphis,
Pseudomonas oryzihabitans,... 1a pyocyanin,
PCA va mot s6 phenazine. Cac hop chit nay
ciing c6 hoat tinh khiang khuin nhung
khong c ché ndm men. Theo Lee et al.
(2003) Tubermycin B {rc ché hiéu qua sw
phét trién cta Bacillus cereus Micrococcus
luteus, A. hydrophila, E. coli va

Staphylococcus aureus.

Két qua dinh danh ctia dong HL1 ciing
phu hop véi nhitng mé ta trweéc day cda
Zahir et al. (2014), da tim théy
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Pseudomonas aeruginosa c6 tac dung
khang khuan. Hoat chat Pyocianin tiét ra tir
Pseudomonas aeruginosa dwoc biét dén
nhuw chit &c ché nhiéu loai vi khuin. Ngoai
pyocianin con c6 mot s6 cac hop chit nhu:
pseudomonic acid, 1-hydroxyphenazine,
PCA va PCN dwoc tiét ra tir Pseudomonas
aeruginosa cling c6 kha ndng khang

Mycobacterium tuberculosis,
Staphylococcus aureus, Staphylococcus
epidermidis, Clostridium botiulinum,

Micrococcus luteus, Bacillus subtilis va ca
khang nam.

4. Két luan

Bon mwoi lam dong vi khuan ndi sinh
da dwoc phan 1ap tir ré, than va la ciia ciy cd
hoéi & tinh Séc Trang trén moi trwedng dinh
dwong PDA dic (pH=6,5). Két qua cé 31
29 dong khang
Aeromonas hydrophila va 30 dong khang

dong khang E. coli,

Staphylococcus aureus. Diéu dang ngac
nhién 13, c6 dén 20 dong khang dwgc ca ba
loai vi khudn giy bénh va 12 dong khang
dwoc hai trong s6 ba loai gy bénh dwoc
khao sat. Qua nghién ctru cling xac dinh mat
s6 khang khuin hiéu qua cia mot s6 loai
trién vong. Ba dong HR10, HT18, HL1 c6
hiéu qua khang khuén tét nhit, két hop véi
cac dac tinh sinh hoéa tién hanh dinh danh
bang ky thuat sinh hoc phan t. Ba dong
HR10,HT18 va HL1 dwocnhin dién 1an lwot
1a Bacillus amyloliquefaciens strain NBRC
15535, Pseudomonas oryzihabitans strain
NBRC 102199 va Pseudomonas aeruginosa
strain DSM 50071 véi do twong déng twong
rng 95,19%, 98,39% va 98,56%.

Cac dong vi khuan c6 tinh khang khuan
trién vong nay cin dwoc tiép tuc khao sat
thém kha ndng khang khuin doi véi mot s6
loai vi khudn va nim giy bénh khac.
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