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ABSTRACT

This study was carried out to isolate bacteria associated with the sponges
have the ability to create antibacterial activity. 29 sponge samples
collected in the waters at Hon Nghe of Ha Tien sea, Kien Giang province,
there were 236 bacteria isolated by using MA and SYP media. The survey
with 6 strains of pathogenic microorganisms for human and animals,
including Bacillus cereus, Escherichia coli, Salmonella typhimurium,
Staphylococcus aureus, Candida albicans and Edwardsiella ictaluri,
showed that 155/236 bacterial isolates were capable of producing
antimicrobial agents against at least one of the six referenced strains.
Thirteen isolates were selected (SN13d, SN14e, SN12m, SN20e, SN24d,
MN26d, MN26g, Nla, N11d, N10a, N6a, N9a) with ability to resistant to
three bacteria Gram-negative, Gram-positive and Candida albicans. A
total of 13 strains were identified including twelve strains belonged to the
genus Bacillus, and a strain was genus Halomonas. Bacillus tequilensis
Nla strain resistants strongly with Staphylococcus aureus and Candida
albicans.

TOM TAT

Pé tdi duoc thue hién nham phan ldp dwoc nhitng dong vi khudn lién két
V6i hai mién c6 khd néng tao hoat tinh khdang khudn. Tir 29 mau hai mién
suu tdp tai Hon Nghé, thudc ving bién Ha Tién, tinh Kién Giang da phén
lgp dwoe 236 dong vi khudn trén 2 méi triong MA (Marine Agar va SYP
(Starch-Yesat extract-Peptone). Qua két qud khdo sdt véi 6 ching vi sinh
vt kiém dinh gay bénh cho nguoi va dong vat: Bacillus cereus,
Escherichia coli, Salmonella typhimurium, Staphylococcus aureus,
Candida albicans va Edwardsiella ictaluri, c6 155/236 dong vi khudn c6
kha ning tao hoat chat khang khudn khang lai it nhat 1 trong 6 ching vi
sinh vt kiém dinh. Tuyén chon dwoc 13 dong vi khuan (SN13d, SN14e,
SN12m, SN20e, SN24d, MN26d, MN26g, Nla, N11d, N10a, N6a, N9a) co
khd ndng khéng khudn tot nhat, méi dong khdng lai 3 nhém vi khudan Gram
am, Gram dwong va Candida albicans. Nhdn dién 12 dong vi khudn nay
thugc chi Bacillus va 1 dong thudc chi Halomonas. Dong Bacillus
tequilensis Nla khdng manh véi vi khudn gdy bénh Staphylococcus aureus
va ndam men Candida albicans.

Trich dan: Tran Vii Phuong, Pham Ngoc Han va Cao Ngoc bi¢p, 2019. Phan lap vi khuan lién két voi hai
mién ¢ Hon Ngh¢, vung bien Ha Tién, tinh Kién Giang, Viét Nam. Tap chi Khoa hoc Truong Dai
hoc Can Tho. 55(S6 chuyén dé: Cong nghé Sinh hoc)(2): 1-9.
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1 GIOI THIEU

Trong nhiing nim gan déy, tinh trang khang
khang sinh dang & mirc bao dong véi sy xut hién
cia mot sd ching vi sinh vat c6 kha ning khang
nhiéu loai khang sinh. Cac nghién ctru tim ra cac hop
chit ¢6 tac dung khang khuan gip khong it kho khan
nhung hiéu qua mang lai khong dwgc nhu mong
mubn. Nhiéu nghién ctru chi tip trung vao viéc khai
thac cac ngudn trén can dan tré nén khan hiém cac
ngudn khang sinh méi, ngudn vi sinh vét dudi bién
v cting phong phu. Vi vay viéc tim kiém céc vi sinh
vat duéi bién hodc séng cOng sinh vai cac sinh vat
bién dugc dic biét quan tdm v4i myc tiéu quan trong
1a tim kiém ngudn khang sinh méi trong d6 cac hop
chit ¢6 hoat tinh sinh hoc cao tr cac nguén tai
nguyén nudc bién v6 cing phong phu (Wang ef al.
2006). Do d6 vi sinh vat bién tr¢' thanh muc tiéu
quan trong dbi v6i nganh cong nghiép sinh hoc trén
con dudng tim kiém va san xuat cac loai khang sinh
moi, cac hoat chat sinh hoc c6 kha ning khang
khuén. Vi sinh vat tir cac hé sinh thai ¢ nhing ving
bién cua Viét Nam néi chung va viing bién Ha Tién
noéi riéng, cd do da dang sinh hoc cao sé la nguon
nguyén liéu tiém nang htra hen cho su ra doi céac loai
khang sinh mgi. Tuy nhién, & Viét Nam nhiing
nghién ctru vé cac nhom vi sinh vt lién két v6i hai
mién nhu vi khuén, xa khuin, ndAm mdc c6 kha nang
sinh chét khang khuén con chwa nhiéu.

Phan 16n cac san pham bién tu nhién duoc tach
chiét tir dong vét khong xuong song (Wang et al.,
2006). Rat nhiéu hop chat c6 hoat tinh khang khuan
duogc tim ra tr nhém dong vat nay, dic biét 1a hai
mién (nganh Porifera) dang chu y bdi tinh da dang
va cong dong vi sinh vat da dang trong md cia
chung. Nhimng nghién ctru vé vi sinh vat lién két hai
mién cho thiy vi sinh vat c6 thé chiém dén 50% thé
tich hai mién, va con sé nay 16n hon 2 - 3 1an so v&i
lwong vi khuédn trong nudc bién (Li et al., 2007). Su
da dang nay co thé giai thich mot phan boi sy thay
d6i cac diéu kién ly, hoa, sinh trong hai mién. Hai
mién dugc biét 1 nguon giau cac san pham sinh hoc
ty nhién c6 gia tri. R4t nhiéu san pham sinh hoc c6
tac dung khang khuan cua hai mién thyc té 14 do vi
khuan lién két hai mién sinh ra (Newman, 2003).
Viéc nudi cdy vi khuén lién két hai mién c6 thé cung
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cap hop chat ©6 kha nang khang khuén véi sb luong
16n va co6 thé tmg dung trong y hoc va cong nghé
sinh hoc (Hoffmann, 2005).

O Viét Nam, mot s6 nghién ciru vé thanh phan
hai mién ¢ Vinh Ha Long, Nha Trang cho thay thanh
phén cua loai rat da dang, mot sb6 duge cong bd vé
tach chiét cac chét c6 hoat tinh sinh hoc tir hai mién
0 Viét Nam (Nguyen et al., 2013). Nhitng nghién
ctru vé sur lién két ciia céc vi sinh vat trong hai mién
chwa dugc cht y nhiéu. Dén nay chi c6 mot s6 cong
trinh phén 1ap va xac dinh hoat tinh sinh hoc cta cac
hop chét tir vi sinh vat bién cua cac nha khoa hoc
trong nude (DS Dinh Hao va Pham Thé Thu, 2010).
T nam 2002 dén nay, nhom hai mién bat dau duoc
cha ¥ nghién ciru & cac d& tai hop tac quéc té nhu:
Viét Nam - Italia, Viét - Nga, Viét Nam - Tay Ban
Nha va céc dé tai thude chuong trinh Khoa hoc va
Cong nghé bién. Cac két qua nghién ciru cho thiy sb
luong lodi hai mién & ving bién Viét Nam co
khoang 160 loai va phan b tap trung & ving bién
quanh cic dao ven bd va xa bo. Mot sb két qua
nghién ctru dd dugc cong bd cho thiy tiém ning cla
cac loai hai mién thu tai Viét Nam.

Hon Nghé 1a 1 trong cac hon dao thudc quan dao
Ba Lua, nam trong vinh Thai Lan, thudc ving bién
Ha Tién, tinh Kién Giang cua Viét Nam. Hon Nghé
¢6 cu tao dia chit da voi mang tinh hoang so. Chinh
vi vy muc tiéu dé tai nham tim kiém cac dong vi
khuan c6 kha nang khang khuan lién két voi hai
mién va cé tiém ning tmg dung thyc té.

2 PHUONG TIEN VA PHUONG PHAP
THI NGHIEM

2.1 Thoi gian va dia diém thuc hién

Thi nghiém dugc thyc hién tir thang 10/2017 dén
thang 3/2018 tai phong thi nghiém Vi Sinh Vat méi
truong va Sinh hoc Phan tir thugc Vién Nghién ciru
va Phat trién Cong nghé Sinh hoc, Truong Pai hoc
Can Tho.

2.2 Phuwong tién thi nghém

Mau hai mién dugc thu tai Hon Ngh¢ o ving
bién Ha Tién, tinh Kién Giang (Hinh 1), mau thu
theo phuong phap SCUBA.
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Hinh 1: Hon Nghé

*Céc chung vi sinh vat kiém dinh:

+ Bacillus cereus ATCC 11778 (ky hiéu 1a B);
+ Candida albicans ATCC 10231 (ky hi¢u 1a C);
+ Escherichia coli ATCC 25922 (ky hi¢u la E);

+ Samonella enterica subsp. enterica serovar
Typhimunum ATCC 14028 (ky hi¢u 1a S);

+ Staphylococcus aureus ATCC 25923 (ky hi¢u
la St).

Céc ching vi khuan thir nghiém trén déu 1a
chung vi sinh vat thé hé F4 duoc mua tir cong ty
Microbiologics thong qua dai 1y phan phdi & Viét
Nam 1a cong ty TNHH thiét bi khoa hoc Lan Oanh
(Pbia chi: 456 Phan Xich Long, Phuong 2, Phu
Nhuén, thanh phé H6 Chi Minh).

+ Edwardsiella ictaluri (ky hi¢u 1a Ed): tr bd
suu tdp giong cua Khoa Thuy San, Truong Dai hoc
Can Tho.

Mbi truong nudi cdy vi sinh vat:

— Moi trudng starch-yeast extract-peptone-sea
water (SYP) (Kennedy et al., 2009)

— Moi truong Marine Agar (MA) (Kennedy et
al., 2009)

—  Moi truong Luria Bertani (LB) (Sambrook
et al., 1989)

— Moi truong Mueller Hinton Agar (MHA)
(Mueller and Hinton, 1941)

—  Hoa chat nhuém Gram: Crystal Violet,
Lugol, Alcohol 96%, Safranin

— Hoa chit dé tinh sach DNA cua vi khuan

— Hoa chat dung trong phan tUng chudi
(PCR=Polymerase Chain Reaction)

— Hoa chét dung trong dién di san pham PCR

— Cac loai khang sinh:
Flucanozol va Tetracyclin.

Streptomycin,

2.3 Phwong phap nghién ctru
2.3.1 Thu thdp va xir Iy mau

Mau thu & d6 sdu 0,5 — 1 m so véi muc nude
bién, trit lanh trong thung x6p v6i nude da va van
chuyén vé phong thi nghiém. Mau tiép tuc dugc bao
quan trong ta dong & nhiét d6 -4°C va tién hanh phan
lap sau 1 thang.

2.3.2 Phan ldp vi khudn

MAu hai mién dugc cit nho khoang 1 cm?, va
dugc rira sach nhiéu lan bang nudc bién vo tring
trong ta cay vo triung. Ding kéo v6 triung cét nhod
méu cho vao dng nghiém, thém vao 3 mL nuée bién
v0 trung, dung diia thuy tinh nghién nat mau trong
ong nghiém. Sau khi nghién, pha loéng nong do
dung dich mau lan Iugt 10, 102, 103 1an; Hat 100
pL dung dich gbe va cac dung dich pha lodng cho
vao cac dia méi trudng nudi cdy (SYP (Starch Yeast
extract Peptone) va MA (Marlne Agar)) d4 chuén bi
san; Dung que thay tinh trai déu giot mau trong dia;
U dia trong t u ¢ nhi¢t do 30°C tir 24 — 48 gio dé
c4c vi khuan phat trién. Chon nhitng khudn lac ¢
kich thudc, hinh dang, mau sic khac nhau cdy phan
1ap trén moi truong twong Gng.

2.3.3 Tdach rong

— Céc dia trai mau u trong tu vi sinh & 30°C tir
24 — 48 gio xuat hién nhiéu dang khuan lac khac
nhau;

— Chon cac khuan lac khac nhau céy vao cac
dia khac dé phan 1ap va u ¢ 30°C;

— Cdy phén 1ap nhidu lan trén moi truong
twong tng cho td1 khi quan sat thay cac khuan lac
tach roi nhau va dong nhat;
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— Chon 1 khuén lac tach roi céy vao 6ng thach
nghiéng chira moi trudng tuong Ung, u & 30°C cho
vi khuan phat trién;

— Kiém tra dudi kinh hién vi quang hoc ¢ do
phong dai 400 1an dé xac dinh d6 rong cta vi khuan.

Khi cdy vi khuan trén moi truong phan lap, tién
hanh ddng thoi do kich thude va quan sat hinh thai
cac dang khuan lac bang mét thuong bao gdm céc
chi tiéu nhu sau:

Khi khuén lac vi khudn nudi trén méi trudng
phan 1ap da rong, tién hanh quan sat du6i kinh hién
vi quang hoc & do phong dai 400 lan bang phuong
phap giot ép dong thoi ghi nhan hinh thai té bao véi
cac tiéu chi sau: sy di dong, vo nhay, ndi bao tir

2.3.4 Nhuom Gram

Nho 30 pL nude cét vo trang 1én lam kinh; dung
que cay trén ngon ltra dén con va dé ngudi, lay vi
khuén sgi trong ong nghiém trai déu 1én giot nudc
trén lam kinh va dé kho tu nhién; ho lam kinh trén
ngon lira dén c¢dn 2, 3 1an dé c6 dinh vi khuan sgi 1én
lam kinh; nh6 100 uL Crystal Violet 1én trén vét vi
khuan soi vira ¢ dinh trong 1 phut; rira lai voi nuée
cit vo trung dé rao nudc; tiép tuc nho 100 pL Lugol
[én trén vét vi khuan sgi vira co dinh trong 1 phut;
rira lai véi nudc cit vo tring; tiy mau bang cdn 96%
cho dén khi hét mau xanh tim; rira nhanh lai v&i
nude va dé kho; nho 100 puL Safranin 1én trén vét vi
khudn soi vira ¢6 dinh trong 1 phit; rira lai v6i nude
cit vo tring va dé kho tu nhién;
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Quan sat dudi kinh hién vi quang hoc c¢6 do
phong dai 400 lan.
2.3.5 Kiém tra kha nang khéang khudn

Phuong phap khuéch tian qua giéng thach
(dua theo phuong phap cua Bauer, 1966): Theo
Magaldi et al., (2004) va Valgas et al., (2007), mdi
dong vi sinh vat kiém dinh khac nhau can nhiing loai
khang sinh khac nhau, 3 loai khang sinh dugc st
dung 1a Streptomycin dbi v&i dong Bacillus cereus,
Staphylococcus aureus chuyén tc ché vi khudn
gram duong (positive gram bacteria), Flucanozol, la
thubc diac tri nam dbi voéi Candida albicans va
Tetracyclin ddi voi cac dong vi sinh vat con lai
chuyén trc ché cho vi khuan cho xac dinh gram. Céc
khang sinh nay dugc can va pha lodng véi nudc cat
da khur tring sao cho nong do 1a 30 pg/mL.

Tiéu chi danh gia kha nang khang khuan

— Quan sat kha nang khang khudn cua ting

dong vi khuan thong qua su hién dién vong vo khuan
xung quanh giéng thach.

— Duong kinh vong v6 khuin dwoc tinh theo
cong thirc d = d1 — d2. Trong d6, d 1a duong kinh
vong vo khuan, d1 1a duong kinh tong vong vo
khuan, d2 1a duong kinh khdi thach hodc giéng
thach.

— Nghién cou nay dya theo quy udc cua
Galindo (2004):

Quy u6c kha ning khang khuan:

Khing manh Khang trung binh

Khiang yéu Khong khing

>20 mm 6-20 mm

1-5 mm <] mm

(Galindo, 2004)

2.3.6 Nhdn dién vi khudn bang phwong phdp
sinh hoc phan tir

Phan tmg khuéch dai viing gen 16S rRNA duoc
tién hanh véi cap moi 8F (Weisburg ez al., 1991) va
1492R (Reysenbach et al., 1992). Trinh ty cip moi
8F va 1492R nhu sau:

—  8F S’AGAGTTTGATCCTGGCTCAG3’

- 1492R 5’
TACGGTTACCTTGTTACGACTT 3’

Tach mach (95°C trong 5 phut), 30 chu ky [tach
mach 95°C trong 30 gidy, lai moi 53°C trong 30
gidy, kéo dai 72°C trong 90 gidy], hoan tat 72°C
trong 10 phut va trit 6 10°C

2.3.7 Gidi trinh tw

Giai trinh trr cAc mau DNA sau phan tmg PCR
tai cong ty cd phan cong nghé Top Biotechnology
Research [TBR] (553, Huong L§ 2, phuong Binh
Tri Pong, quan Binh Tén, thanh phé H6 Chi Minh).

Két qua giai trinh tir cac dong vi khuan duogce so sanh
d6 twong ddng véi cac trinh tu trén ngan hang dir
liéu NCBI (National Center for Biotechnology
Information) bang chuong trinh BLAST N dé nhan
dién vi khuan ¢ muc d6 dong hinh cao, v& ciy pha
hé (phylogenetic tree) bang phan mém MEGA 7.0
ddng thoi dwa vao cac két qua nhuom Gram, kich
thude, dac diém khuan lac vi khuén. ..
2.3.8 Xit Iy két qua thi nghiém

_Céc két qua thi nghiém dugc xir ly thong ké bang
phan mém Minitab 16 va Microsoft Excel 2010.

3 KET QUA VA THAO LUAN

Tir 29 mau Hai mién thu dugc & Hon Nghé da
phan lap duoc 236 dong vi khuén, trong d6, 72 dong
vi khudn duoc phan 1ap trén méi truong thach MA
va 164 dong vi khuan trén méi truong thach SYP.
Trong 236 dong vi khuan phan 1ap dugc trén 2 moi
truong MA va SYP:
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~ C6 khuan lac: tron chiém 100%, mau khuan lac
trang duc chiém >50%, dang bia nguyén chiém
>80%, d6 ndi mod chieém >90% (Hinh 2).

A

I

Hinh 2: Khuén lac ciia cic dong vi khuin sau 48 gid' nudi ciy
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Té bao c¢6 dang que ngén cl}iém >60%, hinh cau
chiém >20%, chuyén dong chiem >70%.

A: Khuan lac ciia dong vi khudn SN20I trén méi truong SYP B: Khudn lac ciia dong vi khudn MNI4b trén méi truong MA
(Ngay chup: 03/01/2018)

Sau khi phén 1ap 236 dong vi khudn tién hanh
kiém tra kha ning khang khuan biang phuong phap
khuyén tan qua giéng thach (Bauer, 1966) vé6i 6
chung vi sinh vat kiém dinh: Bacillus cereus (B),
Escherichia coli (E), Salmonella typhimurium (S),
Staphylococcus aureus (St), Candida albicans (C)
va Edwardsiella ictaluri (Ed). Quan sat duong kinh
vong vo khuan tao ra xung quanh gleng thach thu
dugc 155/236 dong vi khuan khang it nhat 1 ching
vi sinh vat kiém dinh.

Dua theo quy u6c ciia Galindo (2004), tuyén
chon dugc 12/155 dong vi khuan (SN13d, SN14e,
SN12m, SN20e, SN24d, MN26d, MN26g, Nla,
N11d, N10a, N6a, N9a) c6 kha nang khang khuin
t6t nhat, mdi dong khang lai 3 nhém vi sinh vat bao

gdém vi khuin Gram am, vi khudn Gram dwong va
Candida albicans trir dong N6a chi khang manh trén
vi khuan Bacillus cereus (Bang 1).

Theo tiéu chuan cta Galindo (2004) cac dong
MN26d, SN24d, N1a, N6a va N9a khang trung binh
v6i vi khuan Bacillus cereus va khang sinh chuin
Steptomycin; dong N10a khang trung binh véi vi
khuédn Staphylococcus aureus nhung dong vi khuén
Nla khang rit manh vé6i vi khudn nay va ca khang
sinh Streptomycin (Bang 1). Dong vi khun Nla lai
khang manh véi nam men Candida albicans va
khang sinh Flucanozol trong khi d6 chi c6 dong
N11d khang trung binh v&i nAm Candida albicans
va khang sinh Flucanozol (theo tiéu chudn cia
Galindo, 2004) (Bang 1).

Bing 1: Két qua kha ning khang khuin cia cic dong vi khuin phan lip dwoc

Kha niing khang cac dong vi sinh vét kiém dinh

TT ]k)l(n):égn“ B St E Ed S C
(mm) (mm) (mm) (mm) (mm) (mm)

1 MN26d 10,0 fg 7,7 de 5,0 ef - 7,0 jk -
2 MN26g 5,0 mnop 8,0 cd 7,0 cd - - -
3 SN12m 4,0 opqrs 9,0 be - - 7,0 jk -
4 SN13d 5,0 mnop 9,0 bc 6,0 de - - -
5 SN14e - 10,0 b 6,0 de - - 6,3 jk
6 SN20e 8,0 hi 6,0 fgh 53¢ - - -
7 SN24d 10,3 fg 9,7b 6,0 de - - -
8 Nla 10,0 ij 240a - - - 21,0d
9 Nob6a 14,3 ef - - - - -
10 NO9a 8,7 jkl 43h - - - -
11 N10a 7,0 mn 12,0 e - - - 8,0 mn
12 NIl1d 6,0 no 10,0 £ - - - 11,7k
13 Dbi chimg 8,0 klm 12,0 ¢ 7,0f 8,0 0 8,0 ij 10.0 1

Nhiing s6 theo sau cimg I chit khong khdc biét y nghia thong ké ¢ mire dg 1%
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Dong vi khudn soi DNAa

Hinh 3a: Khi ning khang khuin ciia dong vi khuin N1a thong qua vong khang khuin véi vi khuin
Staphyloccocus aureus, Bacillus cereus va khang sinh Streptomycin

Bacillus Staphylococus

Hinh 3b: Kha ning khang khuén ciia dong vi khuin N10a véi vi khuin Bacillus cereus va
Staphylococcus aureus v6éi khang sinh Streptomycin

Hinh 3c: Kha ning khang khuén ciia dong vi khuin N11d véi nim men Candida albicans va khang
sinh Flucanozol & mirc trung binh
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Sau ddy la danh séch 13 dong vi khuén c6 do
khang khuan cao c6 trinh tu gen 16S dong hinh véi
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ngan hang dit liéu GenBank thong qua phan mém
BLASTN (Bang 2):

Bang 2: Danh sich 13 chiing vi khuin c6 d dong hinh théng qua trinh tw 16S véi ngan hang dir liéu

GenBank
Nhém phanloai y : ian he gin nhét Mic dong hinh (%)
va dong

Chi Halomonas
SN12m Halomonas sp. VSS1 (KR29§930) 99
Halomonas aquamarina strain Vel-10-83 (EU684464) 99

Chi Bacillus

SN13d Bacillus subtilis strain SA4 (KY285264) 99
Bacillus amyloliquefaciens strain H19 (KJ149809) 97
SN14e Bacillus subtilis strain SH23 (KP735610) 99
Bacillus methylotrophicus strain HB25 (KM659226) 97
SN20e Bacillus subtilis strain IARI-NIAW1-13 (KF054916) 99
Bacillus siamensis strain TSS18 (MF620076) 99
MN26d Bacillus subtilis strain MA-40 (KX426640) 99
Bacillus sp. BAB-5142 (KR998247) 98
SN24d Bacillus subtilis strain MCb-S (KJ865584) 98
Bacillus tequilensis strain MML?2 (JX847616) 98
MN26¢ Bacillus tequilensis strain MML2 (JX847616) 98
Bacillus subtilis strain X303 (KU240494) 98
Nla Bacillus tequilensis strain TY5 (AB862132) 98
Bacillus subtilis strain SCKB1458 (KM922586) 98
N11d Bacillus subtilis.strain Natto3 (KM924291) 99
Bacillus sp. strain ERD-004 (MF176945) 99
N10a Bacillus subtilis.strain SCKB1458 (KM922586) 99
Bacillus sp. strain MGFB-03 (MG062765) 99
Bacillus subtilis strain ZGL14 (MH362700) 99
Geobacillus stearothermophilus strain HPA19 (MF371320) 99
Néa Bacillus subtilis strain ZGL14 (MH362700) 99
Geobacillus stearothermophilus strain HPA19 (MF371320) 99
N9 Bacillus subtilis strain ZGL14 (MH362700) 100
Geobacillus stearothermophilus strain HPA19 (MF371320) 100

Cay pha hé trinh bay ¢6 2 nhanh ro rét: nhanh A
chi c6 dong Halomonas sp. SN12m (vi khuan gram
4m) con nhanh B 1a chi Bacillus bao gdm cac nhanh
nho nhu nhanh gdm chi Bacillus; chi tiét trong
nhanh nay gom cac lodi trong chi Bacillus nhu
Bacillus tequilensis Nla, Bacillus subtilis N10a,
Bacillus tequilensis MN26g, Bacillus subtilis N11d
va Bacillus subtilis N2a (Hinh 4).

Pham Viét Cuong va ctv. (2014) da phan lap
dugc 2.640 chung vi khuan lién két v6i 6 loai hai
mién Cliona viridis, Callyspongia australis, Agelas
dirpar, Haliclona oculata, Amphius huxleyi,
Dycidea cinerea tai ving bién Son Cha, tinh Thira
Thién Hué, ho d xac dinh dugc 3 hop chét tu nhién:
7,7-bis(3-indolyl)-p-cresol,  cyclo-(S-Pro-R-Leu),
cyclo-(S-Pro-R-Val) tach chiét tir chung Bacillus

megaterium LC phan 13p trén hai mién Haliclona
oculata c¢6 kha nang khang Vibrio vulnificus va
Vibrio parahaemolytics. Phan Thi Hoai Trinh va
ctv. (2016) nghién ctru tai ving ddo Phu Qudc, Viét
Nam da phan lap va sang loc dugc 3 dong vi khuan
tor hai mién c6 kha néng khang Bacillus cereus
(dudng kinh vong v6 khuan tir 9-11 mm). Vi két
qua phén 1ap cho thay thanh phan vi khuan noi sinh
v6i hai mién rit da dang. Nhiing nghién ctru phat
sinh loai trudc day da nhan dién dugc 26 nganh vi
khudn khac nhau lién két hai mién bién, trong d6
nganh Poribacteria hau nhu chi tim thdy trong hai
mién. Cac loai hai mién khac nhau chira quan thé vi
khudn gdm céc loai khac nhau, nhung céc loai nay
van c6 quan hé gan hon so véi cac loai vi khuin &
moi truong nudc xung quanh (Schmitt et al., 2012).
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Hinh 4: Cay pha hé trinh bay mdi quan h¢ ciia 13 dong vi khuén lién két véi hai mién dwgc phan lap &
vung bién Ha Tién (phan tich theo phuwong phap Maximum-Likelihood) véi bootstrap 1a 1000

Tu hai mién Haplosclerida simulans, Kennedy
et al. (2009) da phan lap dugc 15 dong vi khuan ¢
kha nang khang B. cereus. trong d6 da phan lap duoc
2 chung Bacillus licheniformis, va Bacillus pumilus
dugc xac dinh la c6 hoat tinh khang khuén.
Halomonas sp. cling da dugc phan 1ap trude do tir 2
loai hai mién Halichondria panicea (Atikana et al.,
2013) va Callyspongia diffusa (Dhasayan et al.,
2015). Pandey et al. (2013) da phan lap dugc dong
vi khuan Bacillus tequilensis tir 2 loai hai mién Aka
coralliphaga, Sarcotragus fasciculatus. Bacillus
tequilensis c6 kha nang sinh subtilosin A, mét loai
khang sinh méi véi hoat tinh khang mot s6 vi khuan
Gram duong, Bacillus tequilensis thé hién hoat tinh
khang tdt ddi véi Bacillus cereus, Escherichia coli,
Staphylococcus aureus va Candida albicans (Rani
etal.,2016).

Tai An D6, Anand et al. (2006) phan lap va xac
dinh dugc 6 chung cé kha nang khang Escherichia
coli 1a Bacillus sp. (26 mm), Marinobacter sp. (9
mm), Vibrio parahaemolyticus (10 mm), Bacillus
subtilis (16 mm), Vibrio fortis (6 mm), Vibrio sp. (5
mm). Nam 2017, & Indonesia, Yatnita da phan lap
dugc 4 dong vi khuan lién két v6i hai mién
Xestospongia testudinaria c¢6 kha nang khéang
Escherichia coli (dudng kinh vong vo khuan tir 18-
23 mm).

Két qua cua chung toi cho thiy cac dong vi
khuan khang manh vi khuan Gram duong nhu
Bacillus cereus va Staphylococcus aureus cung voi

khang sinh Streptomycin dong thoi c¢6 dong vi
khudn khang trung binh v6i nim men Candada
albicans cung v6i khang sinh Flucanozol trong khi
¢6 it c6 dong vi khuan khang véi cac vi khuan Gram
am nhu Escherichia coli hay Salmonella
typhimurium hodc v&i vi khudn Edwardsiella
ictaluri.

Mudi hai dong vi khuan nay dugc nhan dién
thudc chi Bacillus trong d6 nhiéu loai nhu Bacillus
tequilensis va B. subtilis va 1 dong thudc chi

Halomonas. Nhu vy da s6 cac dong vi khuan lién
két voi hai mién 1a dong vi khuan Bacillus ¢b ndi
bao tu, trir dong Halomonas sp., c¢6 thé séng trong
mdi truong nude bién, ky khi.

4 KET LUAN

— T 29 mau hai mién thu tai hon Nghé da
phan 1ap dugc 236 dong vi khuan, trong d6 co 72
dong phan lap trén moi truong MA, 164 dong phan
1ap trén moi truong SYP. 155/236 dong vi khuan co
kha ning tao hoat chét khang khuan khang lai it nhat
1 ching vi sinh vat kiém dinh. Cé 13/155 dong c6
kha nang khang nhiéu dong vi sinh vat kiém dinh

— Két qua dinh danh 13/155 dong vi khuén
dugc xac dinh thudc 2 chi chinh 1a chi Bacillus
(12/13 dong) va chi Halomonas (1/13 dong).

— Xéc dinh thanh phdn va cong thirc hda hoc
ctia cac hop chét khang khuén tir cac dong vi khuén
phan 1ap dwoc nhét 1a dong Bacillus tequilensis Nla
ddng thoi trich cac chat nay tir dung méi hitu co phu

> Nhanh B
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pediatric hospitals. Joural of Pediatric sugery,
38(3): 372-379.

hop dé thir nghiém trong diéu kién in-tro trong
tuong lai.
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