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PHAN LAP VI KHUAN TU SAN HO MEM Sinularia spp. VA THU NGHIEM

Tém tit

HOAT TiNH KHANG TETRACYLINE, GENTAMICIN
VA CEFAZOLIN CUA CHUNG

Pham Thi Mién, V4 Hai Thi, Lé Hoai Huong, Hoang Xuan Bén
Viéen Hai dwong hoc

San h6 mém 13 mot trong nhiing dbi twong chura nhiéu hop chat hoat tinh
sinh hoc, tuy nhién moéi lién quan gitra san ho mém, vi khuan song cung no
va cac chat hoat tinh sinh hoc van dang con dugc thao luén. Bon trong sb
nim mau san hé mém st dung trong nghién ctru ndy dugc xac dinh la
Sinularia gibberosa Tixier-Durivault, 1970 (ky hi¢u SH1); Sinularia maxima
Verseveldt, 1971 (ky hi¢u SH2); Sinularira capillosa Tixier-Durivault, 1970
(ky hi€u SH3); va Sinularia mira Tixier-Durivault, 1970 (ky hi¢u SH4). Béng
phuong phap nuoi cay truyen thdng, da phan lap duoc 28 ching vi khuan tur
cac mau san hd mém bao gdm 26 ching cta nganh Firmicutes va hai chung
ctia nganh Proteobacteria. Trong tong s 25 chung kiém tra hoat tinh khang
cac khang sinh Tetracycline (TET), Gentamicin (GEN) va Cefazolin (CZ),
chi c6 mét chung KH4 c6 hoat tinh khang CZ. Ching nay sau d6 dugc xac
dinh 1a Bacillus cereus 1 bang phép thir API 50CHB véi do chinh xac
99,7%. Cac chung con lai thé hién su nhay cam véi CZ (véi vong khang
khuén tir 6 &&n 17mm). Tuy nhién, KH6 va KH10 it nhay cam v6i GEN va
CZ, trong khi KH18 lai it nhay cam nhét d6i véi TET.

ISOLATION OF BACTERIA FROM SOFT CORAL Sinularia spp. AND TEST OF
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THEIR ANTIBIOTIC RESISTANCE ON TETRACYLINE,
GENTAMICIN AND CEFAZOLIN
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Soft coral is marine organism considered as a source of bioactive
compounds. However, the relationship between soft coral, its associated
microorganisms and its bioactive compounds are still discussed. Four among
five collected specimens of soft coral were identified as Sinularia gibberosa
Tixier-Durivault, 1970 (code: SH1); Sinularia maxima Verseveldt, 1971
(code: SH2); Sinularira capillosa Tixier-Durivault, 1970 (code: SH3); and
Sinularia mira Tixier-Durivault, 1970 (code: SH4). 28 bacteria strains were
isolated from specimens of soft corals by traditional culture method,
including 26 strains of Firmicutes phylum and two others of Proteobacteria
phylum. Among 25 strains tested for antibiotic activity, only the KH4
exhibited resistance to Cefazoline, then this strain was identified as Bacillus
cereus 1 by using the API S0CHB KIT with accuracy of 99.7%. The other
strains showed the sensitivity to Cefazolin with inhibitable zone ranging
from 6 to 17mm. Strains of KH6 and KH10 showed the weak sensitivity
with Gentamicine and Cefazolin, while KH18 showed the weak sensitivity to
Tetracyline.
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1. MO PAU

Vi sinh vat bién 1a dbi twong dang
dugc quan tdm nghién ciu tim kiém cac
chit c6 hoat tinh sinh hoc cho ung dung
trong nhiéu linh vuc khac nhau nhu dugc
pham, nong nghiép, thuy san. Hién nay cac
nha khoa hoc quan tim nhiéu dén vi sinh
vat sébng cung (associated with) cac sinh
vat bién nhu bot bién (Anand va cs., 2006),
dong vat than mém (Romanenko va cs.,
2006), va san ho (Webster va Bourne,
2007) cho muc ti€u nghién ctru da dang vi
sinh vat bién va tim kiém cac hop chat co
hoat tinh sinh hoc. Lamper va cs. (2006) da
két hop phuong phap nghién ciru vi sinh
vat truyén thong va dic tinh khang khang
sinh dé nghién ciru da dang vi khuan séng
cung san hd Fungia scutaria. Phai chang,
kha ning san sinh cac chét khang sinh va
khang lai chit khang sinh cia vi sinh vat da
dugc Lamper su dung dé nghién ctru timg
chung vi khuan cho muc dich tim kiém
duoc liéu déng sau su nghién ctru da dang
vi sinh vat? Theo dinh hudng nghién ciu
da dang vi sinh vat bién sng cung san ho
mém va céc hop chét c6 hoat tinh sinh hoc
¢6 ngudn géc vi sinh vat bién, bai bao nay
trinh bay ket qua phén lap mot sO vi sinh
vat bién séng cing gidng san hé mém
Sinularia va tht nghi€ém hoat tinh khang
céc khang sinh ¢6 cac nhom gdc khac nhau
bao gdm Tetracyline, Gentamicin va
Cefazolin.

II. VAT LIEU VA PHUONG PHAP
1. Thu méu va phan loai san hé mém:

1.1. Thu miu:

Cic miu san hé mém dugc thu &
vung bién thudc Poéng Bic Hon Tam, vinh
Nha Trang (109°14°43” - 12°10°47"), &
do sau 4 - 9m nudc, nhiét do nudc bién
28°C va dd man 31%o. Tuy theo kich thudc
ctia mdi tap doan san ho mém, mau c6 thé
dugc thu toan by hoac cit mot phén tap
doan dé dap mg yéu cau phén loai san ho
mém va phan lap vi sinh vat (30 - 40g).
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1.2. Bio quan va xir li miu:

Mau san hdé mém sau khi thu duoc
ngam trong dung dich Formalin 10% trong
24 gid, sau d6 rura sach va bao quan trong
ethanol 70%.

1.3. Tach miu:

Cit ting phan khac nhau cia tap
doan san ho (polyp, phan nhanh tap doan,
bén trong nhanh, phan vo than tap doan,
bén trong vo than) ngadm riéng biét vao
dung dich Chlorine 10% trong vong 30
phut dé tiy phan thit, sau dé loc ldy cac
trAm xuong.

1.4. Phén loai:

Xac dinh cac dang tram xuong khac
nhau trén kinh hién vi c6 do phong dai 10 x
4va 10 x 10. Mot sb dic diém khac cua tap
doan nhu kich thudc, khoang cach polyp,
s6 lugng cac Siphonozooid...duoc xéc
dinh trén kinh lup. Xac dinh thanh phan
loai dya theo céc tai liéu phan loai clia cac
tac gia Verseveldt (1980), Ofwegen (2000,
2008) va Tixer-Durivault (1970).

2. M6i tredng nudi cay vi sinh vat:

a. Moi truong MPA-hay con goi la
moi truong thach thuwong: Cao thit: 3g/l;
peptone: 5g/l; agar: 13g/l; NaCl: 5g/1; pH=
7,5 £ 0,2. Pay 1a moi truong thong thuong
dé nudi cdy vi khuan di dudng c6 bo sung
NaCl dé nudi cdy vi khuéan bién.

b. Moéi truong khodng SWM
(Romanenko va cs., 2006): Peptone: 5g/l;
cao ndm men: 2.5g/I; glucose: 1g/l;
KoHPO4:  0,1g/1; MgSO4.7H,0:  0,1g/l;
agar: 15g/1; nude bién loc: 500ml va nudc
cat 500ml; diéu chinh pH=7,5+0,2.

c. Nutrient Agar (NA): Moi trudong
thvong mai (Himedia, An D9) chuyén
dung dé nudi cay vi khuan di dudng ua
mubi (b6 sung 5g/l NaCl).

d. Moi truong MHA (Mueller Hinton
Agar): Mot truong thuong mai (Himedia,
An Do) ding dé kiém tra hoat tinh khang
khéang sinh (Bauer va Kirby, 1966).



3. Phan 1ap vi khuin tir san hé mém
Sinularia spp.:

Céc mAu san ho mém duge rira voi
ethanol 70%, rtra lai v&i nude bién loc vo
trung, cit mdi loai san hé mém 2x2cm, sau
d6 nghién vo tring va dung lam 2 éng mau
gbc, pha lodng dan theo ti 16 10 1an dén 10*
1an bang nudc bién loc vo tring.

Dung dung dich chiét tir miu san ho
trén day nong d6 0 - 10* nudi cdy trén moi
truong SWM, tach nhimng khuan lac riéng
ré€, c6 hinh dang va mau sdc bén ngoai khac
nhau dé tiép tuc ciy truyén sang moi
truong méi cho dén khi thu duoc khuan lac
thuan (Sharon va Rosenberg, 2008).

Nudi nhitng vi khudn thuin trén moi
truong NA va quan sat khuan lac sau 3
ngdy nudi ciy, quan sat ghi nhdn mau sac
va hinh dang khuan lac.

Nudi cay nhitng vi khuan da duoc
quan sat hinh dang khuan lac sang moi
truong mdoi 6 30°C va trong vong 24 gio,
sau d6 nhudm gram, quan sat hinh dang té
bao dudi kinh hién vi thuong (Olympus
CH30), kiém tra sy c6 mit cua bao tir va
d6i chiéu két qua theo bang phén loai hinh
thai cua Bergey (1984). Dung KIT API 50
CHB (M¥) phan loai vi khuan hinh que,
gram duong va c6 bao tur.

4. Thir nghiém kha ning khing khang
sinh:

Vi cac vi khuan sinh truong ¢ 28, 30
hay 37°C déu nam trong gi¢i han nhiét do

cia vi khudn wa 4m (20-40°C), nén &
nhimg budc nudi cdy dé kiém tra dic diém
hinh thai va khuén lac ciing nhu dic diém
té bao, cac chung vi khuan dugc nudi trén
moi truong NA hoic SWM ¢ nhiét do
phong (khoang 30°C). Sau 24 gid nudi cdy,
chon nhiing khuén lac thuan céy vao moi
truong canh thang. Nudi tang sinh ¢ nhiét
d6 phong cho dén khi mat d6 vi khuén dat
dén ndng do chudn McFarland (10%cfu/ml).
Dung 100p! dung dich vi khuén d3 dat tiéu
chuan McFarland ciy trang 1én dia petri co
san moi truong MHA, sau do dat cac
miéng gidy tron nho c¢6 sin chat khang sinh
(san pham cua Bio-Rad) vao trung tim dia
petri, nudi ¢ nhiét do 37°C va do vong
khang khuan sau 24 gio (Bauer va Kirby,
1966). Do nhay cam khang sinh dugc tinh
bang ban kinh vong khang khuén (mm),
cac chung vi khudn van moc (khong xuat
hién vong khang khuan) trén moi truong co
khang sinh dugc coi 1a khang lai khang
sinh do.

III. KET QUA VA THAO LUAN
1. Két qua phan loai san ho mém:

Trong s6 nim mau san ho mém thudc
gidng Sinularia, bdn miu di dugc phan
loai dén loai bao gdm Sinularia gibberosa
Tixier-Durivault, 1970; Sinularia maxima
Verseveldt, 1971; Sinularira capillosa
Tixier - Durivault, 1970 va Sinularia mira
Tixier - Durivault, 1970 (Bang 1).

Béng 1. Két qua phan loai cac mau san hé mém dung trong nghién ctru
Table 1. The results on classification of specimens of soft coral

Ki hiéu miu Loai
SH 1 Sinularia gibberosa Tixier-Durivault, 1970
SH?2 Sinularia maxima Verseveldt, 1971
SH 3 Sinularira capillosa Tixier-Durivault, 1970
SH 4 Sinularia mira Tixier-Durivault, 1970
SH 5 Sinularia sp.

2. Vi khuin phan lap tir cic Sinularia
spp.:

ba phan 1ap duoc 28 chung vi sinh
vat (ky hiéu tr KH1 dén KH28 - Bang 2)
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tr nam loai san hé mém (Sinularia
gibberosa, S. maxima, S. capillosa, S. mira
va Sinularia sp.) khi nudi cdy trén moi
truong SWM & nhiét do 28, 30 va 37°C.
Cung mdi truong nudi cdy SWM, & nhiét



d6 28°C (twong duong voi nhiét do nudce
bién tai thoi diém thu mau), phan lap duoc
15 ching vi khuan, trong khi & 30°C chi
phan 1ap dugc bay ching va ¢ 37°C duoc
sau ching. Tuy nhién, khi nuéi & 28°C, vi
khuén sinh truong tuong ddi cham, co
nhitng chiung nhu KH14, KH15 chi c6 thé
phan 1ap dugc sau 15 ngay nudi cdy. Cac
ching nudéi ¢ 30 va 37°C sinh truéng
nhanh hon, c6 thé phan 1ap dugc sau 3-7
ngdy nudi cdy. Nhu vy, mic du st dung
nim loai san hé mém Sinularia, nhung
trong nghién ciru nay chi phan lap duoc s6

lugng vi khuan tuong déi han ché (28
chung). bay co thé do phuong phap nudi
ciy truyén thong chi thich hop d6i véi
nhimng chung vi khuan d& tinh vé mat dinh
dudng (nhitng chung vi khudn c6 thé moc
dugc trén moi truong thach thuong). Theo
nghién ctru vi khuén song trong dich nhay
san hd Fungia scutaria cia Lampert va
cong su (2006), vi khuan phan 1ap duoc
theo phuwong phap nudi cdy théng thuong
trén thach chi dat gﬁn 1% téng s6 vi khuan
song trong dich nhay.

Béng 2. Cac ching vi khuén phan 1ap tir nim mau san hé mém
Table 2. The bacterial strains isolated from 5 specimens of soft coral

x A . Nhiét do nudi cay
Mau san ho Ky hi¢u 28°C 30 °C 37°C
Sinularia gibberosa | SH 1.1 0 0 0
SH 1.2 2 (KH 19, 20) 1 (KH 2) 3(KH 3,4,5)
Sinularia maxima SH 2.1 1 (KH 16) 0 0
SH 2.2 0 0 0
Sinularia capillosa | SH 3.1 1 (KH 28) 1 (KH 1) 0
SH 3.2 0 0 0
SH 4.1 1(KH 15) 0 0
Sinularia mira SH4.1 | 5(KH 17, 18, 23, 0 0
24, 27)
Sinularia sp. SH 5.1 2 (KH 21, 22) 2 (KH 6, 13) 1 (KH11)
SHS5.2 | 3(KH 14,25,26) | 3(KH9, 10, 12) | 2(KH 7, HK 8)
Tong sd 15 7 6

Ghi chii: Ldy 2 mau lip (duplicate) tir mdi loai san hé mém dé phan lap vi khudn (xem phan
phuong phéap) do d6 mdi miu san ho mém s& c6 hai mau song song, vi du san hé mém Sinularia
gibberosa ki hiéu SHI s& ¢6 hai mau SH 1.1 va SH 1.2, mau SH 1.1 khong phan lap dugc vi khuén
nao & ca ba nhiét d6 nudi cdy, mau SH 1.2 phan 1ap dugc 2 vi khuan ki hiéu 1a KH19, va KH20,
tuong tu nhu vay dbi v6i cac mau san hod con lai.

2.1. Pic diém hinh thai khuén lac cia
cac chiing vi khuan:

Béng 3 thong ké cac két qua ghi nhan
vé kich thudc, hinh dang va mau sic khuan
lac ctia cac chung vi khuin thuan duoc
nudi cdy trén moi truong SWM va moi
truong NA. Theo két qua nay, nhiéu khuan
lac vi khuan giéng nhau vé kich thudc hinh
dang va mau sic. Theo Bergey (1984), dic
diém khuan lac khong du thong tin cho
phan loai ké ca ¢ mirc d6 nganh (phylum)
nén chung dugc phan tich vé& dic diém té
bao. Chung KH13 c6 hinh dang khuan lac
clia mot xa khudn v6i mau sic tring xop bé
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mat kh6 nhan c6 hinh tia (ki hi¢u la XK),
tuy nhién dé tai nay chi de cap dén vi
khuan séng cing san hé mém nén KHI13
khong dugc nghién ctru séu hon.

2.2. Pic diém hinh thai té bao cia cac
chiing vi khuén:

Bang 4 trinh bay két qua quan sat cac
té bao nhudm gram dudi kinh hién vi cta
cac chung vi khuan duoc cdy truyén sang
dia moi truong NA méi. Trong sb6 28
chung phan 1ap ban dau, c6 mot chung xa
khuan KH13 va hai chung KH1 va KH15
khong phat trién sau khi ciy truyén, do do,
ba ching nay khéng duoc nghién ciru tiép



theo (ki hi€u trong bang 4 1a KPT). Trong
s6 26 chung vi khuin nhudém gram, cé hai
vi khuan gram am (KH14 va KH25) thudc
nganh Proteobacteria, 24 vi khuan gram
duong va mot xa khudn (gram duong).
Nhu vay, vi khuan nganh Firmicutes chiém
hon 92,3% tong s6 cac chung phan 1ap. Két
qua nghién clru nay c6 sy khac biét véi
nghién ctru cua Lampert va cs. (2006), khi
nhom tic gid ndy xac dinh nhém vi khuan
phan lap tir san hd ndm Fungia scutaria
cht yéu 1a cac vi khuan gram 4m nganh
Proteobacteria (Gammaproteobacteria, Al-
phaproteobacteria), sau d6 moi dén gram
duong nganh Firmicutes (Actinobacteria).
Su khac biét nay co thé do phuong phap sir

dung khac nhau, vi du: Rohwer va cong su
(2001) chi ra rang khi nghién ciu bang
phuong phap sinh hoc phan tir khong phu
thugc nubi cdy, cac doan 16S ARN chi
ra rang Alphaproteobacteria 1a  chiém
uu  thé, nguoc lai  vi khuidn nhom
Gammaproteobacteria lai dugc tim thay
nhidu nhéat bing phuong phap nudi ciy
thong thuong. Mat khac, nhiing loai san ho
khac nhau thi c6 hé vi khuin ciing khac
nhau mdc du cung vung dia 1y, trong khi hé
vi khuan song cung mot loai san ho mém
thi giéng nhau ké ca duoc nghién ciru &
thoi gian va khong gian khac nhau
(Rohwer va cs., 2002).

Béng 3. Dic diém hinh thai khuén lac cta cac ching vi khuén
Table 3. Morphology of colony of bacterial strains

STT | Kihiéu | Puongkinh | Mau sic Hinh dang
chiing (cm)
1 KH1 0,2-0,3 | Tring F
2 KH2 0,3-0,4 [ Kem (SWM) | Tron det, mép déu bé miat bong trén SWM va
Tring (NA) kho, hai vong tron dong tam (VTDT) trén NA
3 KH3 0,3-0,4 [ Kem (SWM) | Tron det, mép déu bé mit bong trén SWM va
Tring (NA) kho, hai VTDT trén NA
4 KH4 1,2-1,5 Kem Tron, hoi 16i & trung tadm, det mép gon bé mit
Tring kho nhin nhu giot nén
5 KH5 0,3-0,5 Tring Tron, mép déu bé mit bong udt
6 KH6 0,3-0,4 | Kem Tron, mép gon, bé mit kho rap, hai VIDT
7 KH7 0,5-0,6 Tréng/Kem Tron, 10i bé mat nhan kho nhu giot nén
8 KHS 0,3-0,4 | Tring duc Tron det, mép déu bé mit bong trén SWM va
kho, hai VIDT trén NA
9 KH9 0,2-0,4 Tring duc Tron, det, mép déu bé mit bong uét
10 KHI10 0,1-0,2 | Tring sita Tron, mép déu bé mit lang udt
11 KHI1 0,2-0,3 Tréng duc Tron, mép gon, hai VIDT ngoai kho nhan
trong lang bong udt
12 KHI12 0,3-0,4 Tréng duc Tron det, mép déu bé mat bong trén
SWM va khd, hai VTDT trén NA
13 KHI13 0,1 Xa khuan Trang xOp, tron c6 hinh tia
14 KH14 02-0,3 | Cam Tron, 11, bé mit uwét bong nhu cd nude
15 KHI15 0,1 bo Tron, dinh chit vao mat thach
16 KH16 1-1,2 Kem/ Tréng Tron, det, mép rang cua
17 KH17 0,3-0,4 | Vang Tron, hoi 10i, bé mit kho nhan
18 KH18 0,2-0,3 Tréng stta Tron, det, bé mt bong uat mép gon
19 KH19 0,2-0,4 Trang sita Tron det, mép déu bé mit bong trén SWM va
kho, hai VTDT trén NA
20 KH20 0,2-0,3 Kem Tron, det, mép gon, bé mat bong uot
21 KH21 0,2-0,3 Kem Tron, det, mép gon, bé mit bong uot
22 KH22 0,3-0,4 | Tring Tron, mép gon, khia kim ddng ho bong wot
stra/Kem trén mat kho min

187




23 KH23 0,1-0,2 Kem Tron, mép gon, bé mat kho 16m bong

24 KH24 0,3-0,4 | Tring Tron, mép déu, bé mit lang wot

25 KH25 0,4-0,5 Tréng anh Tron, mép gon, bé mat bong anh xanh
xanh

26 KH26 0,3-0,4 Tring Tron, mép gon, khia kim dong ho bong udt
stta/Kem trén mat khd min

27 KH27 0,4-0,6 Tréng/Kern Tron, 16i, bé mit nhin kho nhu giot nén

28 KH28 0,2-0,3 Tréng duc Tron, mép gon, hai VIDT ngoai kho nhén,

trong lang bong uot

Ghi chi: Po dudng kinh khuén lac: Po nhitng khudn lac dimg tach roi va c6 khoang cach 16n nhat
v6i khuan lac ding gan n6 nhat. F: Nhiém trong qua trinh thao tac nudi cay.

Béng 4. Dic diém hinh thai té bao cua cac chung vi khuin
Table 4. Characteristics of cell morphology of bacterial strains

STT |Ki hi€u ching] Gram | Kich thwéc Hinh dang
(um)

1 KH 1 + KPT

2 KH2 + 0,35 x 0,07 | Hinh que ngin, khi sinh truéng co hinh elip, don hoic
d6i, c6 bao tir

3 KH3 + 0,35x 0,07 [ Hinh que ngén, khi sinh trudng c6 hinh elip, don hoac
d6i, c6 bao tir

4 KH4 + 0,3 x 0,01 Hinh que, c6 bao ti

5 KH5 + 0,3x0,01 Hinh que, elip, c6 bao tir

6 KH6 + 0,4x 0,01 | Hinh que ngén, don elip, c6 bao tir

7 KH7 + 0,7 x 0,02 Hinh que 16n, c6 bao tu

8 KHS + 0,4 x 0,01 | Que ngin, don, ¢ bao tir

9 KH9 + 0,2x 0,01 [ Hinh que, elip c6 bao tu

10 KHI10 + Hinh ovan, c6 bao tir

11 KHI11 + 0,25x 0,02 | Hinh ovan, c6 bao ti

12 KH12 + Hinh ovan, c6 bao tir

13 KH13 XK KPT

14 KH14 - 0,5x 0,01 | Hinh que, phay khuan
khong co bao tir

15 KH15 KPT KPT

16 KHI16 + 0,3x 0,01 | Hinh que ngén, c6 bao tir

17 KH17 + 0,2 Hinh cau, khong c¢6 bao tir

18 KHI8 + 0,2 Don cau khuan, c6 bao tir

19 KH19 + 0,4 x 0,01 | Hinh que ngan, don, c6 bio tir

20 KH20 + 0,03 x 0,01 [ Hinh que ngén, ¢0 bao tir

21 KH21 + 0,03 x 0,01 | Hinh que ngin, c6 bao tir

22 KH22 + 0,25 x 0,02 | Hinh ovan, c6 bao tir

23 KH23 + Hinh ovan, c6 bao tir

24 KH24 + Hinh ovan, khong c6 bao tu

25 KH25 - 0,5x 0,01 | Hinh que, khong c6 bao tir

26 KH26 + 0,25 x 0,02 | Hinh ovan, c6 bao tir

27 KH27 + 0,7 x 0,02 Hinh que 16n, c6 bao ti

28 KH28 + 0,25 x 0,02 | Hinh ovan, c6 bao tir
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Trong s6 25 chung vi khuan nghién
cuu tlep theo (trr KHI bi nhiém trong qua
trinh cdy truyén giéng), 13 chung vi khuan
(KH2,3,4,5,6,7,8,9, 16, 19, 20, 21, va
27) c6 té bao hinh que, gram dwong, c6 bao
tir, hiéu khi. Theo phan loai hinh théi cia
Bergey, nhiing chung nay dugc xac dinh
thudc chi Bacillus. Hai ching gram am,
hinh que, khong sinh bao tir 1a KH14 va
KH25. KH25 c6 mau tréng anh xanh trén
mdi truong NA, gram am, té bao hinh que
khong c6 bao tir, di dong — dugc xac dinh
thuc chi Pseudomonas. Két qua cua
nghién ctru nay cho rang cac chi Bacillus
chiém wu thé kha twong dong véi két qua
nghién cuou cua Beleneva va cOng su
(2005) tai vinh Nha Trang da ghi nhan
vi khuan gram 4m thugc nhém
Gammaproteobacteria chiém thanh phén
chu yéu, trong do6 chi Pseudomonas chiém
vu thé nhét trong s6 cac vi khuan phéan 1ap
tr 11 loai san ho khde manh va san ho
bénh. Thém vao do6, ciing phan 1ap dugc vi
khuan gram duong chu yéu thudc cac chi
Bacillus, Staphylococcus, Halococcus va
Micrococcus spp.

Khuén lac KH17 ¢6 bé mit kho, hoi
10i, mau vang trén moi truong nutrient
agar, hiéu khi, soi dudi kinh hién vi té bao
nho, hinh cau, gram duong, khong sinh bao
tir, kiém tra catalase duong tinh. Theo phén
loai Bergey, KH17 ¢6 nhitng dic diém co
ban cta chi Micrococcus, voi dic diém tao
khuan lac vang sang trén NA, do d6 KH17
duoc xac dinh 13 Micrococcus luteus. Két
qua ndy twong tu mot sé két qua nghién
ctru khac. Vacelet va Thomassin (1991) chi
ra rang vi khuan gram dwong Micrococcus
sp. 1a loai thuong giap nhat sdng cung cac
san ho Sarcophyton, Fungia va Acropora
ngoai nhitng vi khuan gram am. Khi
nghién ctru da dang vi sinh vat séng cing
dich nhay san hd Fungia scutaria tai bién
Do, Lampert va cong su (2006) cling tim
théy su ¢6 mat cua Micrococcus luteus.

Nhu vay nghién ctiu nay da xac dinh
dugc 26 ching vi sinh vét thugc nganh
Firmicutes va hai chung thudc nganh
Proteobacteria. Trong sd 26 Firmicutes, co
chin ching vi khudn thudc 16p Bacilli, bo
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Bacillales, ho Bacillaceae, chi Bacillus va
mot vi khuén thude 16p Actinobacteria, bd
Actinomycetales, ho Micrococcaceae, chi
Micrococcus, loai Micrococcus luteus.
Nhitng chung con lai thudc nganh
Firmicutes chua xac dinh duge dén muc do
16p. Trong s6 hai vi khuan gram am, KH25
duoc xac dinh thudc nganh Proteobacteria,
l6p Gamma Proteobacteria, bd Pseud-
omonadales, ho Pseudomonadaceae, chi
Pseudomonas.

3. Hoat tinh khang TET, GEN va CZ
cua cac ching vi khuan:

Trong s6 25 ching duoc kiém tra
hoat tinh khang lai khang sinh Tetracycline
(TET), Gentamicin (GEN) va Cefazolin
(CZ) (Bang 5), chi ¢6 chung KH4 khang lai
CZ (khong xuét hién vong khang khuan) va
nhay cam véi cd hai khang sinh TET va
GEN lan luot véi cac vong khang khuan 1a
5,5 va 6mm. KHI8 thé hién it nhay cam
d6i voi TET nhat (vong khang khuan nho
nhat 1a 2,5mm) trong s 25 chung kiém tra,
trong khi KH17 lai nhay cam nhét dbi véi
TET (vong khang khuédn 14 11,5mm). Céc
chung con lai c¢6 vong khang khuan ddi véi
TET nam ¢ khoang tir 6 ¢én 11mm. Chung
KH6 va KH10 thé hién d6 nhay cam doi
v6i GEN thap nhit v6i vong khang khuan
lan luot 12 1 va 2mm, céc chung con lai thé
hién d6 nhay cam dbi voi GEN tuong déi
dong déu tir 6 dén 8mm. Déi voi CZ, da s6
cac chung kiém tra déu c6 vong khang
khuan 16n hon so véi TET va GEN, KH6,
KH10 va KH18 thé hién d6 nhay cam déi
v6i CZ thap nhat trong sd 25 ching vi
khuan kiém tra v6i vong khang khuan 1a
6mm. KH17 - Micrococcus luteus thé hién
su nhay cam cao voi TET (11,5mm) voi
GEN (6,5mm) va CZ (13mm). Akinbowale
va cong su (2006) cho rang vi khuan
Micrococcus luteus nhay cam véi da sé cac
khang sinh dang dung cho ngudi va dong
vat hién nay. Tuy nhién, theo Lampert va
cong su (2006), Micrococcus luteus phan
lap t san hd Fungia scutaria khang lai
khang sinh TET, nhung trong nghién ctru
cia ching toi, da s6 cac chung vi khuén
song cung 5 loai san hé mém Sinularia



chua c6 biéu hién khang lai TET, GEN va  xac dinh 1a vi khuan thudc chi Bacillus, do

CZ, ngoai trirt KH 4 khang lai CZ. d6 KH4 duoc chay KIT API 50 CHB
4. Phan loai vi khuin Bacillus theo KIT ~ (Biomérieux). Két qua dugc trinh bay
API 50 CHB: trong bang 6. Doi chiéu két qua trong bang

) voi profile index cua API 50 CHB (do
Do KH4 biéu hién hoat tinh khang lai  chinh x4c 99,7%), KH 4 duoc xé4c dinh 1a
CZ va tr ket qUé phén loai hinh thai theo vi khuén Bacillus cereus 1.
Bergey (1984) chung vi khuin nay dugc

Béng 5. Kha niang khang mot sé khang sinh cta vi khuén
(Ban kinh vong khang khuan: mm)
Table 5. Ability of antibiotic resistance of bacteria
(Radius of inhibitable zone: mm)

Chiing TET GEN CZ
KH 2 8 7 13
KH 3 8 7 13
KH 4 5,5 6 0
KH 5 8 8 12
KH 6 10 1 6
KH 7 9 8 95
KH 8 75 75 11,5
KH 9 9 7 13
KH 10 9 2 6
KH 11 8 7 11
KH 12 8 7 12
KH 14 KXD KXD KXD
KH 16 4 8 16
KH 17 11,5 6,5 13
KH 18 2,5 6 6
KH 19 75 75 11,5
KH 20 75 8 14
KH 21 75 8 14
KH 22 9,5 7 12
KH 23 7 75 17
KH 24 11 7 10
KH 25 6 6 12,5
KH 26 9 6 12
KH 27 9 8 95
KH 28 8 7 11

Ghi cht : KXDP- khong sinh truong dugc trg%n moi truong canh thang do d6 khong thuc hién duoc
thi nghiém khang khang sinh va khong co6 két qua.

Bang 6. Kha ning sir dung cac ngudn cacbon ciia KH4 Gram duong (KIT API 50CHB)
Table 6. Ability of using carbon sources of KH4 + (KIT API S0CHB)

STT Co chit KH4 | STT Co chit KH4
0 Doi chiing - 25 Esculin +
1 Glyxerol + 26 Salixin +
2 Erythritol - 27 Xelobioza +/-
3 D-Arabinoza - 28 Mantoza +
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4 L-Arabinoza - 29 Lactoza -
5 Riboza + 30 Melibioza -
6 D-Xyloza +/- 31 Saccaroza -
7 L-Xyloza - 32 Trehaloza +
8 Adonitol - 33 Inulin -
9 B-Metyl-D-Glucozit - 34 Melezitoza -
10 Galactoza - 35 Rafinoza -
11 Glucoza + 36 Tinh bot +
12 Fructoza + 37 Glycogen +
13 Manoza - 38 Xylitol -
14 Sorboza - 39 Gentiobioza -
15 Rhamnoza - 40 D-Turanoza -
16 Dulxitol - 41 D-Lyxoza -
17 Inozitol - 42 D-Tagatoza -
18 Mannitol - 43 D-Fucoza -
19 Sorbitol - 44 L-Fucoza -
20 a-Metyl-D-Manozit - 45 D-Arbitol -
21 a-Metyl-D-Glucozit - 46 L-Arabitol -
22 | N-Axetyl-Glucozamin | . 47 Gluconat +/-
23 Amygdalin +/- 48 | 2-Ketogluconat -
24 Arbutin + 49 | 5-Ketogluconat -

Ghi chu: + duong tinh (6 thir xuat hién mau vang), - am tinh (6 thir khong doi mau), +/- dwong tinh
nhiéu hon am tinh (6 thir mau vang cam), -/+ am tinh nhi€éu hon duong tinh (6 thir mau cam vang).

IV. KET LUAN

b3 xéac dinh dén loai duoc bdn trong
s6 nim miu san ho mém dung trong
nghién ctru bao gdm Sinularia gibberosa
Tixier-Durivault, 1970; Sinularia maxima
Verseveldt, 1971; Sinularira capillosa
Tixier-Durivault, 1970; va Sinularia mira
Tixier-Durivault, 1970.

D3 phan 1ap duoc 28 ching vi khuin
tr ndim mau san hé mém bao gém 26
chung thu¢c nganh Firmicutes (trong do ¢
hai chung thudc Actinobacteria la xa khuén
KH13 va Micrococcus luteus) va hai chiing
thudc nganh Proteobacteria.

Trong sb 25 ching duoc thir nghiém
kha nang khang Tetracycline, Gentamicin
va Cefazolin, chi c6 mdt chung KH4 khang
lai Cefazoline va da duoc xac dinh la
Bacillus cereus 1 khi dung API 50CHB véi
dd chinh xac 99,7%. Cac chung con lai
biéu hién sy nhay cam véi Cefazolin véi
vong khang khuan tir 6 dén 17mm. KH6 va
KHI10 it nhay cam vo6i Gentamicin va
Cefazolin, trong khi KH18 lai it nhay cam
nhat ddi v6i Tetracycline.
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Phu luc 1. Hinh anh c4c loai san hé mém trong nghién ctru
Appendix 1. Soft corals in study area

Sinularia gibberosa Sinularia mira

Sinularia sp.
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Phy luc 2. Hinh chup qua kinh hién vi chung vi khuin KH17 va KH4
Appendix 2. The photos of bacterial strains KH17 and KH4 through the microscope

o ¥ e

" Té bao KH 17

_/
Khuan lac KH 17 (SWM)
Colony of KH17 (SWM)

Cell KH17

Té bao KH 4 Khuan lac KH 4 (SWM)
Cell KH4 Colony of KH4 (SWM)

Kiém tra khang khang sinh (KH 4 khong c6 vong khang khuan)
Test of anti-biotic resistance (KH4 doesn’t have inhibitable zone)
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Phu luc 3. Hinh chuyp Kkét qua thtr nghiém KIT ddi vei chung KH4
Appendix 3. Photo of experimental result of KIT for KH4 strain
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