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ABSTRACT

Fifteen samples of Zephyranthes rosea (Spreng) Lindl in different places in
the Mekong Delta (Vinh Long, Ben Tre, An Giang and Dong Thap province
and Can Tho city) were collected. Their leaves were used for analyzing
genetic diversity using RAPD (Random Amplified Polymorphic DNA)
markers and testing the antibacterial susceptibilities expressed as minimum
inhibitory concentrations (MIC) of eight selected Gram positive and Gram
negative strains: Staphylococcus aureus, Streptococcus faecalis, Escherichia
coli, Pseudomonas aeruginosa, Salmonella spp., Aeromonas hydrophila,
Edwardsiella ictaluri and Edwardsiella tarda. Results showed that:
Zephyranthes rosea (Spreng) Lindl had genetic diversity and was divided
into 5 groups. All of them had effective antibacterial activities against tested
bacteria (256 ug/ml < MIC < 4096 ug/ml) with the most effectivity was
against Escherichia coli (group 4 with MIC= 256 ug/ml and group 1 with
MIC= 512 ug/ml), followed by Staphylococcus aureus (group 5 with MIC=
1024 ug/ml), lower effectivity was against Aeromonas hydrophila and
Edwardsiella ictaluri (all of them with MIC= 2048 ug/ml).

TOM TAT

Muoi lam madu cdy Phong hu¢ (Zephyranthes rosea (Spreng) Lindl)
diege thu thdp tir nhiéu noi thugc Pong bang song Cuu Long (tinh Vinh
Long, Bén Tre, An Giang, Pong Thdp va Thanh phé Can Tho), dwoc phén
tich da dang di truyén bang ky thugt DNA da hinh nhdn bdn nga~u nhién
Random Amplified Polymorphic DNA) va thir hoat tinh khdng khuan bang
phuwong phép pha lodng trong thach dé xdac dinh nong d¢ ik ché t6i thiéu
(MIC) trén 8 ching Gram dwong va Gram dm tiéu biéu Staphylococcus
aureus, Streptococcus faecalis, Escherichia coli, Pseudomonas aeruginosa,
Salmonella spp., Aeromonas hydrophila, Edwardsiella ictaluri va
Edwardsiella tarda. Két qua cho thdy cdc mdau Phong hué c¢é s da dang
vé di truyén DNA va chia lam 5 nhom. Cao Phong hué co kha nang vc
ché tdt ca cdc ching vi khudn thi nghiém (256 ug/ml < MIC < 4096 pg/ml).
Cdc nhém cdy Phong hué tic dong tot nhat trén vi khudn Escherichia
coli (nhom Phong hué 4 voi MIC= 256 ug/ml va Phong hué 1 voi MIC= 512
ug/ml), ké dén la vi khudn Staphylococcus aureus (nhém Phong hué 5 voi
MIC= 1024 ug/ml), tiép theo la vi khudn Aeromonas hydrophila va vi khudn
Edwardsiella ictaluri (tdt cd 5 nhém Phong hué voi MIC= 2048 ug/mi).
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1 GIOI THIEU

Phong hu¢ 1a cay tréng lam canh, doc theo cac
16i di trong vuon hoa hoic trdng trong bon hoa, c6
tén goi khac la Lan bao vii, hoa Thuy tién, Toc tién
hoa do6. Phong hué c6 vé dep quy phai, huong thom
diu mat, va n6 ciing 1a mot cay thude, ¢ vi dang,
tinh han, c6 tac dung gidi doc, ti€u viém, hoat
huyét, lwong huyét. O Van Nam (Trung Quéc),
dung tri mun nhot ghé 16, don nga sung, rin doc
cén, thd huyét, bang huyét. O Viét Nam, Phong
hu¢ dugc dung tri rung toc, gidm ho, tri sot, ly (Vo
Vin Chi, 1999; B3 Tat Lo, 2003). Hién nay, chua
¢6 nghién ctru nao cho biét sy da dang cua cay nay.
Dé tim hiéu thém vé ciy canh dep c6 cong dung
chita bénh nay, nghién ctru vé sy thudn ching va
hoat tinh khang khudn cta cdy Phong hué dugc
thuc hién, tir d6 hi vong chon lgc ra dugc cay co
hoat tinh khang khuan cao, gop phan trong nghién
clru tim ra thudc c6 thé timg budc thay thé vai tro
khang sinh tan dwoc dang dan bi dé khang trong
phong tri bénh.

2 PHUONG PHAP NGHIEN CUU
2.1 Vitliéu

Dia diém thu miu: 15 miu Phong hu¢ tur 15
noi khac nhau (khoang cach tbi thiéu giira 2 cay
gan nhau nhét 1 5 km) tai mot s6 huyén thudc tinh
Vinh Long, Bén Tre, An Giang, Dong Thap va
Thanh phé Cin Tho duge thu mAu thuc hién phan
ung RAPD (Random Amplified Polymorphic
DNA); cac cay cod sy khac biét di truyén duoc
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trong lai & huyén Co D6, Thanh phd Can Tho dé
ldy mau phan tich. Cac ching vi khudn sir dung:

— Chung vi khuan ngudn gbc tir vién Pasteur
Thanh phé Hd Chi Minh: Staphylococcus aureus
081008 (S. aureus), Streptococcus faecalis 010408
(S. faecalis), Escherichia coli 101008 (E.coli),
Pseudomonas aeruginosa 111008 (P. aeruginosa),
Salmonella spp. 291003 (Sal. spp), Edwardsiella
tarda 280208 (E. tarda ) va Aeromonas hydrophila
011004 (4. hydrophila).

— Chung vi khuan ng}lén gbc tir Khoa Thuy
san (Truong Dai hoc Can Tho): Edwardsiella
ictaluri CFA 258 — An Giang, 2006 (E. ictaluri).

2.2 Phwong phap nghién ciru

2.2.1 Nghién cieu da dang di truyén

— Tach chiét DNA téng s6 theo phuong phép
CTAB (cetyltrimethyl ammonium bromide)
(Doyle, 1991).

— St dung 20 primer ngau nhién (cua cong ty
First BASE, Malaysia) cho ky thuat RAPD, moi
primer dai 10 nucleotide, thdng tin vé trinh tu cac
primer su dung duogc trinh bay trong Bang 1.

— Dua vao hinh anh dién di san phém RAPD,
théng ké cac bang xuat hién va khong xuat hién,
phan tich Cluster, v& so d hinh nhanh thé hién médi
quan hé di truyén giira cac giéng dya trén ma tran
khoang cach Euclidean, bing phan mém Statistica
5.5 theo phuong phap UPGMA (Unweighted Pair
Group Method with Arithmatic Mean) (Sneath and
Sokal, 1973).

Béang 1: Trinh tw cac nucleotide ciia 20 primer dwgc sir dung trong phwong phap chi thi RAPD

STT RA"PD Trinh ty primer STT Rz}PD Trinh tu primer
primer [ 3”) primer (5iciiiiiiiiniennns 3%)
1 OPAI10 GTG ATCGCA G 11 OPE20 AAC GGT GACC
2 OPA13 CAGCACCCAC 12 OPGO06 GTG CCT AACC
3 OPB10 CTG CTG GGA C 13 OPH12 ACG CGCATGT
4 OPDO02 GGA CCCAACC 14 OPH13 GACGCCACAC
5 OPDO03 GTC GCC GTC A 15 OPKO03 CCA GCT TAG G
6 OPDO07 TTG GCA CGG G 16 OPL12 GGG CGGTACT
7 OPEO1 CCC AAGGTCC 17 OPL13 ACCGCCTGCT
8 OPEO07 AGA TGC AGC C 18 OPPOS8 ACATCGCCCA
9 OPE14 TGC GGCTGA G 19 OPP09 GTG GTCCGC A
10 OPE19 ACG GCGTATG 20 OPP18 GGCTTGGCCT

2.2.2 Thir tinh khang khudn

Céc céy co sy khac biét vé di truyén dugc trong
lai trong cung diéu kién cham soc, dinh dudng. Sau
6 thang, cay dugc st dung thur tinh khang khuan.

— Tét ca 14 cdy Phong hué dugc sdy kho va

chiét bang phuong phap ngdm dam véi methanol,
loai bo dung méi bang may cb quay dén cin, duogc
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cao tho, dung thir tinh khang khuan, xac dinh nong
do6 wc ché t6i thiéu MIC (minimum inhibitory
concentration) (Nguyén Van Pan va Nguyén Viét
Tuyu, 1985).

— Dung phuong phap pha loang lién tuc trong
thach dé xac dinh MIC (Trwong Céng Quyén vd
ctv., 1986; Tur Minh Koong va ctv., 2001).
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3 KET QUA VA THAO LUAN
3.1 Su da dang vé di truyén

Sau khi tach chiét DNA tong sd, kiém tra nhanh

12 34567 89 1011121314 15 _
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san phim bang cach chay dién di trén gel agarose

1%, tat cé cac mau déu cho bang rd, déu, két qua
duogc thé hién ¢ Hinh 1.

e - h”“"‘?‘!‘"""

Hinh 1: Két qua dién di kiém tra mau ly trich DNA ciia 15 miu ciy Phong hué

1- 1586 thir twr theo thir tw cdy mau

Dé danh gia sy da hinh ciia 15 miu cay Phong
hug, 20 primer RAPD da duoc st dung trong phan
ung PCR. Qua Kkét qua thu duogc tr phé dién di, co
9 primer khuéch dai 16 va bang DNA xut hién trén
tat ca 15 mau Phong hué. 11 primer con lai san
phidm PCR khong khuéch dai trong tit ca cac mau
hodc khuéch dai khong hoan toan, hoac do sin
pham khuéch dai it hay qua mo khong thé ghi nhan
duoc. Két qua cua 9 primer trong thi nghiém duogc
trinh bay & Bang 2. Tong cong c6 52 bang duoc

ghi nhan véi trung binh trén mét primer la
5,78+2,59, trong d6 c6 42 bang da hinh chiém ti 1€
cao la 80,77% vai trung binh 1a 4,67+3,20 bang da
hinh trén mdi primer.

Primer cho sé bang it nhat 13 OPPO8 v&i tong
s6 bang thu duoc 14 2 (Hinh 2). Primer OPP09 c6
tong sb bang cao nhét, sé bang ghi nhan duoc 1a 10
bang (Hinh 3). Ti 1& da hinh cao nhat ghi nhan
dugc ¢ primer OPA13, OPDO03, OPL13, OPP08 va
OPP09 (100%)(Bang 2).

Biang 2: Sy da hinh ciia 15 miu cAy Phong hué dwgc phan tich trong ky thuit RAPD

TT Primer Tong s6 bing DNA _S6 biing da hinh __ Ti 1§ da hinh (%) _S6 thit tw béing da hinh
1 OPAI3 8 8 100,0 1,2,3,4,5,6,7.,8
2 OPDO03 5 5 100,0 1,2,3,4,5
3 OPE07 4 2 50,0 1.4
4 OPHI2 8 8 100,0 1,2,3,4,5,6,7,8
5 OPHI3 6 2 333 4,5
6 OPLI2 6 2 333 2,6
7 OPLI3 3 3 100,0 1,2,3
8 OPPOS 2 2 100,0 1,2
9 OPP09 10 10 100,0 1,2,3,4,5,6,7,8,9,10

Téng cong 52 42
Trung binh 5,78 4,67 80,77
+ SD 2,59 3,20
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Hinh 2: Phé dién di cia primer OPP08

M: ladder 1 Kb plus (Invitrogen), s6 thir tir 1a thir tir ciia cdy mdu, mili tén chi bang da hinh (—)
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Hinh 3: Phé dién di cia primer OPP09

M: ladder 1 Kb plus (Invitrogen), s6 thir tir 1d thir tir ciia cdy mdu, mili tén chi bang da hinh (—)

Sau khi thu duoc két qua tir phd dién di RAPD,
s6 liéu dugc ma hoa theo hé nhi phan theo qui téc
¢6 bang ghi 1 va khong c6 bing ghi 0. S6 liéu dugc
ding dé tao ra ma tran tuong dong tir d6 dan dén
cay pha hé. So dd hinh nhanh thé hién su tuong
quan di truyén gitra 15 mau cdy Phong hué duoc
trinh bay qua Hinh 4.

Két qua so d6 hinh nhanh (Hinh 4) Phong hué
duoc chia lam 5 nhém chinh:
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— Nhom 1: gdm 4 cay: 1,2, 3 va 4. Céc cay
ndy c6 quan h¢ voi nhau nam trong khoang tur
1,732 dén 3,162.

— Nhém 2: gdm 3 cly: 6, 7 va 8. Céc cly nay
c6 quan hé v6i nhau nam trong khoang tur 1,732
den 3,000.

— Nhom 3: 3 cay: 12, 13 va 14. Cac cdy nay
¢d quan hé voi nhau nam trong khoang tur 1,732
den 2,646.
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— Nhom 4: gém 3 cay: 5, 11 va 15. Céc cdy
ndy c6 quan h¢ voi nhau nam trong khoang tur
2,449 dén 3,000.

— Nhém 5: gdm 2 cay: 9 va 10. Hai cdy nay
c6 quan hé véi nhau véi khoang cach lién ket di
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truyén 13 2,236 .

Qua két qua phan tich tr marker RAPD, cho
théy 15 mau Phong hué duoc nghién ctru c6 sy da
dang vé di truyén, v6i khoang cach lién két dao
dong twong dbi cao trong khoang 1,732 dén 4,796.
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Hinh 4: So d6 hinh nhanh thé hién mdi quan h¢ giira cic cAy Phong hu¢ theo ki¢u phan nhém
UPGMA, dua trén marker RAPD

3.2 Thir tinh khang khuén
Két qua thir tinh khang khudn cia cac cay

Phong hué c6 su khac biét di truyén dugc trinh bay
qua Bang 3.

Bing 3: Nongd trc ché tdi thiéu ciia cac nhém Phong hué (ug/ml)

Vi khudn

Nhém S. S. E. P.  Sal A. E. E.
aureus faecalis  coli aeruginosa spp hydrophila ictaluri  tarda

1 4096 4096 512 4096 4096 2048 2048 2048

2 4096 4096 4096 2048 4096 2048 2048 2048

3 4096 4096 4096 4096 2048 2048 2048 2048

4 4096 4096 256 4096 4096 2048 2048 2048

5 1024 4096 4096 4096 4096 2048 2048 4096

Qua Bang 3 cho thdy:

Khi niang tc ché cac chung vi khuan cua
cac nhom Phong hué khong giéng nhau va trong
cung nhom Phong hué cling c6 sy khac biét.
Nhom 4 wrc ché manh trén vi khuén E. coli (MIC =
256 pg/ml), ké dén nhém 1 (MIC = 512 pg/ml).
Nhom 5 @c ché tdt trén S.aureus (MIC = 1024
pg/ml). Tuy nhién, cac nhom Phong hué déu
ché gidng nhau trén nhom vi khuin A. hydrophila
va E.ictaluri (MIC = 2048 pg/ml) va cing trc ché
kém trén S. faecalis (MIC = 4096 pg/ml).
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Kha ning khang khudn cia Phong hué trén vi
khudn E. coli 1a rit cao (nhom 4 véi MIC =
256 pg/ml, nhom 1 véi MIC = 512 pg/ml). E. coli
gy viém nhiém va bénh dudng rudt phd bién trén
gia suc va nguoi. Vi khuan gdy bénh duong rudt ¢
ngua, bé, ctru, heo va gia cam non. O ngudi vi
khuén ciing c6 thé giy viém phdi, viém ndo, dic
biét gay bénh tiéu chay ¢ tré em (Nguyén Nhu
Thanh va ctv., 1997). Tinh hinh khang thude cta vi
khuan nay ting nhanh theo thoi gian. Theo Hoang
Hoai Phuong va ctv. (2008), ti 1¢ khang khang sinh
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cia E. coli phan 1ap tir thuc phim nhu sau:

tetracycline  (59,6%), chloramphenicol (50%),
ampicillin = (40,4%), nalidixic acid (20,5%),
sulfamethoxazole va trimethoprim  (45,5%),
ciprofloxacin ~ (10,9%), gentamicin  (9,6%),

amoxicillin/clavunic acid (7,7%), cefuroxime axetil
(1,9%), amikacin (0,6%), cefepime (0,6%) va
ceftriaxone (0,6%). Theo Van Bich va ctv (2009),
E. coli d& khang véi nhiéu loai khang sinh:
nalidixic acid (47,18%), augmentin (31,62%),
cotrimoxazole (50,94%), ciprofloxacin (38,86%),
pefloxacin  (25,47%), cefotaxime (38,68%),
ceftriaxone (42,45%) va imipenem (5,66%). Theo
Eryilmaz et al. (2010), E. coli ¢ kha ning dé
khang cao voi cac nhom khang sinh: ampicillin
(56%), ampicillin va sulbactam (24%), gentamycin
(9%), ciprofloxacin (15%), cefazolin (12%),
trimethoprim va sulfamethoxazol (36%). Theo
Rabia et al. (2012), vi khuan E. coli nhay cam thip
v6i amoxicillin (5,8%), amikacin (32,9%), cefaclor

(43,5%), clavulanic (38,7%), ciprofloxacin
(42,9%), enrofloxacin (40,3%), nalidixic acid
(28,7%), norfloxacin  (38,1%), doxycycline
(18,7%), ampicillin (6,8%),

sulmathoxazole/trimethoprim (32,2%).

Cao Phong hué ciing tac dong tot trén S.aureus
(nhém 5, MIC = 1024 pg/ml). S.aureus gay ra
nhidu bénh nhiém tring, tao mu va giy doc &
nguoi. Thuong giy nhot hodc giy ra nhidu bénh
viém nhiém quan trong nhu viém phdi, viém vi,
viém tinh mach, viém mang ndo, nhiém tring tiéu
va nhidu bénh nguy hiém khac nhu viém tay
xuong, viém mang trong tim. Tu céu cling la
nguyén nhan gay nhiéu vu ngé doc thuc pham do
tao doc to rudt enterotoxin trong thwc phdm va
gdy hoi chimg sdc do tao siéu khang nguyén trong
mau (Todar, 2005). Ching S.aureus dé khang cao
v6i penicillin (89,4%), ké tiép 1a tetracycline
(82,4%), trimethoprim-sulfamethazine (80,6%),
chloramphenicol (64,8%), erythromycin (38,4%)
va methicillin (35,9%), nhitng khang sinh c6 hoat
lyc manh nhu ceftriazol, ciprofloxacin ciing bat
dau bi vi khudn nay khang lai (Lé Huy Chinh,
2003).

Két qua thtr tinh khang khuin cia Phong hué
cling ly giai dugc su st dung Phong hué tri mun
nhot ghé 10, ho, ly cta dan gian (V6 Van Chi,
1999).

Viéc phat hién tinh khang khuan cta Phong hué
trén cac loai vi khuan c6 y nghia dic biét quan
trong trong tim nhiing thuéc méi co kha ning
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khang khuan diéu tri cac bénh ¢ gia suc thay thé
khang sinh héa dugc dang bi khang thuoc.

4 KET LUAN

Thong qua cac dir liéu chi thi RAPD cho thay
Phong hué khong thuan ching ma gom 5 nhom.
Kha ning khang khuan cia cac nhoém khong gidng
nhau, nhém 4 @c ché manh trén vi khuan E. coli
(MIC = 256 pg/ml), ké dén nhom 1 (MIC = 512
pg/ml), nhom 5 e ché tot trén S.aureus (MIC =
1024 pg/ml).
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