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Toém tit. Cao chiét sai dat dwoc pha trong cac dung moi: nude cat, ethanol 96% va methanol 99,8%, sau dé
xt ly nhiét, loc va c6 quay chan khong d€loai boé dung moi. Phwong phap khuéch tan trén giéng thach dwgc
st dung d€ danh gid hoat tinh khang vi khuén V. parahaemolyticus cta cao chiét. DPuong kinh khéang khudn
cua cao chiét sai dat bf“mg nudce cat, ethanol va methanol 1an luwot 1a 12,1, 12,7 va 14,7 mm. Cao chiét bf“mg
methanol 99,8% c6 hoat tinh khang khuén ddi v6i V. parahaemolyticus manh nhat véi ndong d6 tic ché toi
thiéu (MIC) va néng d¢ diét khuén tdi thi€u (MBC) la 15,5 mg-L-" va 31,25 mg-L-. Cao chiét sai dat béng
methanol 99,8% khong gay doc, khong gay chét tom thi nghiém khi cho tom an thitc an phdi tron véi dich
chiét sai dat ¢ nong d6 MBC (31,25 mg-L™"). Nghién cttu nay cho thay tiém niang st dung cao chiét cua cay

sai dat trong phong va diéu tri bénh do V. parahaemolyticus gay ra trén tom thé chan trang.
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Abstract. Wedelia grass was extracted with distilled water, ethanol 96% or methanol 99.8%, followed by
heat treatment and vacuum evaporation to remove solvents. The diffusion method on agar was utilized to
study the antimicrobial activity of the extract against V. parahaemolyticus. The diameter of the antibacterial
zone of the water, ethanol 96%, and methanol 99.8% extracts is 12.1, 12.7, and 14.7 mm, respectively. The
methanol extract exhibits the strongest antibacterial activity against V. parahaemolyticus with the Minimum
Inhibitory Concentration (MIC) of 15.5 mg-L-! and the Minimum Bactericidal Concentration (MBC) of 31.25
mg-L-1. This extract is non-toxic and non-lethal for shrimps at an MBC dose of 31.25 mg-L-'. This study
demonstrates the potential of using wedelia grass extracts to prevent and treat V. parahaemolyticus infection

in shrimps.

Keywords: white-leg shrimp, wedelia grass extract, antimicrobial activity, inhibitory concentration

1 Dit van dée

Hién nay, nghé nudi tom dang d6i mat voi nhiéu thach thic vé& dich bénh va 6 nhiém moi
truong; hién twong tom chét hang loat trén quy mo 16n da gay ton hai vé kinh t€ trdm trong. Mot
trong nhitng nguyén nhan lam cho tom chét la bénh hoai tir gan tuy cap (Acute Hepatopancreatic
Necrosis Disease — AHPND) hay con dwgc goi la hoi chiing tdm chét sém (Early Mortality
Syndrome — EMS). Bénh AHPND gay ty 1é chét 1én dén 80% trén tdm thé chan trang (Litopenacus
vannamei) va tom sa (Penaeus monodon) va ¢ thé 1én dén 100% [1]. Két qua phéan 1ap va gay bénh
thue nghiém cho thay tac nhan gay bénh hoai t&¢ gan tuy cap la chang vi khudn Vibrio
parahaemolyticus véi ddc lwe manh [2] va da dwoc TO chire stee khoé dong vat (World Organisation
for Animal Health — OIE) dwa vao danh sach cac bénh nguy hiém can giam sat tir ndm 2016 [3].
Khéng sinh thuwong dugc st dung trong diéu tri vi khuan. Tuy nhién, nhiéu nghién cttu da cho
thay cac chung V. parahaemolyticus phan 1ap trén tom nudi trén thé gidi déu khang hau hét cac
loai khang sinh phd bién nhu oxytetracycline hay tetracycline [4, 5] va gdy mat an toan thuc
pham. Viéc nghién cttu cac hoat chat khang khuan cé ngudn goc thao dwgc da tro thanh mot
trong nhitng cach tiép can dé thay thé cho viéc st dung khang sinh dang duwoc quan tam. Cac
hoat chat c6 trong thuc vat khong nhiing c6 tac dung diét vi khuan gay bénh, ma con gitp tang
cuong stic dé khang va chdng oxy hod cho co thé vat chua [6]. Mot s6 loai thao duoc da duoc thi
nghiém trong phong va tri bénh cho cac d6i twong thuy san nhu cay xoan (Melia azedarach L.), sai
dat (Wedelia chinensis), toi (Allium sativum L.), cay xuyén tam lién (Andrographus panicullata), cd
nho noi (Eclipta alba Hassk) va cay tram bau (Combretum quadrangulare) [7, 8]. Trong d6, cay sai dat
(Wedelia chinensis) chita cac hoat chat sinh hoc thudéc nhém flavonoid, sterol va saponin. Day la
nhitng hop chat khong nhitng c6 kha nang khang khuan, khang viém ma con gitp phuc hoi va
bao vé t& bao gan. Theo Nguyén Thi Hong Lién va cs., dich chiét tlr than va 14 ctia cay sai dat c6
kha nang khang dwoc cac loai vi khuan Staphylococcus aureus, Seratia marcescens, Sarcina lutea
va Escherichia coli trong di€u kién in vitro 6 nong d6 2—4 g/mL. Hoat tinh khang khuan cao nhat la
6
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do6i voiloai S. lutea, tiép theo 1a S. aureus, S. marcescens va E. coli. Hoat tinh khang khuan tir dich
chiét cua 14 va than cay sai dat khong chiu tac dong ctia nhiét va hoat tinh duy tri trén 80% khi
xtr ly & 100 °C trong 20 phut [9]. Cao chiét sai dat véi nude cat hodc ethanol chiva cac nhém nhom
hop chat phenol, triterpenoid va saponin; day la cac hgp chat tw nhién ¢ ddc tinh chdng vi khudn,
chong vi rat, chdng ndm, chong oxy hoa, chong viém, chong ung thu va hoa tri [10]. Tuy nhién,
viéc nghién ctru ting dung cay sai dat trong thuy san van con han ché. Muc tiéu ctia nghién ctru
nay la danh gia kha nang khang khuan ctia cao chiét sai dat 1én vi khuan V. parahaemolyticus gay
bénh hoai it gan tuy cap trén tdm nham cung cap co s khoa hoc cho cac nghién ctru tiép theo

vé str dung cao chiét sai dat trong phong bénh do vi khudn gay ra trén tom thé chan trang.

2 Vatliéu va phuwong phap
2.1  Ngudn gdc sai dat va tao cao chiét
Nguodn gdc sai dat

Cay sai dat (Wedelia chinensis) sit dung trong thi nghiém duoc thu gom nguyén cay ¢
Thira Thién Hué, dem vé phong thi nghiém, sau d6 rtta sach véi nuée va thu than va 14 cat nhé.
Sai dat duoc say ¢ 60-70 °C trong sau gio trudc khi tién hanh tao cao chiét. Nghién nho than va
1a sai dat kho bang may xay sinh t& da nang Philips HR2221/00 (Ha Lan). Bao quan bot kho sai
dat thu dwoc 6 4 °C.

Tao cao chiét

Than va 14 sai dat duoc chiét bang methanol, ethanol va nudc cat theo phwong phép caa
Tran Hung va Nguyén Viét Kinh [11]: Ly 10 g bot tho than va 14 sai dat tron véi 100 mL dung
moi (methanol 99,8%, hodc ethanol 96% hoac nude cat) trong mot binh nén va 14c & 60 °C trong
20 phat v6i methanol 99,8% va 100 °C véi ethanol 96% hodc nudc cat. Dich chiét dugc loc thd roi
sau d6 loc qua giay loc Whatman 1001-150 (GE Healthcare, Viong qudc Anh) véi kich thudc 16
loc 11 um va c6 quay bang may Rotavapor R-300 (Thuy S§) & 60 °C & &p sudt chan khong dé loai
bd dung moi; dén khi con khoang 20 mL thi thu cao chiét (bang 1/5 thé tich ban dau) va bao quan

0 —20 °C dé st dung trong cac thi nghiém.

2.2 Ngudn vi khuén thi nghiém

Chung vi khudn V. parahaemolyticus NNP 001 phan 1ap trén tom thé chan trang nuoi tai
Thira Thién Hué bi bénh hoai ti gan tuy cdp nam 2019 [12] duoc luu gitt va cung cdp tir phong
thi nghiém thudc B6 mon Bénh Thuy san, Khoa Thuy san, Truong Pai hoc Nong Lam, Pai hoc
Hué.
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Chung vi khuén V. parahaemolyticus NNP 001 dwoc phuc hoi trén méi treong Tryptone
Soya Agar (TSA, Himedia, An DJ), b6 sung 2% NaCl. Sau d6, vi khuan duwoc nudi cdy tang sinh
tro lai trong moi truong Tryptic Soy Broth (TSB, Himedia, AnDg), bd sung 2% NaCl va duoc
trong ti &m GFL 3032, (GFL, Dttc) & 30 °C véi tdc do lac 180 vong/phut trong 24 gio. Mat dd vi
khuan sau khi nu6i cdy dugc xac dinh theo phwong phap do mat dd quang (Optical density —
OD) ¢ budc séng 600 nm trén may quang pho UV-VIS (U2900, Hitachi, Nhat Ban) va dwgc pha
loang vé gid tri OD = 1 (twong dwong mat d6 vi khuan la 10° CFU/mL, gi4 tri tinh duwoc tir dém
truc tiép khuan lac khi xay dung duwong chuan cho chung V. parahaemolyticus, Phong thi nghiém
Bénh thuy san, Khoa Thuy san, Treong Dai hoc Nong Lam, Dai hoc Hué), sau d6 dugc pha loang
v€ 105 CFU/mL d¢€ thit kha nang khang khuan ctia dich chiét sai dat voi ting loai dung moi.

2.3 Xac dinh kha ning khang khuan ctia cao chiét sai dat

Kha nang khang khudn ctia cao chiét sai dat vdi ting loai dung moi duoc tién hanh theo

Tucker va cs. [13], gdm cac budc nhu sau:

Trai déu vi khuédn 1én moi truong TSA + 2% NaCl da chuan bi trudce. Dia thach dwoc d€
kho 3-5 phut triede khi duc cac 16 giéng véi duong kinh 6 mm véi khoang cach thich hop trén dia
thach dd'trai vi khuan.

Hu't chinh xac 50 uL nudc cat cho vao giéng thach (1) d€ lam ddi ching am. Giéng (2): 50
uL cao chiét sai dat trong methanol 99,8% (ndng dd twong dwong 2500 ug/giéng). Giéng (3): 50
uL cao chiét sai dat trong ethanol 96% (nong do tuong duong 2500 pg/giéng). Giéng (4): 50 uL
cao chiét sai dat trong nudc. Boi chung duong: stt dung khang sinh la'amoxicillin (125 pg).

Sau do’ dé€ khoang 15 phut cho cac chat thit nghiém khuéch tan vao lop thach. Kiém tra
duong kinh vong khang khuan sau 24 gio nudi cdy ¢ 28-30 °C. Muc d6 khang vi khuan
V. parahaemolyticus cua cao chiét sai dat dwoc danh gia theo Faikoh va cs. (Bang 1) [14].

Thi nghiém duoc 13p lai bon l1an.
24  Xac dinh nong do trc ché toi thi€u va nong dd tiéu diét t6i thiéu
Nong do trc ché t6i thi€u
Nong d6 tic ché'toi thiéu (MIC — Minimum Inhibitory Concentration) dwoc xac dinh theo
phwong phap pha loang nong d6 trén dia 96 giéng theo CLSI [15].

Chuan bi vi khuan: Vi khuan Vibrio parahaemolyticus duoc chuan bi nhu muc 2.2 va mat d¢
vi khuén sau d6 duoc pha loang vé 10¢ CFU/mL dé thi nghiém.
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Bang 1. Bang danh gid muc d6 khang vi sinh vat ctia cao chiét sai dat

Duong kinh vong khang vi sinh vat (mm) Mvu'c 46 khang vi sinh vat
215 Manh
7,5-15 Vua
<75 Yéu
0 Khong khang

Chuén bi cao chiét: Sau khi xac dinh dwgc hoat tinh khang khuan cua cao chiét sai dat trong
ba dung moi, chung t6i tién hanh xac dinh nong do e ché tdi thiéu trén dia nhya 96 giéng véi
thé tich 2 mL/giéng.

Cho 100 pL dung dich vi khuan vao tlng giéng ctia dia 96 giénhg chira sén 100 uL dung
dich cao chiét da duoc pha loang thanh cac néng d6 khac nhau theo co s6 2 véi dung dich goc
ban dau la nong d6 5000 mg/L cho dén 15,5 mg/L. Sau d6 bd sung 20 pL thudc thir resazurin
0,01% vao mdi giéhg va nudi cay ¢ 30 °C trong 24 gid. Quan sat sy d6i mau, ghi nhan gia tri MIC
la néng d6 cua giéng khong lam d6i mau cta thudc thir resazurin & nong d6 thap nhat cua dich
chiét trc ché dwoc vi khuan.

Nong do tiéu diét tdi thiéu

Nong d6 tiéu diét toi thiéu (MBC — Minimum Bactericidal Concentration) duwoc xac dinh
theo CLSI bang phuong phap trai dia thach. Hat 20 uL dich thit nghiém trén cac giéng khong c6
sy d6i mau cua resazurin 0,01% tir thi nghiém xéc dinh MIC va nho 1én moi truong thach TSA +
2% NaCl da chuan bi sdn vat & 30 °C sau 24 gio d€ quan sat sy phét trién ctia vi khuan. Gia tri

MBC la néng d¢ thap nhat trong day nong do ctia cao chiét cd thé tiéu diét toan b vi khudn trong

giéng (vi khuan khong phat trién trén dia thach) [16].

25 Panh gia nguong an toan ciia cao chiét sai dat trén tom thé chan trang
Chuén bi tdm thi nghiém

Tom thi nghiém c6 khoi lvong trung binh 1,5-2,0 g/con duoc cung cdp ttr mot trai san xuat
tom giong & xa Pht Thuéan, huyén Phu Vang, tinh Thtra Thién Hué. Tom da dwoc kiém dich va
khong mang mam bénh d&m trang (White spot Disease — WSD), bénh Taura (Taura Syndrome
Virus — TSV) va vi bao t& trung va khong nhiém vi khuén Vibrio parahaemolyticus tai Tram chan

doan xét nghiém va diéu tri bénh dong vat cia Chi cuc Chan nudi, tinh Thtra Thién Hué.
Tom duoc nudi thuan trong bé composite 2 m? & do man 20-25%o trong 14 ngay dé thich
nghi v6i moi truong thi nghiém. Trudce khi tién hanh cac thi nghiém, tom dwoc kiém tra khong
9
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mang mam bénh Vibrio bang cach 1dy mau gan tuy tlr nam con tom cay truc tiép trén moi truong

TCBS agar, quan sat sy phat trién cua vi khuan ¢ 28 °C sau 24 gio.

B4 tri thi nghiém

Thi nghiém dugc b8 tri trong cac bé nhira (V = 120 L) dugc khir trung bang chlorine
100 ppm va phoi kho. Sau d6 cdp nudc bién (d6 man 30%o) vao khoang 2/3 thé tich bé nudi va

suc khi lién tuc. TO6m thé chan tréng dwoc bd tri véi mat do 30 con/bé.

B0 tri thi nghiém gdm: ba nghiém thitc thi nghiém véi ba nong do cao chiét khac nhau va
mot nghiém thic doi ching. Mbi nghiém thitc duoc 1ap lai ba lan. Trong d6: nghiém thic 1 st
dung néng d6 MBC mg/L (ky hiéu TN1); nghiém thutc 2 sit dung nong d6 20 x MBC mg/L (ky
hiéu TN2); nghiém thitc 3 sit dung nong d6 40 x MBC mg/L (ky hiéu TN3); va nghiém thitc d6i
chiing tom khong cho &n cao chiét (ky hiéu TN4).

Tom thi nghiém dwoc nuodi & do man 20-25%o va cho an thirc an INVE (Thai Lan) c6 hoac
khong c6 cao chiét cay sai dat ba lan/ngay vao luc 6, 12 va 18 gio véi luong thikc &n bang 2% khdi
luong than. Suc khi lién tuc 24 gio/ngay. Theo doi va danh gia ty 1é sdng trong 7 ngay.

2.6 Xwlyso liéu
S6 liéu dwoc xtt ly bang phdn mém Microsoft Excel 2013 va phan mém SPSS Statistics 22,

phéan tich phuong sai ANOVA mot yéu t6 dé€ so sanh sy khac nhau vé duong kinh vong khang
khuan & mttc y nghia thong ké p < 0,05 bang phuong phép kiém dinh LSD.

3 K&t qua va thao luan
3.1 Khaning khang khuan cua cao chiét sai dat d6i voi vi khuan Vibrio parahaemolyticus

Két qua thte nghiém kha nang khang khudn cta cao chiét sai dat cho thay cao chiét sai dat
bang ba loai dung mdi déu c6 kha ning khang vi khuan V. parahaemolyticus gay bénh hoai tit gan
tuy cap trén tdm thé chan trang tai Thira Thién Hué (Hinh 1). Puong kinh vong khang khuan ctia
cao chiét sai dat bang methanol cao hon so véi bang ethanol va nudc (Bang 2). Két qua thtr kha
nang khang khuan bang phuong phap khuéch tan trén dia thach cho thay, sau 24 gio, duong
kinh vong khang khuan cta cao chiét voi methanol, ethanol va nude lan luot 1la 14,7 £ 0,91, 12,7 +
1,92 va 12,1 +1,59 mm, cao hon c6 y nghia thong ké so véi khang sinh amoxicillin (9,2 + 5,3 mm)
(Bang 2). bBiéu nay chiing t6 kha nang khang khuan cta cao chiét tir cy sai dat co thé thay thé
cho khang sinh trong phong va tri bénh do V. parahaemolyticus gay bénh hoai tr gan tuy cap
AHPND trén tom thé chan trang.

10
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Hinh 1. Hoat tinh khang vi khuén Vibrio parahaemolyticus ctia cao chiét sai dat bang ethanol,

methanol va nuwéc

Bang 2. Buong kinh vong khang vi khuén Vibrio parahaemolyticus ctia cao chiét sai dat

vdi cac loai dung moi khac nhau

Cao chiét sai dat Puong kinh vong khang khuan (mm)
Cao chiét vdi methanol 99,8% 14,72+ 0,91
Cao chiét vdi ethanol 96% 11,7°+1,92
Cao chiét véi nude 12,1°+1,59
béi chiing duong (khéng sinh AM) 9,225+ 5,3
Déi chimg &m (nude cat) 0d

Ghi chii: Céc ky tw khéc nhau trén cling mot cot cho biét sy sai khac ¢ y nghia théng ké (p < 0,05);

AM la amoxicillin.

Dua vao bang danh gia mic d¢ khang vi sinh vat (Bang 1), c6 thé thay cao chiét sai dat
trong ca ba dung moéi déu c6 kha nang khang vi khudn V. parahaemolyticus & mirc d6 vira (duong
kinh vong khang khuan 10-14 mm). Trong d6, methanol cho két qua khang khudn cao nhét do
methanol la dung méi phan cuc cao, c6 kha nang hoa tan duoc nhitng hop chat tu nhién cé trong
thao dugc. Nhw vay, dung moéi anh huong 1on dén kha nang khang khuan caa cao chiét. Bén canh
d¢, viéc stt dung methanol va ethanol d€ chiét xuét tinh chat tir thao duoc téng cuong hoat tinh
khang khuan ctia thdo dugc cao hon so véi chiét xuat bang nuede [13], hay hexane va ethyl axetat
[17]. Theo Turker va cs. [13], cao chiét thao duoc chiét xuat bang ethanol va methanol c6 hiéu qua
khéng khudn cao hon so véi chiét xuat bang nwdc cit va cé thé khang ca hai loai vi khuan Gram
am, Gram duong. Nhom téc gia cling cho rang cac cao chiét thao dugc rat cé tiém nang trong viéc

kiém soat dich bénh trong nudi trong thuy san. Trong tw nhién, nhitng hop chat khang khuan c6

11
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trong thao dwgc ¢ kha nang bao vé va gitip ban than cay thao duoc d6 tranh dwge mét s6 vi sinh

vat gay bénh.

Twong tu nhu cdy sai dat, mot s6 loai thao dwgce khac cting c6 cac hop chét c6 hoat chat
sinh hoc véi kha ndng khang vi khuan V. parahaemolyticus. Dich chiét tho ti than va 1a cay thom
16m (Polygonum chinense L) véi liéu st dung 10 pg/mL (twong ting véi 200 pg/khoanh/20 mL) ¢
duong kinh vong khang khuan d6i vi khuan V. parahaemolyticus gay bénh AHPND trén tom nudc
lo 20,6 mm [7]. Dich chiét hat sim (Rhodomyrtus tomentosa) & nong dd 30 ug/uL c6 duwong kinh
vong vO khudn d6i v6i cac chang V. parahaemolyticus KC13.14.2, V. parahaemolyticus KC12.02.0 va
Vibrio sp. KC13.17.5 lan lwot 1a 17,67, 18 va 19,33 mm. Ngoai ra, bay loai cao chiét thao duoc ¢
hoat tinh khang khuan khéc nhau, trong d6 cao chiét tix cay thau dau (Ricinus communis L) cho
hiéu qua cao nhét véi duong kinh vong khang khuan trén hai ching V. harveyi gy bénh phat
sang va V. parahaemolyticus gay bénh AHPND trén tom twong ting la 18,0 + 1,4 va 17,5 + 0,7 mm
[6, 8]. Nhu vay, kha ning khang vi khuan V. parahaemolyticus ctia cao chiét tir cay sai dat bang
methanol ndm & mdc vira va manh [8] (14,7 + 0,91 mm), thap hon so véi dich chiét tho ctia cac
loai thao duoc trong nghién ctru cia Hoang Mong Huyén va cs. Tuy nhién, dich chiét tho thuong

khé bao quan hon so véi cao chiét [14].

3.2 K&t qua xac dinh néng dé trc ché t6i thiéu va ndng d6 tiéu diét toi thiéu ctia cao chiét cay
sai dit d6i v6i vi khuan Vibrio parahaemolyticus giy bénh hoai ti gan tuy cip
Nong do trc ché'toi thiéu la ndong do thap nhat trong day nong do6 thie nghiém ctia cac dich
chiét c6 thé tic ché su tang trudng cua vi khuan. Do d6, nong do tic ché t6i thi€u cang thap thi
kha nang khang khuan cang cao. Két qua thir nghiém vé ndong do ctia cao chiét sai dat doi voi vi

khuan V. parahaemolyticus dwgc trinh bay trong Bang 3.

Khi st dung nudce cat lam dung moi dé€ tao cao chiét thi & nong do 1000 mg/L, ¢ su phat
trién cua vi khudn (OD = 0,2 sau 24 gio u ¢ 28-30 °C). Cao chiét v6i methanol va ethanol ¢ kha
nang tc ché vi khuan ¢ nong do rat thap (15,5 mg/L). Tuy nhién, vi khuan phat trién tro lai trén
dia thach sau 24 gid nudi cdy & ndng d6 15,5 mg/L ddi véi cao chiét bang methanol va 31,25 mg/L
ddi véi cao chiét bang ethanol.

Nong do tre ché'toi thiéu va ndong do tiéu diét t6i thiéu ctia cao chiét sai dat 1én vi khuan V.
parahaemolyticus dwoc trinh bay ¢ Bang 4.

Két qua xac dinh nong do6 tiéu diét t6i thiéu ctia cao chiét sai dat trong ba dung méi 1én vi
khuan V. parahaemolyticus cho thay nwdc cat co gia tri MBC 5000 mg/L. Trong khi d6, ¢ cao chiét
v6i ethanol va methanol, vi khuan V. parahaemolyticus bi tiéu diét hoan toan ¢ cac nong do 62,5

12
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Bang 3. Két qua sang loc va xac dinh ndng d6 trc ché toi thiu cua cao chiét sai dat
1én vi khuén Vibrio parahaemolyticus

Cao chiét sai dat Noéng do Nong dd tec ché tdi thi€u (MIC)
Nong ?I?lgp/ls loang ("CIFIB};l;?:) Methanol Nudc Ethanol

5000 - - -

2500 - - -

1000 - + -

500 - + -

250 - + -

100

125 - + -

62,5 - + -

31,25 - + +

15,5 + + +

Ghi chii: (+): Vi khuén phat trién, (-): Vi khuan khéng phat trién.

Bang 4. Nong do ttc ché't6i thi€u va néng do tiéu diét t6i thi€u cta cao chiét sai dat

1én vi khuan Vibrio parahaemolyticus

Loai dung méi Nong d6 tec ché t6i thi€u (mg/L) Nong d6 tiéu diét t8i thi€u (mg/L)
Nudc 2500 5000
Methanol 15,5 31,25
Ethanol 15,5 62,5

va 31,25 mg/L. Theo Canillac va Mourey, néu ty 16 MBC/MIC < 4 thi cao chiét dwoc xem 1a c6 kha
nang diét khuan; néu ti 1é nay 16n hon 4 thi ching chi c6 tac dung kim ham sy phat trién cta vi
khuan [18]. Két qua nghién cttu cho thay cao chiét tir cay sai dat chiét xuat bang methanol va
ethanol c6 kha nang tiéu diét vi khuan V. parahaemolyticus gay bénh hoai tit gan tuy cap AHPND
trén tom thé chan trang véi ty 16 MBC/MIC ctia methanol 1a 2 va ethanol 1 4.

Nudc cat, methanol va ethanol la nhitng dung mdi c6 tinh phéan cuc tang dan. Theo Trinh
Thi Trang va Nguyén Thanh Hai, cac loai dung mdi tach chiét khac nhau c6 kha nang hoa tan cac
hop chét trong thuc vat khac nhau [19]. Chéng han, ethanol c6 kha nang tach chiét cac hgp chat
ttr 14 trdu khong t6t hon methanol va nwée. Nhu vay, két qua nghién ctu ctia chiing t6i cho thay
dung méi c6 d6 phan cuc cao (ethanol va methanol) c6 kha nang tach chiét cac hoat chat trong

sai dat tot hon nudec.
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3.3 K&t qua danh gia nguwdng an toan cta cao chiét toan phan trén tém thé chan tring

Trén co so xac dinh gia tri MBC cao nhat trén chung vi khuan Vibrio parahaemolyticus duoc
thit nghiém, chiing t6i thtr ngudng an toan trén tom thé chan trang nham xéac dinh doc tinh ctia
cao chiét cay sai dat dén ty 1& sdng ctia tom thé chan tring nhdm hudéng dén st dung cao chiét

trong phong bénh hoai tt gan tuy cdp trén tdm thé chan trang.

Két qua theo doi tdm thi nghiém cho thay, tom bat dau chét vao ngay dau tién sau khi cho
an cao chiét va ngting chét vao ngay thit 6 & cac nghiém thitc 2 va 3. Sau bay ngay, tom & nghiém
thitc 2 cho dn cao chiét sai dat voi nong do 20 x MBC (625 mg/L) c6 ty 1€ chét 16,7%, thdp hon so
v6i nghiém thiic 3 cho dn cao chiét sai dat véi ndong d6 40 x MBC (1250 mg/L) (ty 1é chét 23,3%).
Nghiém thtrc 3 c6 ty 1¢ tom chét cao nhat trong thi nghiém. Trong khi d6, 6 nghiém thitc doi
chiing (nghiém thirc 4) va nghiém thic 1, cho an cao chiét sai dat voi nong dd6 MBC (31,25 mg/L),
khong xuat hién tdm chét (Hinh 2).

Ty 1é chét ctia tom thé chan tréng & bon nghiém thitc cho dn va khong cho &n cao chiét sai
dét ¢ cac nong do khac nhau déu dudi 50%; do do, khong xac dinh duoc nong d6 gay chét LCso
cuia cao chiét tir cay sai dat. Tom chét c6 dau hiéu gan bi nhat mau va gan bi nhiin (Hinh 3). Khong
phan 1ap duoc vi khudn Vibrio parahaemolyticus trén tom chét, chiing té tom chét khong nhiém

khuan.
Viéc st dung li€u cao chiét sai dat & mic 625 mg/L hay 1250 mg/L c6 kha ndng gay ngod
ddc gan & mot s ca thé tom.

=&—Nghiém thic NT1
=—#—Nghiém thirc NT 2

25.0% Nghi¢m thire NT3
20.0%
£ 15.0%
T
o
= 10.0% r
o
3 r
5.0%
0.0% 3% > 3 ¥% %% ¢ % *
1 2 3 4 5 6 7
NGAY

Hinh 2. Ty 1¢ chét ctia tom thé chan trang sau bay ngay cho &n cao chiét sai dat Wedelia chinensis
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Hinh 3. T6m thi nghiém khi &n cao chiét sai dat, (A) Gan tdbm nhat mau va bi nhiin khi cho &n cao chiét sai
dét & liéu 1250 mg/L (40 MBC); (B, C) tdm khoé manh, gan tdm ddm mau, cc thuy gan rd rang
khi cho an cao chiét ¢ liéu 31,25 mg/L

Trong sai dat c6 cac hop chét phenol, triterpenoid, saponin, v.v., ¢6 tac dung khang khuan
va khéang ndm cao. Tuy nhién, ndng d6 st dung qué cao cé thé dan dén ngd ddc [20]. Trong thi
nghiém nay cao chiét tir cay sai dat & nong d6 31,25 mg/L (liéu MBC) khong gay chét cho tom,

chiing to nong do nay an toan cho tom thi nghiém.

4  Kétluan

Két qua thtr kha nang khang vi khudn Vibrio parahaemolyticus ctia cao chiét tir cay sai dat
chiét xuat bang nudc, methanol 99,8% va ethanol 96% cho thay ca ba loai dung méi nay déu c6
kha nang khang V. parahaemolyticus, trong d6 cao chiét methanol cho két qua t6t nhét véi duong
kinh khang khuan 14,7 + 0,91 mm.

Nong dd tec ché' tdi thiéu ctia cao chiét sai dat bang nude cat, methanol va ethanol ddi véi vi
khuan V. parahaemolyticus 1an lwot 1a 2500, 15,5 va 15,5 mg/L.

Nong do tiéu diét toi thiéu cao chiét sai dat trong methanol 99,8% la 31,25 mg/L, ethanol 96%
la 62,5 mg/L va nudc cat 1a 5000 mg/L.

Cao chiét sai dat voi methanol 99,8% 6 nong do MBC 31,25 mg/L 1a an toan véi tom thé chan

tréng.
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