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1.MO PAU

Drosera (Droseraceae) |a nhém thuc vat bit mdi 16n nhit, bao gom 170 loai trén toan thé
gi¢i. O Viét Nam, hién nay chi c6 3 lodi Drosera duoc tim thiy: Drosera peltata J.E.Sm.var.
lunata Clarke ex Hook. F, Drosera indica L., Drosera burmanni Vahl. Drosera |a nhirng loai
thue vat mang nhidu dic diém khéc la, dep mét va co tiém ning kinh té to 16n trén thi truong hoa
canh. Mat khéc, Drosera c6 tam quan trong to 16n & gia tri duoc tinh cia ching. Drosera chia
céc hop chat quinone c6 nhiéu tac dung tri liéu khéc nhau nhu khang khuan, khang nam, chéng
ung thu, chong lao, viém phdi, ho g4, ... Nhung trong tu nhién, quan thé thyc vat thudc ho
Droseraceae ngdy cang tré nén khan hiém (ching duoc liét vao danh séch do céc thuc vat bi de
doa ciia Chau Au), dan dén tro ngai khi sir dung céy trong thién nhién 1am ngudén cung cap hop
chét c6 hoat tinh sinh hoc.

Trong bai ndy, ching téi nhan gidng in vitro cly Drosera burmanni Vahl nham ly trich va
nghién ciru hop chét quinone tir dich chiét caacay [2,3].

2. VAT LIEU VA PHUONG PHAP

2.1.Vatliéu

—  Hat c8y Drosera burmanni Vahl thu duoc tir khu du lich sinh théi Bic Binh, Binh Thuan.

—  Mai truong nudi ciy: méi trudong rpuéi khoang co ban cia Murashige va Skoog (1962) ¢
ham lueong khoang da luong giam 1/2 bo sung duong (30 g/l), than hoat tinh (1 g/l), Casein
hydrosylate (100 mg/l) vapH 5,8 (mbi truong MS 1/2).

— Diéukién nubi ciy: chiéu sang 16 gio/ngdy voi cuong do 3000 lux, nhiét do 22-25°C.

2.2. Phuwong phap

2.2.1.Kha trung hat

Tréi chira hat duoc dem khir triing trong dung dich Javel véi cac nong do thay doi, bd sung
0.01% (v/v) Tween-20, trong thoi gian 5, 10, 15, 20 phdt, sau d6 ralai bang nuéc cat nhicu lan.
Hat tach khoi tréi dugc gieo trén mdi truong MS 1/2. Hat nay mam sau 3 tuan.

2.2.2.Tang sinh D. burmanni Vahl

Cay con sau khi nay mam, duoc cit dot vanudi cay trong mi truong MS 1/2 rén (bd sung 7
g/l agar) valong (khong bo sung agar). Cay trong mai truong long dugc lac 120 vong/ phdt trong
cung diéu kién nubi cay.

2.2.3.Lytrich va cd lap hep chdt

Toan cay tuoi dem siy kho & 50°C, xay nhuyén duoc bot cdy kho. Ngam dam bot cay kho
trong ethanol & nhiét d6 phong, sau it nhat 24 gio dem loc thu dich loc va cd quay chan khong thu
dugc cao ethanol. Tur cao ethanol tien hanh ¢ 1ap hop chat bang phuong phap sic ky cot silica
gel vatinh ché bang sac ky ban mong.

Dé nhan biét sy hién dién cua hop chit quinone, cac phan doan thu duoc tir phurong phép sic
ky cot dugc cham |én ban mong sic ky, mdi vét 10 m, song song véi chét doi chiéu 2-methyl-5-
hydroxy-1,4-naphthoquinone. Giai ly ban sac ky véi hé dung mbi eter dau hoa: benzen (3:7), vi
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tri cac vét dugc quan sét dudi dén UV 254 nm hay phun ban véi thude thir Borntraeger 5% KOH
trong methanol (dé thay vét héa do).

2.2.4.Khdo sét hoat tinh sinh hec ciia hep chdt co Idp

Khao sét tac dung khéang khuin: dung ethanol dé hoa tan va tim 50 ng hop chat co lap duoc
trén mdi dia gidy vo tring (duong kinh 6 mm). Thuc hién ciing véi 2 mau ddi ching |1a nuée cat
vo triing va ethanol véi ciing thé tich dung dé tam hop chit trén mdi dia gidy. Céc dia gidy duoc
dit trén céc dia petri méi truong LB da trdi cac chung vi khuan: Bacillus subtilis, Bacillus
pumilus, Sarcina lutea (gram duong) ; Escherichia coli, Salmonella typhi, Shigella spp. (gram
am). Buong kinh vong khang khuin duoc quan sét sau 24 gio u & 37°C.

2.2.5.X&c dinh cdu trac cia hep chdt co ldp

~Cau trlic héa hoc ciia hop chét cd 1ap dugc xéc dinh bing cc phuong phép: pho khdi MS,
phd hdng ngoai IR, phd cong huang tir hat nhan 1 chiéu *H-NMR, *C-NMR.

3. KET QUA VA THAO LUAN
3.1. Khir trung hat Drosera burmanni Vahl

Hat cdy Drosera burmanni Vahl khtr trung thanh cong véi dung dich: Javel 10% (VIv) +
Tween-20 (0,01%) trong thoi gian 10 pht, tao duoc 94,09% hat vo tring (bang 1). Hat nay mam
sau 3 tudn gieo trén méi trudong MS 1/2. Cay mam duoc ding |am nguyén liéu nudi ciy in vitro.
(hinh 1)

Hinh 2. Sy phét trién cua Drosera burmanni Vahl trong méi truong MS 1/2 [ong vaMS 1/2 ran.
A: MS 1/2long; B: MS 1/2rin
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Bang 1. Ty 1& hat ndy mam (% + SE) sau 4 tuan khir tring

Néng do Javel Thoi gian (pht)
(% viv) 5 10 15 20
5 6,99 + 5,68 10,42 + 4,79 25,07 £ 6,93 11,96+ 4,91
10 40,32 £ 8,19 94,09 £ 6,45 37,37+£9,42 484 +558
15 58,81+11,89 | 27,60 9,15 12,46 £ 4,47 0,00+ 0,00
20 25,64 + 6,21 13,91+ 6,20 1,05+ 2,35 0,00+ 0,00

3.2. Tang sinh D. burmanni Vahl

Drosera burmanni Vahl c6 khi nang song trong mdi truong long. Két qua cho thay khi nudi
ciy trong moi truong long (khong co agar), 100% mau ciy déu con song, 14 ting treong xanh t6t
vatao nhiéu chdi. Ty Ié chdi/ miu cdy & mdi truong long cao hon trong mai truong ran (bang 2),
nhu vay mdi trudng long dé cai thién kha nang nhan chdi caa Drosera burmanni Vahl.

Béang 2. So sénh kha ning sdng caa céy trong mdi trudng MS 1/2 16ng varan.

M@&i trwong
MS 1/21éng MS21/2rin

Chi tiéu so sanh

S6 chdi/mau cay 3,18 +0,68 2,06 + 0,36
- Laxanh tét - Laxanh tot
- Thoi gian cay tang trwong | - Thoi gian cdy tang truong

. x 2 nhanh cham hon

Tinh trang mau cay - Cay ra ré khoe va nhanh | - Cay ra ré binh thuong, thoi

hon gian lau hon

3.3. Ly trich va co 1ap hep chit quinone

Cao thd ethanol dung dé thuc hién sic ky cot véi cac don dung méi eter dau hoa, benzen,
chloroform, ethyl acetate va cd quay thu hdi dung mdi dwoc nhidu phan doan. Mdi phan doan
dugc giai ly trén sic ky ban mong cling voi chat ddi chiéu (2-methyl-5-hydroxy-1,4-
naphthoquinone) va hién hinh véi thuéc thir 5% KOH trong methanol.

Trén ban sic ky giai ly voi hé dung méi eter dau hoa: benzen (3:7), chi c6 phan doan thir 2
trong phén doan cao benzen ¢ 1 vét mau vang cam, tron, dam nét, véi Rf= 0,33. Sau khi cho
hién hinh véi thudc thir Borntraeger 5% KOH trong methanol, vét ndy chuyén thanh mau do
(hinh 3). Phan doan nay dugc chon dé tinh ché hop chat quinone.

Hop chat duoc tinh ché nhiéu lan bang sic ky diéu ché bang dung méi cloroform cho dén khi
san pham thu duoc chi con mdt vét tron ré khi kiém tra bing sic ky ban mong. Hop chét ¢6 lap
dugc két tinh lai trong chloroform cé dang tinh thé hinh kim mau cam do (hinh 4).
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Hinh 3. Sic ky ban mong: quan st bang mit thuong (A), quan sét dudi dén UV (B), phun xit ban
maéng bang thuoc thir Borntraeger (C); 1, 2, 3, 4, 5, 6: cac phan doan trong phan doan cao benzen;
P: chit di chiéu

1 em . .

B

’ _Hinh 4. Sacky diéu ché: ,
A: Ban sicky diéu che; B: kgém trado tir)h sach cua hgp chat;
C: tinh thé cua hop chat

3.4. Khao sét hoat tinh sinh hec ciia hgp chat quinone d co 1ap

Hop chit da cd lap thé hién tinh khang véi 6 chiing vi khuan thir nghiém gom 3 chiing gram
am, 3 ching gram duong (duong kinh vong khang khuan tir 12- 35 mm). Trong do, hop chat co
kha nang khang khuan manh nhat doi véi chiang Escherichia coli (hinh 5).
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Hinh 5.Vong khéng khuan do tac dung cia hop chit c6 1ap dugc trén 6 chung vi khuan thir nghiém
A: Escherichia coli; B: Salmonella typhi ; C: Shigella spp.
D: Bacillus pumilus; E: Bacillus subtilis; F: Sarcina lutea
1: Béi chiang nuée vo tring; 2: Bi ching ethanol; 3: Hop chét khao séat



Science & Technology Development, Vol 10, No.04 - 2007

mbhundance BEcait B5 [4_5689 minf: T[-DEIPBET.IF
430

350000
aoacog |
250000 |
zosoas

1T=oOoOn

1C0aCo
=7
135
sooo0a | e za8
1 = 121
e | Mt B354
e | 1 ZHE  oanzse =Ba a1 #5853y 424  4ge 454 S1sz0
mJ = LA 1006 150 200 _2-5':" 350 350 400 -450 500
N £ ) 2
Hinh 6a. Két qua pho MS
0.55 :
':mim -
0.50
0.45 |I
0.40 |
" |
b 0.35 ! |
= |
< can o
r = |)l”i1 S
b 0.25 1 H-:se.sr
. ] | .
. o.20 l| 1 1
> 0.15 f | ii"""l 1'“1#
| 1|
0.10 | | I:1I'i |l|-||II Ii poug 73 o an
RELLLE 3 [ 1 sp=0s
0.05 ez e Il 1 | L |,| || I‘-J L.l J_|L 1 rl e
T | | | 4 ¥ b An N
L . . S \ el T e LB Y | Bl L ke T
4000 3500 3000 2500 2000 1500 1000 500
N £ ) 2
Hinh 6b. Két qua phé IR
=
= SEFSE AR R e R R AR SRS E SRR
= el o R L o s e o S e R e Y T
3 B
R o I e
| ) e B
B L ‘a.o_,r"\._,—uk e e
[} : e
110\ JL J !
" T T : ' ! - : - - : . T T T Y
3 iz iz 1o = a8 T L 5 a 3 2 i o PP
H FAFC.HQW < J‘er [h e
= e = e ] o= l=ES e s
= =HE R o e i e ]
= B M [ il iles | b=l

Hinh 6c. Két qua phd DMSO- 1H
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Hinh 6d. Két qua phé DMSO- C13CPD

3.5. Xé&c dinh céu trac caa hep chit quinone cd |ap dugc
Két qua két hop pho khdi MS, pho hong ngoai IR, pho cong huong tir hat nhan 1 chiéu *H-
NMR, ®C-NMR, cho biét hop chét cd 1ap dugc thuoc nhém anthraguinone c6 khéi lugng phan tu
M= 530 véi cong thirc phén tir [ CsHs00s:
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4. KET LUAN

- Nong d¢ khir tring hat Drosera burmanni Vahl thich hop 14 10% (v/v) Javel, b sung 0.01%
(v/v) Tween-20, trong thoi gian 10 phL’Jt
- Céy D. burmanni Vahl phat trlen tbt ca trong moi truong MS /2 rin valong. Nudi ciy 16ng
gop phan cai thién kha nang nhan giéng cay.
~ -Hop chat ¢ lap dugc x&c dinh 1a hop chat thugc nhém anthraquinone, chua tirng duoc cong
bo cd trong céc loai Drosera tur trudc dén nay.
- Hop chat dugc danh gidlaco hoat tinh sinh hoc véi tac dung khéng khuan cao.
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