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Dit véin @&

Hi@n nay trén thé gléi nél chung va Viét Nam
néi ridng, ndm i&n dugc nudl trdng réng ral va
ngy cang ¢6 nhidu loal mél dugc phat hién cb
nhing d3c tinh rAt quan trong déi véi con
ngudi™. Do ¢6 gia tr dinh dufng cao, ndm Ian
c6 thé dugc sir dung dé tao ra dugc lidu, cac
s4n phAm dinh dudng va m§ phdm. N&m khong
chi mang lal gla ti dinh dudng cho con ngudi
ma mét sb ching logi ndm cdn chira gia trj
durc liéu rat tt cho sirc khée con nguin'?,

RAt nhidu cac chét o6 hoat tinh sinh hoc c6
gla tr 43 dugce tim thdy trong thanh phin cus
ndm I6n. CAc chét c6 kha nang didu chinh hé
midn djch, cdc chat khang khuln, khang virut,
khang ki sinh tring, hd trg didu ti bénh tim
mach, dic biét 12 kha ning e ché phét tridn
ctia cac khéi u'". Bidu nay mé ra nhing hudng
nghién cru méi cho y hoc hién dal.

Theo huéng nay, ching t8i nghién ciru phan
13p, dinh t&n va danh gia hoat tinh sinh hoc cda
mét sé chiing ndm 1&n phan 13p tr e quéc
gla CAt Ba,

Nguyén
nghién ctu

Nguyén ligu va méi tnrdmg nudi cly

Miu

Céac mBu ndm 16n & dang qua thé thu thap tir
nmng quéc gia Cat BA (Hal Phong) duoc dua vé
phén 14p, tinh sach va nuéi cy tai Phdng sinh hoe
thue nghim Vign Hod hoc cAc Hop chét thién
nhién - Vidn Khoa hoc & Cng nghé Viét Nam.

litu va phwong phdp
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M6l tririmg

Méi trding phan 14p ndm K6n Malt agar: Malt
extract: 20 gn; Agar: 15-18 gn; H,0: 1000 m!. Khir
tring 121°C/ 1 atm/30 phit. Mdi trudmg Mall agar
sau d6 duge bd sung: Cloramphenicol: 50 mgh;
peniaillin: 50 mg/l; streplomydin: 50 mgh, nystatin:
40 mgfl; benomy: 50 mgA. Céc chil khang sinh
dugc khir trung riéng bing ethanol 70%, bd sung
vao mél tnrmg sau d6 86 ra dia thach.

Phuong phap

Phuong phap phén ldp va giiz glbng

Qué thé ném tuoi duoc thu thap Ir nmg
qudc gia Cét Ba nra bing cbdn va nudc cht that
sach. Dung dao lam tach got phdn mé bén
ngoal lam 16 ra |&p mb vé trung bén trong. Cét
phin mé vb trong n&y thanh nhing manh c6
kich thuerc 5 — 10 mm?. CAy cac manh vé tring
nay vao méi trudéng Malt-agar vé tring c6 bd
sung chét khang sinh, sau d6 cho vao o nubl
cdy 25 - 30°C, sau khodng theri gian tir 24 - 27
gl cho 1o khi thdy hé soi bat @iu moc thu
dugce sol ndm tinh khiét ta dem 4i tinh sach rdi
dua di bio quan trong 10 lanh & nhigt 49 4 —
10°C, 88 gitr gibng gbc va lam gidng cdp mor.

Phwong phép xdc dinh hoat tinh khing vi
sinh vit kidm dinh (Antimicrobial activity)

Thir hoat tinh khéng sinh ctia cac miu chiél
theo phurang phap hién dai cia Vanden Bergher
va Vlletlink (1994), tdn hanh trén phidn 96
gidng". Cac ching vi sinh val kidm Ginh hign
dang duoc luu git» tal Phong Sinh hoc Thire
nghiém - Vign Hoa hoc cic Hop chéi thian nhién.

+ Vi khudn Gr(+): Bacillus sublilis ATCC
27212; Staphyiococcus aureus ATCC 12222,
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+ Vi Khun Gr(-): Escherichia coli ATCC 25922;
Pseudomonas aeruginosa ATCC 25923.

+ Nam men: Saccharomyces cerevisiae ATCC
7754; Candida albicans SH 20.

+ N&m méc: Aspergillus niger 439; Fusarium
oxysporum M42,

Phurong phdp xdc dinh kha ndng gay d¢c
16 bao (cytotoxicity)

Theo phwong phap cla Likhiwitayawuid va
cs., 1993 dang duge tidn hanh tai Vién Nghién
clru Ung thw Quéc gia cda My (NCI). Phurong
phép nay 83 dugc Phong Thi nghiém Thir hoat
tinh Sinh hoc - Vién Hoa hoc cac Hop chét thién
nhién lridn khai 4p dung ¥ n¥m 1996.

Dong RD: Rhebdosarcoma - ung thu mang tim

Déng Hep-G2: Hepatocellular carcinoma &
bao ung thu gan

Dang & bao dwoc gitr trong nito 16ng, danh
thirc v4 duy trl Irong céc méi Insdng dinh dwdng
MEME, hosic DEME c6 bd sung huyét thanh bé
\woi 7-10%.

Séng lpc sorcap im gia bj CS % (% Cell Survival)

Gia tri CS: Ia kha nang sbng sot cua té bao &

SC% = [100 -

OD Ih! nghiém - OD mu tring

ndng A ndo dé ctia chét thir inh theo % so v6i
déi chimng, két qua duoc tinh 104n 0 (8ch theo
cbng thre clia Ducan. M3u nao cho gia tri CS <
50% durc danh gid 1a cd hoat Unh.

Phurong phdp xéc hoat tinh chéng ox! hod

Phan ng duoc lién hanh theo phuong phép
cia Shela G., Olga, M. B, Elena, K., v4 cs
(2003) dwa trén nguyén tic 1,1-dipheny-2-
picrylhydrazyl (DPPH) c6 khd nang tao ra cac
gbc ti do bén trong dung dich ethanol bao hoa.
Khi cho céc chdl thir nghiém vao hdn hop nay,
néu chét co kha nang am trung hoa hodc bao
vy céc goc ty do sé lam giam cuwdng do hip
phy anh sang cva cac gbc ty do DPPH. Hoal
tinh chéng oxy hoa duoc danh gia thong qua
gia trj hdp phy 4nh sang cla dich thi nghigm so
véi abi ching khi doc trén méy Elisa & buéc
séng 515 nm.

Khé néng bdy cdc gbc tw do SC%
(Scavenging capacity)

Gi4 tr trung binh cia SC% & cac ndng &
mau dugc dra vao chuong trinh xir ty sb gy
Exell theo céng thirc:

D9 lgch tidu chudn o tinh theo cang thuc cha
Ducan nhu sau:

oo > %’
n-1

Cac mAu cé biéu hién hoat linh (SC250%) sé
dugc Ihir nghiém budc 2 6é tim gia I SCso.

Gld tri SCsp (pg/mi)

Mau dugc pha theo 5 thang ndng db. Gia irj
SCso duoc xac Ginh bding chwong trinh table
curve théng qua ndng d6 chét thir va % hoat
86ng clia chét thiv ma & d6 50% cac géc I do
tao bdi DPPH dugrc trung hoa bdi chal thiy.

Két qua va thao luan

Két qua phan lap cic ching ndm 1on &
rirng Qudc gia Cat Ba

Mau ndm duoc phén 13p trén méi truong
Ihach malt 20% c6 bd sung cac chat khang sinh:
Cloramphenicol, penicillin, streptomycin,
benomy 50 g/l va nystatin 40 g/l. Ching ti 83

u

OD chirng am tinh

x 100] £ o

phan I&p tinh sach dwge 7 chiing nAm 160 ¢6 ky
hiéu: CB1, CB2, CB3, CBS5, CB12, VP9, VP(1.

Két qua xdc dinh hoat tinh diroe hoc cia
cdc ching ndm

Cac ching ndm duec nudi cdy xac dinh méi
truding & céc didu kién téi Lu (nhiét 8, PH, thin
gian, ngudn carbon, ngudn nito).

Sau 46 dugc 1én men lach véi dung mé
ethyl acetat, cb loai dung méi, cac phan dich
chidt ethyl acetal cla cac dich nuéi cdy ndn
duge pha lrong dung moi DMSO 10%, & ndog
a5 4-8 mg/ml. Sau d6 tién hanh thir cac hoat
tinh sinh hoc cua cac ching ném.

Két qua xdc dinh hoat tinh khéng vi sinh
vét kiém djnh trén phién 96 giéng

Qua bang 1 (trang sau) ching tai nhan By
chiing ndm CB2 va CB3 c6 hoat tinh khang 3 (03
vi sinh V4t kiém dinh v&i gia U MIC (nbng 60 UC
ché 16i 1hidu) 88i véi Vi khudn 13 100 pg/mi. Con
Vi chiing CBS, CB12, VP9, VP11 khéng ob bitu
hign khang vi sinh vat kiém dinh.
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Bang 1: Két qua thir hoat tinh khéng vi sinh vat irén phidn 96 gidng

K Néng déng tre ché (6 thidu(MIC: pg/mi)
STT  higu Vi khubn Gr(-) VI khudn Gr(+) N&m méc N3m men
mau “E cofi P.aeruginosa B.subtilis S.aureus A.niger F.oxysporum S.cerevisiae C.albicans
1_CB1 () ¢) ) ) ) ) () )
2 CB2 100 (<) 100 100 (-) (-) (-) (-)
3 CB3 100 ) 100 200 -) (-) () )
4 CBS () ) () () ) ) () )
§ ¢B12 () ) ©) ©) ) ) ) ()
6 VP () ) ) ) [S) ) () ()
7 VP11 () ) () (6] ) ) ) )

Két qua xdc dlnh hoat tinh géy déc té bao
Tién hanh nudi cly va thir hoat tinh gay agc
té b4o ung thw theo phuong phap cis Skehan
& CS (1980) va Likhiwitayawuid & CS(1993),
trén 2 dong té bao: dong Hep-G2 (Hepatocellular

carcinoma - Ung thu gan) va dong RD (ung thu
mang lim - Rhabdosarcoma) tir Vién VSDT TU.

Két qua thu dugc sau khi tinh todn theo
phurong phap ndu 1rén chung t6i thu duge két
qua:

Bang 2: K&l qua thire nghiém thir hoa tinh géy doc t8 bao ung thw véi 2 dong té bao

Déng té bao Call survival (%)

STT g higu miu Hep-G2 RD Két lugn
1 DMSO 100,0 1 0,0 100,0 0,0 Am tinh
2 Chirng (+) 0,02 +0.0 2504 Duong tinh
3 VP9 86,3£0.7 70,3+0,7 Am tinh
4 CB12 438+0.9 13,2+0.7 Duong tinh véi dong Hep G2 va RD
5 CBS 98,1104 96,3+ 0,9 Am tnh
6 VP11 96,310,7 97,3205 Am \inh
7 CcB1 94,41 0,8 92,74 1,1 Am tinh
8 CB2 41,2403 305%07 Duong tinh vél dong Hep G2 va RD
9 CB3 60,31 0,5 65,3104 Am inh

Qua bang 2 ching tdi nhan thdy céc
chiing CB12, CB2 ddu c6 gla tr] drong tinh
voi hai dong té bao; cac ching cén lal khéng
thé hign hoat linh. T nhitng két qua thu

dugec trén day 43 md ra nhrng huéng
nghi@n ciru méi trong y hoc gilip ngan ngira
vé didu trj cac bénh ung thu tir cac dich chiét
nuél cdy ndm.

Két qua xic dinh hoat tinh chdng oxy ho té bao (thdng qua phan (mg bao vay gdc ty do DPPH)
Bang 3: Két qué xdc djnh hoat linh chéng oxy hoé té bao

Nbng d6 mdu  Khé ning by cdc gbc rdo S o
STT K/ higu méu (ug/ml) 9 {Sé, %) abe v ’:;; Két qua
1 Chueng (+) 50 83,5+0,6 24,3 Duaong tinh
2 Chung (-) - 0,0+0,0 - Am tinh
3 CB1 200 43,56+ 1,1 Am tinh
4 CB2 200 28,95+ 0,9 - Am tioh
5 cB3 200 32,99%1.2 - Am tinh
6 CB5 200 70,90+ 1.9 1185 Duong tinh
7 VP9 200 3,2:0.1 - Am tinh
] VP11 200 7.240,0 Am ynn
9 CB12 200 5.30.4 Am tinh
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Qua bang két qua trén chung t6i nhan thdy
chi ¢6 ching CB5 cé hoat tinh chéng oxy hoa
trén hé DPPH, cac méu con lai khéng bidu hign
hoat tinh.

Xac djnh tén ching cb bidu hién hoat tinh
béng phuong phap sinh hoc phan tir

Dya trén két quéa thir hoal tinh sinh hoc
ching 161 da chon ching CB2 ¢6 hoat tinh 4t
nhat dem di x4c dinh tén bing phuong phap
sinh hpc phan 1 két qua dat ugc nhu sau:

Trinh tr ADNr ving ITS

ACGAGTTTTGAAACGAGTTGTAGCTGGC
CTTCCGAGGCATGTGCACGCTCTGCT

CATCCACTCTACCCCTGTGCACTTACTGTA

Vi tri phén loai

99 CB2

[— Coriolopsi
TooL

GGTTGGCGTGGGCTCCTTAACGGGAGCATT
CTGCCGGCCTATGTATACTACAAACACTT
TAAAGTATCAGAATGTAAACGCGTCTAACGC
ATCTATAATACAACTTTTAGCAACGGATCT
CTTGGCTCTCGCATCGATGAAGAACGCAGC
GAAATGCGATAAGTAATGTGAATTGCAGA
ATTCAGTGAATCATCGAATCTTTGAACGCAC
CTTGCGCTCCTTGGTATTCCGAGGAGCAT
GCCTGTTTGAGTGTCATGGAATTCTCAACTT
ATAAATCCTTGTGATCTATAAGCTTGGAC
TTGGAGGCTTGCTGGCCCTTG  °
Trinh W ADNr vung ITS ciia ching CB2
trong ddng 99,5 % (398/400 bp) véi ADNT ving
ITS cba Trametes versicolor_FJ591065

0.05
Trametes orientalis_EU171082

976rame/es velutina_EU661886
Trametes versicolor_F1591065

Trameles ochracea_EU162063
Trametes suaveolens_AY 684180
Trameles hirsuta_AY968077
Trameles elegans_AY 684178
Pycnoporus cinnabarinus_AF3637
Pycnoporus coccineus_EU520116
Pycnoporus sanguineus_AF363758
Trametes maxima_AB)58315
trogii_AJ438139
Coriolopsis gallica_AY684172
Cerrena unicolor_DQ056858

So 48 1: Vj trf phén loai cia ching CB2 va céc lod! cb quan hé ho hang gén

Két luan

Ching t6i da tién hanh cac thi nghi¢m
nghién ciru 6& tai trén tai Phong Sinh hoc thyre
nghiém thudc Vién Hoa hoc cac hop chat thién
nhién va thu duoc mot sé két qua sau Gay:

1. Da lién hanh phén 13p duoc 07 ching
ndm I6n tir vang nghién ciru: CB1, CB2, CB3,
CBS5, VP9, VP11, CB12 ddng thdi tién hanh Ién
men, chiét xuAl va thir hoat tinh sinh hoe cua tét
€3 cac chang phan (ap.

2. Két qua thir hoat linh khang vi sinh vét
kiém dinh cac ching phan I&p cho thdy: Ching

36

CB2, CB3 c6 kha ning ¢ ché vi khuAn & ndng
@0 e ché 16 thidu MIC [a 100 yig/m!. Cac ching
o lai khBng cé hoat tinh khang vi sinh vat kidm
dajnh.

3. Hoal tinh gay dc 14 bao trén 2 dong Hep
- G2va RD: ching CB2, CB12 duong linh véi 2
dong té bao.

4. Hoat tinh chéng oxy hod, théng qua phan
mg bao vay gbc tw do (DPPH): chi cb ching
ném CBS5 15 c6 hoat linh chéng oxy hod, cic
chding can lai khdng bidu hign c6 hoat tinh.

5. Binh 1&n bdng phuong phdp sinh hoc
phan ti» v&i ching CB2.

TAP CHI DUGIC HQC - 11/2012 (SO 439 NAM 52)
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Lo cam on: Dé tai dugc thyc hién dudl sy
bao trg cia d& tal cAp co s& - Vidn Hoa hge cac
Hop chét thién nhién - Vién Khoa hoc va Céng
nghd Viét Nam.

Summary

From large mushrooms collected in the
National Park of Cat Ba (Hal Phong, Vietnam)
07 strains of large mushmom were Isolaled and

toated on
ctle and Imicrobial, ftotoxic and
anfioxidant bioactivity. The slralns CB2, CB3
exhibited antimicroblal activily at the minimal
inhibltory ~ conceniration  (MIC) of 100
microgams/ml; the strains CB2, CB12 proved
cylotoxic and the strain CBS antioxldant. The
laxonomy of the most biologically aclive strain

CBS5 was indentified by molecular biology.
Key ds: Large h
Park Cal Ba, collected, bioactivity.
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Tong hop va thir hoat tinh khang té bao ung
thw cia 5-(3’-clorobenzyliden)hydantoin
va din chit base Mannich

D& Thj Thu Hing, Va Trin Anh

B¢ mén Héa Hitu co - Truomg Pai hoc Dupc Ha Nji

Dat van aé

Cac dan chét hydantoin la day chat 43 duoc
quan tdm nghién ciu vé tdng hgp hoa hoe, tac
dyng sinh hoc va (ng dung lam thude. Trong
nh(ng ndm qua, cac nha nghién ciu trén thé
gidi va trong nudrc tiép tuc nghién ciru, tdng hop
va sang loc tc dyng sinh hoc cla cac din chét
hydantoin, @& tim thdy nhidu din chét 5-
arylidenhydantoln ¢6 hogt tinh khang khuén,
khang ndm, va tAc dung chdng ung thu rét
d4ng quan tam %, Tidp tuc va phét trién huong
nghién ciru ndy, trang bai bao nay, ching t4i
trinh bay két qua tdng hop va thir sang loc hoat
tinh  khang t4 bao ung thuy cia 5-3-
clorobenzyliden)hydantoin vA din chét base
Mannich.

Nguyén
nghién ciru

ligu va phwong phap

TAP CHE DUGC HOC - 11/2012 (SO 439 NAM 52)

Nguyén ligu

Céc hoa chét va dung mi dung trang nghién
ciru 8du nh&p cla hang Merck va Aldrich.

Phuwong phap nghién cOu

- Téng hop 5-(3-clorobenzylidenyhydantoin
(1) bdng phan (rng ngung ty hydantoin véi 3-
clorobenzaldehyd trong dung mdi acid acetic
bang va xdc tdc natri acelat khan.

- Téng hop cac 08n chal base Mannich (2-5)
b&ng phan (ng ngung tu chét 1 véi formal va
¢ac amin bac 1, bac 2.

- Thir hoat tinh khéng cdc dong 18 bdo ung
thw ngudi theo phirong phap MTT © ™ 1ai Khoa
Dugrc ly - Sinh héa, Vién Duoc lidu. Gia i ICsx
Augc tinh theo phurong phap Prabit. Trong phép
thir nay, ICgs 20 pg/ml dugc coi ta cé hoat tinh.

- Shc ky I¢p mdng (SKLM) dugc thye hign
trén ban mdng silicagel Kieselget 60F254. Nniét
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