
• Nghifen cu-u - Ky thuat 

Phan lap, djnh ten va danh gia hoat tinh 
sinh hoc cua mot so chung nam 16'n phan lap 

w 

ttf vtfon quoc gia Cat Ba - Hai Phong 
Vii Dinh Giap'', Do Hiru Nghi', Tr^n Thi Hdng Ha', 

Tran Thj Nhir HSng', Lg Mai Hiroug', Martin Hofrichter^ 
' Vien Hoa hQC cac hap chat thien nhien — 

Vien Khoa hQC & Cong nghe Viet Nam 
^Zittau International University, Markt 23, Zittau 02763, Germany 

Dat vin ete 
Hipn nay tren the gidi ndi chung vd Vidt Nam 

ndi ridng, nim ldn dupc nudi trong rpng rai va 
ngdy cdng cd nhieu loai mdi dupc phat hidn ed 
nhung die tfnh rat quan trpng doi vm con 
ngudi^''. Do ed gia hi dinh dudng eao, nam Idn 
ed thi dupe sd dyng de t$o ra dupc lieu, cdc 
san phim dinh dudng vd mJ phim. Nim khdng 
chl mang lpi gia tri dinh dudng cho con ngudi 
ma mdt s l chdng loai nim edn ehda gid trj 
dup'c lipu rit tot cho sdc khde con ngudi'^. 

Rit nhilu cdc chat cd hogt tinh sinh hpe ed 
gid trj da dupe tim thiy trong thdnh phan cua 
nim Idn. Cdc ehit cd khd ndng dieu ehinh hp 
mien djch, cdc chat khdng khuln, khdng virut, 
khdng kf sinh trung, ho trp dieu trj bpnh tim 
mpch, dde bi^t Id khd ndng dc chl phat triin 
cCia cdc khii u'̂ .̂ Dilu nay md ra nhung hudng 
nghien cdu mdi eho y hpe hidn d^i. 

Theo hudng nay, ehdng tdi nghidn edu phdn 
ldp, djnh tdn vd ddnh gid hopt tfnh sinh hpc cOa 
mdt s6 chdng nim ldn phdn ldp td vudn quoc 
gia Cdt Bd. 

Nguyen Meu va phuang phap 
nghiSn ci>u 

Nguydn li$u va moi tru'dng nuoi cay 
Miu 
Cdc mlu nim Idn d dgng qud thi thu thpp td 

rdng quic gia Cdt Ba (Hdi Phdng) dupe dua v l 
phdn ldp, tinh sgch vd nudi d y tgi Phdng sinh hpe 
thyc nghidm Vidn Hod hpc cdc Hpp chit thien 
nhidn - Vi$n Khoa hpe & Cdng nghp Vipt Nam. 

Afd/ trwamg 
Mdi tudng phdn Igp nam Idn Malt agar: Malt 

extract: 20 g/l; Agar: 15-18 g/l; H2O: 1000 ml. Khd 
tmng 121^0/1 atm/30 phut. Mdi tnjdng Malt agar 
sau dd dupe tn sung: Cloramphenicol: 50 mg/l; 
penicillin: 50 mg/l; streptomycin: 50 mg/l; nystatin: 
40 mg/l; benomy: 50 mg/l. Cdc ehit khdng anh 
dupc khd trting ridng bang ethanol 70%, bo sung 
vdo mdi tnfdng sau dd do ra dTa thgch. 

Phuong phdp 
Phwong phip phin lip vi giw giing 
Qua thi nim tuoi dupv thu thdp td rdng 

quic gia Cat Bd n>a bdng con va nudc elt thdt 
sgch. DCing dao lam tdch gpt phan mo ben 
ngoai ldm Id ra ldp md vd trung ben trong. Cat 
phan md vd trting ndy thdnh nhung mdnh cd 
kieh thude 5 -10 mm .̂ Cay ede mdnh vd trung 
ndy vdo mdi trudng Malt-agar vd trung cd b l 
sung chit khdng sinh, sau dd cho vdo tu nudi 
cay 25 - SÔ C, sau khoang thdi gian td 24 - 27 
gid eho tdi khi thiy hp sa'i bat dau mpc thu 
dupc sp'i nim tinh khiet ta dem di tinh sgch rli 
dua di bao qudn trong tu lanh d nhi^t dO 4 -
lO^C, de giu gilng goc va lam gilng d p mOt. 

Phwong phip xic djnh hoat tfnh khing vi 
sinh vat ki^ djnh (Antimicrobial activity) 

Thd hogt tinh khang sinh cua ede mlu chiet 
theo phuong phdp hipn dai eua Vanden Bergher 
vd Vlietlink (1994), tiln hanh trdn philn 96 
gilng'"'. Cae chdng vi sinh vgt kilm djnh hidn 
dang dupc luu giu tgi Phdng Sinh hpc Thyc 
nghipm - Vidn Hod hpe ede Hpp ehit thidn nhien. 

+ Vi khuan Gr(+): Bacillus subtilis ATCC 
27212; Staphylococcus aureus ATCC 12222. 
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m Nghien CIFU - Ky thuat 

+ Vi khuan Gr(-): Escherichia coli ATCC 25922; 
Pseudomonas aeruginosa ATCC 25923. 

+ Ndm men: Saccharomyces eerevisiae ATCC 
7754; Candida albicans SH 20. 

+ Ndm mde: Aspergillus niger 439; Fusarium 
oxysporum M42. 

Phwong phip xac djnh kha nang gay dgc 
te bio (cytotoxicity) 

Theo phuong phap cua Likhiwitayawuid va 
cs., 1993'^' dang dupe t i l n hdnh tai Vipn Nghien 
cdu Ung thu Quoc gia eua My (NCI). Phuong 
phdp nay da dupc Phdng Thi nghiem Thd hoat 
tfnh Smh hpc - Vien Hod hpc cae Hpp chat thien 
nhidn trien khai dp dung t d nam 1996. 

Ddng RD: Rhabdosarcoma - ung thu mang tim 

Ddng Hep-G2: Hepatocellular carcinoma te 
bao ung thu gan 

Ddng t l bao dupc g iu trong nito long, danh 
thde va duy tri trong ede mdi trudng dinh dudng 
MEME, hode DEME cd bo sung huyl t thanh bd 
tuoi 7-10%. 

Sang loc so e^ tim gii triCS%(% Cell Sur/ival) 
Gia trj CS: la kha ndng s6ng sdt cua t l bao d 

nong dd ndo do cua chat thd tfnh theo % so vdi 
d l i ehdng, k i t qua duo'c t inh todn dO Idch theo 
cdng thde eua Ducan. M l u nao cho gia tn CS < 
50% dup'c danh gid Id ed hogt tinh. 

Phwong phip xac ho^t tinh chong oxi hoa 

Phan dng dupc t i l n hdnh theo phuong phap 
eua Shela G., Olga, M. B., Elena, K., vd cs 
(2003) dya tren nguydn t i e 1,1-diphenyl-2-
pierylhydrazyi (DPPH) ed kha nang tao ra cac 
goc ty do b i n trong dung djch ethanol bao hoa. 
Khi cho cac eh i t thd nghiem vao hon hpp nay, 
neu chat cd khd nang iam trung hod hogc bao 
vay ede goe t y do se lam giam cudng dp hip 
phu dnh sang cue cac goc t y do DPPH. Hoat 
tfnh chong oxy hoa dupc ddnh gid thdng qua 
gia tri hap phu anh sang cua djch thf nghipm so 
vdi doi ehdng khi dpe trdn may Elisa d budc 
sdng 515 nm. 

Kha nang bay cac goc tw do SC% 
(Scavenging capacity) 

Gia trj trung binh eua SC% d cae nong dd 
mdu dupe dua vao chuong trinh x u ly s l lipu 
Exell theo cdng thde: 

SC% 
, ^ „ „ OD thi nghiem - OD mau trang 

•• [100 ^ - ^ ^— X 1001 -
OD ehdng dm tinh 

Dd lech tieu chuan o tinh theo cdng thde cda 

Duean nhu sau: 

n-l 

Cde mSu cd bieu hidn hogt tinh (SCa50%) se 

dupc thd nghiem budc 2 d l tim gid tri SC50. 

Gia tti SCso (pg/ml) 

M i u dup'c pha theo 5 thang nong dp. Gia trj 

SCso dupe xac dinh bang chuong trinh table 

curve thong qua nong dp chdt thu va % hoat 

ddng eda ch i t thu ma d dd 50% cae g l c t y do 

tao bdi DPPH dup'c trung hod bdi chat thd. 

K e t q u a v a t h a o luan 

K i t qud phan ldp cac chung n i m Idn d 
r u n g Quoc gia Cat Ba 

Mdu nam dupe phan lap trdn mdi t rudng 

thgeh malt 20% cd b l sung cac chat khang sinh: 

Cloramphenicol, penicillin, streptomycin, 

benomy 50 g/l vd nystatin 40 g/l. Chdng tdi da 

phdn lap tinh sach dupc 7 chung nam Idn cd l(y 

hidu: C B I , CB2, CBS, CB5, CB12, VP9, VP11. 

Kit qua xac djnh ho^t tinh dwofc hoc cua 
cac chung nim 

Cae ehung nam dup'c nudi e l y xae dmh moi 
t rudng 0 eac d i l u kien toi uu (nhiet dp, PH, tiidi 
gian, nguon carbon, nguon nito). 

Sau dd dupc ldn men taeh vdi dung moi 
ethyl aeetat, cd loai dung mdi, ede phan djcii 
ch i l t ethyl aeetat cua cdc djch nudi cay n ^ 
dupc pha trong dung mdi DMSO 10%, 0 ning 
dd 4-8 mg/ml. Sau dd t i l n hanh thd eac hogt 
tfnh sinh hpc cua ede chung n i m . 

Kit qua xic dinh ho^t dnh khing vi sinh 
vit kiem dinh tren phiin 96 giing 

Qua bang 1 (trang sau) chdng tdi nhgn th^y 
chung nam CB2 vd CB3 cd hogt tfnh khang 3 loai 
vi sinh vgt kiem djnh vdi gid tri MIC (ning dp <K 
eh l toi thi lu) doi vdi Vi khuan la 100 pg/ml. Cdn 
vdi Chung CB5, CB12, VP9, VP11 khdng ed biiu 
hipn khang vi sinh vgt k i lm djnh. 
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• Nghien CLFU - Ky thuat 

Bir\g A: K4t qui thCr hoat tinh khing vl sinh vat trin phiin 96 giing 

Kl 
STT hlfu Vi khuin Gr(-) 

' " ^ " E.coll P.aeruglnosa 

1 CBI (-) (-

2 CB2 100 (-

3 CBS 100 (-

4 CBS (-) (-

5 CB12 (-) (-

6 VP9 (-) (-

7 VP11 (-) (-

Ning ding iv chi toi thi4u(MIC: pg/ml) 

Vi khuan Gr(*) 

B.subtlilis 

(-) 
100 

100 

(-) 
(-) 
(-) 
(-) 

S.aureus 

(-) 
100 

200 

(•) 
(-) 
(-) 
(-) 

Nim mic 

A.nlger 

(-) 
(-) 
(-) 
(-) 
(-) 
(-) 
(-) 

F.oxysporum 

(-) 

(-) 

(-) 

Nim men 

S.cerevisfae C.albicans 

(-) (-) 
(-) (-) 
(-) (-) 
(-) (-) 
(-) (-) 
(-) (-) 
(-) (-) 

Kit qua xac dinh ho^t tinh giy dgc ti bao 
Tiln hdnh nudi d y vd thd hogt tfnh gdy dpc 

t l bdo ung thu theo phuong phdp cua Skehan 
& CS (1990) vd Likhiwitayawuid & CS(1993), 
trdn 2 ddng t l bdo: ddng Hep-G2 (Hepatocellular 

carcinoma - Ung thu gan) vd ddng RD (ung thu 
mdng tim - Rhabdosarcoma) td Vidn VSDT TU". 

Kit qua thu dupc sau khi tfnh todn theo 
phuong phdp ndu tren chung tdi thu dupe kit 
qud: 

Bang 2: Kit qui thi/c nghiim thCr hoat tinh gay doc te bao 

KyhifumSu 

1 DMSO 

2 ChO'ng {+) 
3 VP9 

4 CB12 
5 CBS 

6 VP11 
7 CB1 
8 CB2 

9 CB3 

Dong te tiao 
Hep-G2 

100,0 ±0,0 

0,02 ± 0,0 

86,3 ± 0,7 
43,8 ± 0,9 
98,1 ± 0,4 

96,3 ± 0,7 
94,4 ± 0,8 

41,2 ±0,3 
60,3 ± 0,S 

Cell survival (%) 
RD 

100,0 ± 0,0 

2,5 ±0,4 
79,3 ± 0,7 

13,2 ±0,7 
96,3 ± 0,9 

97.3 ± 0,5 
92,7 ±1,1 
39,5 ±0,7 

65,3 ± 0,4 

ung thu vol 2 dong ti bao 

Kit luin 

Am tinh 

DiFffng tinh 

Am tinh 
Du'ang tinh vai dong Hep G2 va RD 

Amtlnh 

Am tfnh 
Am tfnh 

Di/tyng tfnh vo\ dong Hep G2 v^ RD 

Am tfnh 

Qua bang 2 chdng tdi nhdn thiy cae dup'c trdn day da md ra nhung hudng 
chdng CB12, CB2 deu ed gid trj duong tfnh nghien cdu mdl trong y hpc giup ngan ngda 
vdi hai ddng te bdo; cdc ehung cdn lgi khdng vd dilu trj cdc bpnh ung thu td cde djch chilt 
th i hidn hogt tfnh. Td nhdng kit qua thu nudi ely nim. 

Kit qua xac djnh hogt tinh chlng oxy hod te bao (thong qua phdn dng bao vay gdc t̂ p do DPPH) 

STT 

1 

2 
3 

4 

5 

6 

7 

S 

9 

Kihl^umSu 

Chimg {+) 

ChiJng (-) 
C B I 

CB2 

CB3 

CBS 

VP9 

VP11 

CBI 2 

Ning d^ miu 
(pg/ml) 

SO 

200 

200 

200 
200 

200 
200 

200 

Ktii nang bay cac gic tir do 
(SC. %) 

83,S±0,6 

0,0 ±0,0 

43,56 ±1,1 

28,9S±0,9 

32,99 ±1,2 
70,90 ±1,9 

3,2 ±0,1 

7,2±0,0 
5,3±0,4 

SCs« 

(M9) 

24,3 

-
-
-
-

118,5 

Kit qua 

Duang tinh 

Am tinh 
Am tinh 

Am tinh 
Am tfnh 

Duong tfnh 
Am tfnh 
Am tfnh 
Am tfnh 
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• Nghien CIPU - Ky thuat 

Qua b^ng kU qua tren chung toi nhan thiy 
chl CO chijng CB5 co hogt tfnh chong oxy hoa 
tren he DPPH, cac m^u con lai I<h6ng bieu hi$n 
hogt tinh. 

Xac djnh ten chung co bleu hien hoEit tfnh 
bang phifo^ng phdp sinh hoc phan tif 

Dya tren l<et qua thCi" hoat tinh sinh hpc 
Chung toi da chpn chung CB2 co hogt tinh tot 
nhat dem di xac djnh ten bang phyang phap 
sinh hpc phan tu" i<6t qua dat duvc nhU" sau: 

Trinh tirADNr vung ITS 
ACGAGTTTTGAAACGAGTTGTAGCTGGC 

CTTCCGAGGCATGTGCACGCTCTGCT 
CATCCACTCTACCCCTGTGCACTTACTGTA 

Vj tri phan loal 

GGTTGGCGTGGGCTCCTTAACGGGAGCATT 
CTGCCGGCCTATGTATACTACAAACACTT 

TAAAGTATCAGAATGTAAACGCGTCTAACGC 
ATCTATAATAGAACTTTTAGCAACGGATCT 

CTTGGCTCTCGCATCGATGAAGAACGCAGC 
GAAATGCGATAAGTAATGTGAATTGCAGA 

ATTCAGTGAATCATGGAATCTTTGAACGCAC 
CTTGCGCTCCTTGGTATTCCGAGGAGCAT 

GCCTGTTTGAGTGTCATGGAATTCTCAACTT 
ATAAATCCTTGTGATCTATAAGCTTGGAC 

TTGGAGGCTTGCTGGCCCTTG ' 
Trinh tu ADNr vung ITS ciJa chung CB2 

tyong dong 99,5 % (398/400 bp) V * ADNr vung 
ITS cua Trametes vefs/co/or_FJ591065 

Trameles onenlalisEVniOSl 
Trametes velutina EU661886 
90 
_r Trametes ver,?/co/or_FJ591065 

3cB2 
" Trametes ocAracea_EU162063 

~ Trametes suaveolens _AY6S4180 

Trametes /iirauto_AY968077 

Trametes elegans_AY6S4n8 

Pycnoporus cinnabarinus_AF3637 

Pycnoponis cocc/«eMs_EU52Ql 16 

Pycnoporus sanguineus_AF36315?, 

Trametes maxima_AR 158315 

I Coriolopsis /TOp7_AJ438139 

Coriolopsis gaUica_AY6S4172 

" Cerrena unicolor_DQQ56H5S 

Soi a6 1: VI tri phan loal cua chung CB2 vi cac loai cd quan h$ ho hing gin 

Ket luan 
Chung tdi da tien hanh cac thi nghigm 

nghien cilu de ti i tren tai Phong Sinh hoc thyc 
nghiem thuoc Vign Hoa hpc cac hop chat thien 
nhien va thu dyp'c mpt so l<et qua sau day: 

1. Da tien hanh phin lap dypc 07 chung 
nim fon ti> vung nghien cyu; CB1, CB2, CBS, 
CBS, VP9, VP11, CB12 dong th« tien hanh len 
men, chi^t xu4t va thii hogt tinh sinh hpc cua f i t 
ca Ccic Chung phin lap, 

_ 2. Kit qua thCr hcgt tinh l<hang vi sinh vgt 
kiem dinh cac chung phan Igp cho thiy: Chung 

CB2, CBS CO l<ha nang yc chl vi khuln d nfing 
d6 lie che toi thieu MIC la 100 (ig/ml. Cac chCing 
con Igi khong co hoat tfnh khang vi sinh vgt kilm 
dinh. 

3. Hogt tfnh gay dpc t l bao tren 2 d6ng Hep 
- G2 va RD: chiing CB2, CB12 dyyng tinh v6l 2 
dong t l bao. 

4. Hogt tinh chong oxy hod, thSng qua phSn 
yng bao vSy goc ty do (DPPH): chi c6 Chung 
nam CBS \i c6 hogt tmh chong oxy hod, cdc 
ChCing c6n Igi khdng bleu hign co hogt tinh. 

5. Ojnh tSn bdng phyong phdp sinh hoc 
phdn ty vol chung CB2. 
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' Nghien cifu - Ky thuat 
LW cam e n ; De tdi dugc thi^c hien du'di sy 

bao trg- d i a de tdi d p ca sd - Vi^n Hoa hpc cac 
Hgp ch i t thien nhidn - Vidn Khoa hoe vd Cdng 
nghd Vidt Nam. 

Summary 
Fmm large mushrooms collected in the 

National Park of Cat Ba (Hai Phong, Vietnam) 

07 strains of large mushroom were isolated and 

investigated on fermentation, chemical 

eidraetion, and antimicrobial, cytotoxic and 

antioxidant bioactivity. The strains CB2, CB3 

exhibited antimiervbial activity at the minimal 

inhibitory concentration (MIC) of 100 

miemgams/ml; the stmlns CB2, CB12 proved 

cytotoxic and the strain CBS antioxidant. The 

taxonomy of the most biologically active strain 

CBS was indentified by molecular biology. 

Keywords: Large mushrooms, Nationnal 

Park Cat Ba, collected, bioactivity. 
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Tong hop va thu* hoat tinh khang te bao ung 
thir cua 5-(3'-clorobenzyliden)hydantoin 

va dan chat base Mannich 
Do Thi Thu Hang, Vu Tr^n Anh 

BQ mon Hoa Hiru co - Tnr&ng D^i hQC Duac Ha Noi 

Dat van d l 
Cde dan ch^t hydantoin la ddy eh^t da du-gc 

quan tdm nghidn cdu v^ tong hg'p hod hge, tae 
dyng sinh hoe va dng dyng lam thu6e. Trang 
nhdng nam qua, eac nhd nghidn edu trdn the 
gidi vd trong nu'dc tiep tyc nghien edu, t6ng hgp 
va sang Ipc tde dyng sinh hpe eua cac d i n chSt 
hydantoin, da tim th4y nhieu dan ch^t 5-
arylidenhydantoin eo ho^t tinh khang khuSn, 
khang nSm, vd tdc dyng ch6ng ung thu' rat 
ddng quan tdm '̂ " '̂. Tiep tyc vd phdt trien hu'dng 
nghidn cdu ndy, trong bdi bdo nay, chiding toi 
trinh bdy ket qud t6ng hgp va thd sang Ipc hogt 
tfnh khdng ii bdo ung thu- cua 5-(3'-
clorobenzyliden)hydantoin va d i n ch i t base 
Mannich. 

Nguydn li$u vd phuxyng phap 
nghien CIFU 

Nguyen lî u 
Cdc hoa chat va dung moi dung trong nghidn 

cdu d^u nhdp eua hang Merck vd Aldrieh. 

Phuvng phap nghien cdu 

- Tong hgp 5-(3'-elorobenzyliden)hydantoln 

(1) bang phdn dng ngu-ng ty hydantoin vdi 3-

clorobenzaldehyd trong dung mdi acid acetic 

bang va xuc tdc natri acetat khan. 

- Tong hgp cac dan chat base Mannich (2-5) 

bang phdn dng ngu-ng ty ehi t 1 vdi fonnol vd 

ede amin bde 1, bde 2. 

- Thd hogt tinh khdng cdc dong xi bdo ung 

thu- ngu'di theo phu'ong phdp MTT '^' ^ tgi Khoa 

Du'gc ly - Sinh hoa, Vipn Du'gc ligu. Gid tn I C M 

du-gc tinh theo phu'ang phap Probit. Trong phdp 

thd ndy, IC50S 20 pg/ml du-gc coi Id c6 hogt tinh. 

- Sac ky Idp mong (SKLM) du-gc thyc hidn 

tren ban mong silicagel Kieselgel 60F254. Nhidt 
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