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(57) Séang ché dé cap dén hop chat 6/6/5/5-tetraxyclic triterpen (6/6/5/5-tetracyclic

triterpene) c6 cong thirc (1) va (2) sau day va phuong phap phan 1ap cac hop chat nay tir

loai hai mién Rhabdastrella globostellata.
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Hop chat 6/6/5/5-tetraxyclic triterpen theo sang ché c6 tac dung giy doc té bao trén 4
dong té bao ung thu & nguoi: ung thu phdi (SK-LU-1), ung thu va (MCF-7), ung thu gan
(Hep-G2) va ung thu da (SK-Mel-2), do d6 hitu ich trong vi¢c lam co s& khoa hoc cho
nhitng nghién ctru ing dung nham tao ra cac dugc pham diéu tri/hd trg diéu tri bénh ung
thu chtra hop chét nay.
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Linh vire ki thuit dwoc dé cap

Sang ché thudc linh vue tim kiém céc hop chét c6 ngudn gde tir sinh vat bién
c6 hoat tinh gy ddc té bao nhim nghién ciru Gtng dung diéu tri/hd tro diéu tri bénh
ung thu. Cu thé, sang ché dé cap dén hop chét 6/6/5/5-tetraxyclic triterpen (tetracyclic
triterpene), ma con duge goi 13 hop chét rhabdaglostelon A va rhabdaglostelon B, 14n

lugt c6 cong thac (1) va (2):

:
N 2
8

2 29

va phuong phép phin lp céc hop chit nay tir loai hai mién Rhabdastrella
globostellata. Hop chét theo sang ché c6 hoat tinh gy doc cac dong té bao ung thu
SK-LU-1, MCF-7, Hep-G2 va SK-Mel-2.
Tinh trang k¥ thut ciia sang ché

Trong vong 50 nim ké tir nam 1963 dén nay, cac ddi twong sinh vét bién nhu hai
mién, dong vat rudt khoang, nim, tao bién, dong vat da gai, rong nédu, dong vat than
mém, v.v, d4 va dang dugc cac nha khoa hoc trén thé gi6i tép trung nghién ctu. T
cac dbi twong nay, cac lép chét steroit, tecpenoit, axit amin, cac hgp chét phenol, cac
axit béo va mot sd dang khac d3 duoc phat hién. Diém dic biét 1a cac hop chét nay c6
nhitng c4u tric dic thit va hoat tinh sinh hoc rét Iy thu. Nhing nghién ctru v& hoat tinh
sinh hoc cho thiy céc hop chét chiét xuét tir sinh vat bién thé hién cac hoat tinh sinh
hoc, vi du nhu c4c nhém chét chéng viém, diét t& bao ung thu, ¢ ché mién dich,

chéng vi rut, chéng sbt rét, v.v. cac hop chit nay duge dinh hudng vao céac nghién ciru
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sdu hoat tinh sinh hoc nhim tim kiém céc tac nhan hd trg hodc didu tri cic bénh hiém
nghéo nhu ung thu, Alzheimer, cic bénh viém nhiém, céc bénh giy nén do ki sinh
tring nhur sét rét, bénh lao. Nhiu hop chét trong sé d6 da dugc nghién ciru phat hién
va dang duoc sir dung 1am thubc, duge BO Y té cip phép luu hanh trén thi trudng nhu
thudc Ara-C va Trabectedin (diéu tri ung thw), Ara-C (diéu tri Herpes), Ziconotide
(thudc giam dau), v.v.

Viét Nam 13 qubc gia c6 ba mit tiép giap bién véi by bién dai 3.260 km chay doc
tir B4c vao Nam, hang nghin hon d4o ven bién. Thém vao d6, Viét Nam c6 bén mua
khi hau chi yéu. Céc didu kién nay d3 tao ra ngudn tai nguyén sinh vat bién phong
pht .Theo théng k&, Viét Nam c6 gin 12.000 loai sinh v4t bién bao gdm 2.000 loai c4,
6.000 loai dong vat day, 635 loai tho, 5 loai ria, 12 loai rén bién va hang ngan loai
dong thuc vat phit du, v.v. Tuy nhién, bién Viét Nam cht yéu chi quan tdm t6i nhing
loai sinh vat bién c6 gia tri thuc phim ma it chi y t6i gi4 tri cung cip cac chét c6 hoat
tinh sinh hoc cao dé lam thudc. Hoa chung véi sy phat trién ctia nganh héa hoc cac
hop chét thién nhién trén thé gidi, c6 nhu ciu vé viéc nghién ctru cac chét cé hoat tinh
sinh hoc tir nguén sinh vat bién Viét Nam.

Ban chét k§ thuét ciia sang ché

Muc dich ctia sang ché 1 d& xut cac hop chét 6/6/5/5-tetraxyclic triterpen c6
kha ning giy doc té bao ung thu va do d6 hitu ich dé sir dung dé phat trién thanh cac
san phim hd trg didu tri bénh ung thu va phwong phép phan 1ap cic hop chit nay tir
loai hai mién Rhabdastrella globostellata.

Pé dat duge muc dich trén day, cac tac gia sang ché d tién hanh céc nghién
ctru sdu rong theo dinh hudng hoat tinh diét té bao ung thu nhim tao ra san phém co
tac dung hd tro diéu tri bénh ung thu, vdi viée tap trung chuyén sau nghién ctru thanh
phan héa hoc ciia loai hai mién Rhabdastrella globostellata va d phan 1ap dugc cac

hop chét ¢6 cdu tric hda hoc méi 1a rhabdaglostelon A va rhabdaglostelon B

Cu thé hon, theo mot khia canh, sang ché d& xuét hop chit 6/6/5/5-tetraxyclic
triterpen, trong d6 hop chét nay 13 hop chit dugc chon tir cac hop chit ¢6 cong thirc
(1) va (2) sau day:
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Theo mdt phwong 4n, hop chit 6/6/5/5-tetraxyclic triterpen 1a hop chét
rhabdaglostelon A c6 cong thirc (1).
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Theo mdt phuong an khac, hop chét 6/6/5/5-tetraxyclic triterpen 13 hop chit
rhabdaglostelon B c6 cong thire (2).
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Cac hop chdt 6/6/5/5-tetraxyclic triterpen theo sang ché bao gdm
rhabdaglostelon A c6 cong thitc (1) va rhabdaglostelon B ¢6 cong thic (2) déu thé
hién kha nang giy ddc cac dong té bao ung thu SK-LU-1, MCF-7, Hep-G2 va SK-
Mel-2 va hitu dung dé phat trién thanh cac san phdm hd trg diéu tri bénh ung thu.

Theo mot khia canh khéc, sang ché con dé xuit phuong phap phan 1ap cac hop
chét trén day tir loai hai mién Rhabdastrella globostellata, phuong phap ndy bao gdm
cac budc:

(i) rtra sach mau hai mién tuoi Rhabdastrella globostellata dé loai bé mudi, thai
nhé sau d6 ngam chiét 3 14n v6i metanol & nhiét d6 50°C, mdi lan it nhét 60 phut;

(ii) gdp céc dich chiét trong metanol thu dugc & budc (i), loc qua gidy loc va cét
8 loai bd dung méi dudi ap sudt giam dé thu duge cin chiét metanol;

(i) hoa tan cin chiét metanol v6i nudc cét, sau d6 chiét phan bd bang dung moi
diclometan 2 14n v&i ty 18 1/1 vé thé tich, dich chiét diclometan dugc tién hanh loai bé
dung méi dudi ap suét giam thu dugc cin chiét diclometan, dwgc ky hidu 14 RGD;

(iv) tién hanh phén tach cin chiét RGD trén cot sic ky 4i luc vé6i chit hdp phu 1a
silica gel loai Kiesegel 60, c¢& hat tir 230 d&n 400 mesh (hang san xudt Merck) v6i hdn
hop dung mdi rira gidi ting din ndng d6 metanol trong diclometan 1
diclometan/metanol ty 1& 100/0—0/1 thu dugc bdn phén doan, dugc ky hiéu 1an luot 12

RGD1 dén RGD4;
-5-
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(v) tiép tuc phan tach phan doan RGD2 duoc tién hanh phén tach trén cot sic ky
41 lyc v6i chat hdp phu 1a silica gel loai Kiesegel 60, ¢& hat tir 230 dén 400 mesh
(hing san xuit Merck) v6i hdn hop dung moi rira giai ting dan ndng d6 axeton trong
n-hexan 1 n-hexan/axeton tj 16 100/1—0/1 thu dwgc bdn phan doan, duge ky hiéu lan
lugt 1A RGD2A dén RGD2D;

(vi) tiép tuc phén tach phan doan RGD2C trén cdt sic ky v6i chat hip phu 13 pha
d4o loai RP-18, ¢ hat tir 30 dén 50 pm (hang san xuét Fuji silysia Chemical Ltd.), vé6i
hén hop dung mai rira giai axeton/nudc cét ty 18 3/2 vé thé tich, tao ra bbn phan doan
nhé hon, duge ky hiéu 1a RGD2C1 dén RGD2C2;

(vii) phan 1ap cdc hop chit, trong d6 hop chit rhabdaglostelon A va
rhabdaglostelon B thu dugc & dang gel mau vang tir phdn doan RGD2C1 sir dung hé
théng sic ky 16ng hiéu ning cao HPLC véi cot J’sphere H-80 (150 x 200 mm), sit
dung dung moi axetonitril 65% trong nudc.

Hiéu qua c6 loi ciia sang ché

Sang ché dé xuét dén phuong phap phéan lap cac hop chét méi tir loai hai mién
Rhabdastrella globostellata véi dic tinh dugc hoc hiru ich. Cu thé hon, sang ché d&
xudt cac hop chét co cdu tric 14n luot 13 rhabdaglostelon A, rhabdaglostelon B va
phuong phép phéan 14p hop chit nay tir loai Rhabdastrella globostellata. Cac hgp chit
theo sang ché c6 tac dung gy doc té bao trén 4 dong té bao ung thu & ngudi: ung thu
phéi (SK-LU-1), ung thu vii (MCF-7), ung thu gan (Hep-G2) va ung thu da (SK-Mel-
2). Cu thé, cac hop chat nay thudc 16p chét terpenoid c6 dang khung isomalabarican
(isomalabaricane). P4y 1la mdt phat hién hoan toan mdi, cic hop chét 6/6/5/5-
tetraxyclic triterpen nay 1an du tién dugc cong bd trén thé gidi.

T4t ca cac hop chét nay da dugc danh gia hoat tinh giy doc té bao trén cac
dong ung thu thir nghiém SK-LU-1, MCF-7, Hep-G2 va SK-Mel-2 va cho gi4 tri ICso
trong khoang tir 15.91 £ 1.21 dén 23.21 + 1.89 uM. Ngoai ra, phuong phép phén lap
cac hop chét 6/6/5/5-tetraxyclic triterpen tir loai hai mién Rhabdastrella globostellata
theo sang ché 1a d& dang thyc hién va cho dg tinh khiét cao, co thé phat trién thuc hién
d8 tao san pham c6 tinh tng dung trong diéu tri/hd tro diéu tri bénh ung thu.

Sang ché nay tao co s khoa hoc vitng chic cho cic nghién ctru ing dung tiép
theo nham tao ra cac dugc phém c6 hoat tinh giy doc té bao dya trén viée khai thac

ngudn dugc liéu bién, san c6 trong nudc vao phuc vu cude song.

-6-
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M3 ta chi tiét sang ché

Sau ddy, sang ché con duge mo ta thong qua cic phuong 4n cu thé minh hoa va
mo ta chi tiét hon nita cho sang ché. Ngoai ra, can phai hiéu rang, cic phuong 4n cu
thé sau day duge mo ta chi véi muc dich minh hoa cho séng ché va sang ché khong
chi gi6i han & cadc phuwong 4n cu thé nay. RS rang 13, ngudi c6 hiéu biét trung binh
trong linh vuc nay, trén co s& cic ndi dung mo ta trong ban mo ta nay, ¢ thé thuc
hién cac phuong an tuong duong ma khong nim ngodi pham vi cta séng ché nhu
duge mo ta trong yéu ciu bao h kém theo sau day.

Trong ban mod ta ndy, cdc gid tri s nén dugc hiéu 13 bao gdbm ca nghia
“khoang”, cu thé 14 chi chinh gia tri s& d6 cling nhu cac gié tri sb nim trong khoang +
10%, t6t hon 14 + 5%, va t6t nhit 12 0% cua gié tri s6 do.

Theo mot khia canh, sang ché d& xult hop chit 6/6/5/5-tetraxyclic triterpen,
trong d6 hop chét nay 1 hop chit duoc chon tir cac hop chét cé cong thire sau:

S
N
S
S
<
8

N 2
2 8

29 1 2 29

Céc hop chét 6/6/5/5-tetraxyclic triterpen trén ddy dugc xé4c dinh dic trung cdu
trac va duge xac dinh 1a cac hop chét c¢6 cdu triic héa hoc méi. C4c thong sb hoa-ly
ctia cac hop chit nay nhu sau:

Hop chét rhabdaglostelon A (thabdaglostelone A) c¢6 cong thic (1)

+ Cong thirc phan tir: C30H330s;

+ Khéi lwong phan tir: M = 478;

Céc thong sb vat 1y:

+ Chét gel mau vang;
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+ Phd khéi lwong phan giai cao HRMS-ESI tai m/z 479,2795 [M+H]", tinh to4n
Iy thuyét cho cong thirc [C30H390s]*, 479.2797;
Hop chét rhabdaglostelon B (rhabdaglostelone B) c6 cong thic (2)

+ Cong thirc phan tir: C30H3s0s;

+ Khéi lwong phan tir: M = 478;

Céc thong sb vat ly:

+ Chét gel mau vang;

+ Phé khéi lwong phén giai cao HRMS-ESI tai m/z 479,2791 [M+H]", tinh toén

Iy thuyét cho cong thirc [C30H390s]", 479.2797;

Theo mét khia canh khac, sang ché dé cap dén phurong phap phan 1ap cac hop
chit 6/6/5/5-tetraxyclic triterpen c6 cong thac (1) va (2) tir loai hai mién
Rhabdastrella globostellata nhu sau:

(i) mAu hai mién twoi Rhabdastrella globostellata duge rira sach dé loai bd mubi,
th4i nho sau d6 ngam chiét 3 14n véi metanol & nhiét 4o 50°C, mdi 1an it nhat 60 phut;

(ii) gop cac dich chiét trong metanol thu duge & budc (i) lai, loc qua gidy loc va
cht d8 loai bo dung méi duéi 4p suét giam dé thu duge cin chiét metanol;

(iii) hoa tan can chiét metanol v&i nudc cét rdi chiét phan b6 bing dung mbi
diclometan 2 14n v&i ty 18 1/1 v& thé tich, dich chiét diclometan dwgc tién hanh loai bé
dung moi dudi 4p sudt giam thu duge cin chiét diclometan, ky hiéu 14 dich c6 RGD;

(iv) tién hanh phan tach cin chiét RGD trén cot séc ky 4i luc v6i chat hip phy 1a
silica gel (loai Kiesegel 60, c& hat 230-400 mesh, hing san xuét Merck) véi hdn hop
dung mdi rira giai ting dan ndng dd metanol trong diclometan 1a diclometan/metanol
ty 16 100/0—0/1 thu dugc bbn phan doan, dugc ky hiéu 1in luot 1a RGD1 dén RGD4;

(v) tiép tuc phan tach phan doan RGD2 dugc tién hanh phan tach trén cot sic ky
ai luc v6i chat hip phu 14 silica gel (loai Kiesegel 60, c¢& hat 230-400 mesh, hang sén
xuit Merck) v6i hdn hop dung méi rira giai ting dan ndng do axeton trong n-hexan 14
n-hexan/axeton ty 1& (100/1-0/1) thu dugc bdn phan doan, dugc ky hidu 1an lugt 13
RGD2A dén RGD2D;

(vi) phan doan RGD2C dugc phén tach sic ky trén cot sdc ky ai Iyc v6i chit hap
phu 13 pha d4do (loai RP-18, ¢& hat 30 - 50 pm, hdng san xuét Fuji silysia Chemical

-8
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Ltd.) v6i hdn hgp dung moi rira gidi axeton/nude cét ty 18 3/2 vé thé tich, tao ra bén
phan doan nho hon, duge ky hiéu 1a RGD2C1 dén RGD2C2;

(vii) phén l4p cac hop chét, trong d6 hop chit rhabdaglostelon A va
rhabdaglostelon B thu dugc & dang gel mau vang tir phan doan RGD2C1 khi sir dung
hé théng sic ky 1ong hidu ning cao HPLC véi cot J’sphere H-80 (150 x 200 mm),
diu kién dung méi axetonitril 65% trong nudc.

Vi du thwe hién sang ché
Vi du 1: Phan l8p c4c hop chit 6/6/5/5-tetraxyclic triterpen tir loai hai mién
Rhabdastrella globostellata

MaAu hai mién twoi Rhabdastrella globostellata thu thdp & Nha Trang duogc rita
sach dé loai bé mudi, thai nho sau d6 ngam chiét 3 14n v6i metanol & nhiét 4o 50°C,
mbi 14n it nhét 60 phut, rdi loc qua gidy loc va cht d& loai bd dung moi duéi &p subt
giam d& thu duoc can chiét metanol (420 g).

Hoa tan cin chiét metanol voi nude cét (2 lit) rdi chiét phan bd bing dung mdi
diclometan 2 1in v6i ty 1€ 1/1 vé thé tich, dich chiét diclometan dugc tién hanh loai bo
dung moi dudi ap sudt giam thu dugc dich c6 diclometan (RGD, 320 g) va dich chiét
nudc (RGW).

Cin chiét RGD duoc tién hanh phén tich trén cot sdc ky &i luc (® 12 cm, L 50
cm) v6i chét hap phu 14 silica gel (Kiesegel 60, c& hat 230-400 mesh, Merck) v6i hdn
hop dung moéi ra gidi ting din ndéng dd metanol trong diclometan Ia
diclometan/metanol ty 16 100/0—0/1 thu dwgc bdn phan doan, dugc ky higu lan lugt 1a
RGD1 dén RGDA4.

Phén doan RGD2 (200,0 g) tiép tuc dwgc phan tach trén ct sic ky ai luc (P 12
cm, L 50 cm) v&i chit hip phu 1a silica gel (Kiesegel 60, ¢& hat 230-400 mesh,
Merck) v6i hdn hop dung moi rira giai ting dan ndng d6 axeton trong n-hexan 1a n-
hexan/axeton ty 1& 100/0—0/1 thu dwgc bén phan doan, duge ky hiéu lan luet 12
RGD2A dén RGD2D.

Phan doan RGD2C duogc tién hanh phén 18p trén sic ky cot (@ 8 cm, L 50 cm)
v6i chat hdp phu 1a pha dao (loai RP-18, c& hat 30 - 50 um, hang san xuét Fuji silysia
Chemical Ltd.), hé dung méi rira gidi axeton/nuée ty 18 3/2 vé thé tich, tao ra hai phan

doan nhé ki hiéu tir RGD2C1 dén RGD2C2.
-0
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Céc hop chét: rhabdaglostelon A (5,9 mg) c6 cdng thirc (1) va rhabdaglostelon
B (11,5 mg) c6 cong thirc (2) thu dwgc tir phin RGD2C1 khi sir dung hé théng sic ky
16ng hiéu niang cao HPLC véi cft J’sphere H-80 (150 x 200 mm), dung mdi
axetonitril 65% trong nudec.

Céc hop chét thu dugc con dugce tién hanh xac dinh cic dic tinh hoa-ly. Két
qué duoc thé hién sau day.
Hop chét rhabdaglostelon A c6 cong thic (1):

+ Chét gel mau vang;

+ Phé khéi luong phén giai cao HRMS-ESI tai m/z 479,2795 [M+H]", tinh toan

Iy thuyét cho cong thtrc [C30H390s]*, 479,2797;

+ Phd cong hudng tir hat nhan dugc mo ta trong Bang 1 dudi day.

Bang 1. S6 liéu phd 'H- NMR va BC-NMR (5, ppm) ciia hgp chit thabdaglostelon A

C b5 ¢ ¢35 (dang pic J = Hz)
1 33.1 1.58 (m)/ 2.32 (m)
2 34.5 2.34 (m)/ 2.89 (m)
3 222.3 -

4 48.1 -

5 46.8 257 (dd, 2.5, 13.0)

6 20.1 1.66 (m)/ 1.70 (m)
7 33.8 1.99 (m)/ 2.35 (m)
8 45.1 -

9 54.7 1.64 (dd, 8.0, 13.5)

10 37.3 -

11 314 1.78 (dd, 13.5, 13.5)
12 85.8 2.10 (dd, 8.0, 13.5)
13 186.1 -

14 129.7 -

15 212.1 -

16 63.8 -

17 127.6 3.59 (d, 10.5)
8 8.9 5.88 (d, 10.5)
19 23.6 1.82 (s)

20 131.3 0.81 (s)

21 13.1 -

22 159.7 2.06 (s)

23 103.8 -

24 142.2 6.39 (d, 7.0)

25 125.1 7.34 (d, 7.0)
26 164.9 -

27 164 | ;
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28 29.4 2.05 (s)
29 19.8 1.16 (s)
30 234 1.07 (s)

“Po trong CD30D, 125 MHz, °500 MHz
Hop chét rhabdaglostelon B c6 cong thirc (2):
+ Chét gel mau vang;
+ Phd khéi luong phan giai cao HRMS-ESI tai m/z 479.2791 [M+H]", tinh to4n
Iy thuyét cho cong thirc [C3oH300s]", 479.2797;
+ Phé cong hudng tir hat nhan dugc mo ta trong Bang 2 dudi day.

Bang 2. Sé liéu phd 'H- NMR va BC-NMR (8, ppm) clia hop chit rhabdaglostelon B

C b5 ¢ 3¢5y (dang pic J = Hz)
| 32.0 1.58 (m)/ 2.28 (m)
2 335 2.38 (m)/ 2.75 (m)
3 219.1 -

4 46.9 -

5 45.6 2.47 (dd, 2.5, 13.0)

6 19.2 1.49 (m)/ 1.66 (m)
7 32.7 1.94 (m)/ 2.23 (m)
8 43.8 -

9 52.8 1.63 (dd, 8.5, 13.5)

10 36.0 -

11 33.5 1.88 (dd, 13.5, 13.5)
12 84.5 2.10 (dd, 8.5, 13.5)
13 182.6 -

14 128.8 -

15 207.5 -

16 59.6 -

17 125.4 3.21(d, 9.0)

18 9.0 6.65 (d, 9.0)

19 233 1.81 (s)

20 131.5 0.82 (s)

21 13.7 -

22 159.0 1.94 (s)

23 101.8 -

24 139.8 6.17 (d, 7.0)

25 124.0 7.13 (d, 7.0)

26 163.2 -

27 16.6 -

23 292 2.09 (s)

29 19.3 1.13 (s)

30 23.5 1.04 (s)

"Po trong CDCls, 5125 MHz, °500 MHz
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Vi du 2: Tht nghiém vé tac dung dugc ly cta céc hop chét 6/6/5/5-tetraxyclic
triterpen theo sdng ché

Céc hop chit 6/6/5/5-tetraxyclic triterpen theo sang ché dugc thir nghiém vé hoat
tinh gy doc té bao nhu sau:

Phuong phép thir 46 doc té bio in vitro duge Vién Ung thu Québc gia Hoa Ky
(National Cancer Institute — NCI) x4c nhan 1a phép thir 4o doc té bao chudn nhim
sang loc, phat hién céc chét c6 kha ning kim ham su phat tridn hodc diét TBUT & didu
kién in vitro. Phép thit tién hanh xac dinh ham lugng protein t& bao tdng s6 dya vao
mat do quang hoc (OD — Optical Density) do duoc khi thanh phén protein ciia té bao
duoc nhudm bang sulforhodamin B (sulforhodamine B - SRB). Gié tri OD mdy do
dugc ty 1€ thuén véi lwong SRB gin v6i phan i protein, do d6 lugng té bao cang
nhiéu (lugng protein cang nhiéu) thi gi4 tri OD cang 16n. Phép thir duoc thyc hién
trong diéu kién cu thé nhu sau:

+ Trypsin héa té bao thi nghiém dé 1am roi té bao va dém trong budng dém dé
diéu chinh mat @ cho phu hop véi thi nghiém.

+ Chét thir d3 pha & cic ndng dd dwgc dua vao cac giéng ctia dia 96 giéng.
Giéng khong c6 chét thir nhung c¢6 TBUT (190 pL) s& dugc st dung lam
dbi chiing ngay 0. Sau 1 gid, giéng déi chimg ngay 0 té bao s& duge cb dinh
bing axit trichloracetic — TCA 20%.

+ U trong ti 4m 72 gi®. Sau 72 gio, té bao dugc cb dinh bing TCA trong 1 gio,
dugc nhudm bing SRB trong 30 phut & 37°C, rira 3 14n bing axit axetic roi dé
kho6 & nhiét do phong.

+ 10 mM Tris base khong dém (unbuffered Tris base) dé hoa tan luong SRB,
lic nhe trong 10 phut rdi doc két quiz OD & buée séng 540 nm trén may
ELISA Plate Reader (Biotek).

+ Phén trdm e ché su phat trién ca té bao khi c6 mit chét thtr s& dugc xac
dinh thong qua cong thuc sau:

0D {miu)— 0D(ngiy0)

0% e che = 100% —
%uech = 100% ~ o (0M50) — ODgAy0)

- Phép thir dugc lap lai 3 14n & dam bao tinh chinh x4c. Ellipticin (Ellipticine) & cc
ndng d6 10 pg/ml; 2 pg/ml; 0,4 pg/ml; 0,08 pg/ml duge st dung nhu 1a chét ddi
chiing duong; -12-
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- DMSO 1% ludén dugce st dung nhu dbi chiing am. Gia tri ICso (néng do e ché

50% su phat trién) s& dugc x4c dinh nh vao phdn mém mdy tinh TableCurve

2DvA4.

Két qua dugc thé hién trong Bang 3.

£ ICso (uM)
Hop chat
LU1 HepG2 MCF7 SKMel2
1 22,44 £1,98 22,20+ 2,74 21,28 + 1,03 20,37+ 1,84
2 23,21+ 1,89 17,26 £ 1,92 19,27 £ 1,75 15,91 £ 1,21
Ellipticin* 2,20+ 0,20 2,07+0,24 1,95+ 0,16 1,18 £0,16

*Ellipticin 1a chdt di chimg dwong

Kha niing ap dung trong cong nghiép

Sang ché dé xuét hop chét 6/6/5/5-tetraxyclic triterpen va phuong phap phén
1ap céc hop chét nay tir loai hai mién Rhabdastrella globostellata. Céc hgp chét nay
thé hién hoat tinh gy doc té bao trén 4 dong té bao ung thu & ngudi: ung thu phoi
(SK-LU-1), ung thu vii (MCF-7), ung thu gan (Hep-G2) va ung thu da (SK-Mel-2).
Sang ché tao co sé khoa hoc ving chéc cho cic nghién ctru tmg dung tiép theo nhim
tao ra cac dugc phém co tac dung diéu tri/hd trg diéu tri bénh ung thu tir loai hai mién

Rhabdastrella globostellata.

-13-
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Yéu ciu bao hd
1. Hop chét 6/6/5/5-tetraxyclic triterpen, trong d6 hop chat nay 1 hop chét dugc chon
tir cac hop chét cong thirc (1) va (2) sau day:

2. Hop chit theo diém 1, trong d6 hop chét nay 1 hop chét rhabdaglostelon A c¢6 cong
thie (1):

$
§
X
28

3. Hop chét theo diém 1, trong d6 hop chét nay 12 hop chét rhabdaglostelon B c¢6 cong
thtrc (2):

-14-
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g
& b
N 2 .
28

»

4. Phuong phap phén 14p hop chit theo diém bit ky trong sb cac diém tir 1 ¢én 3 tir
loai hai mién Rhabdastrella globostellata, phwong phap niy bao gdm céc budc:

(i) rira sach mAu hai mién twoi Rhabdastrella globostellata dé loai bé mubi, thai
nho, sau d6 ngam chiét 3 14n v6i metanol (MeOH) & nhiét d6 50°C, mbi 1an it nhat 60
phut;

(ii) gop cac dich chiét trong metanol thu dugc & budc (i), loc qua gidy loc va ct
dé loai bé dung mdi dudi 4p suét giam d& thu duoc cin chiét metanol;

(iii) hoa tan can chiét metanol véi nudce cit, sau d6 chiét phan bd bang dung moi
diclometan 2 1in v6i ty 1& 1/1 vé thé tich, dich chiét diclometan dugc tién hanh loai bé
dung mdi dudi 4p suit giam thu dugce ciin chiét diclometan, dugc ky hiéu 1a RGD;

(iv) tién hanh phan tach cin chiét RGD trén cot sic ky 4i luc v6i chat hip phu 1a
silica gel loai Kiesegel 60, ¢& hat tir 230 dén 400 mesh (hang san xuét Merck), véi
hén hop dung moi rira giai ting din ndéng d0 metanol trong diclometan la
diclometan/metanol ty 1& 100/0—0/1 thu dugc bén phan doan, dugc ky hi€u 14n luot 12
RGD1 dn RGD4;

(v) tiép tuc phan tach phan doan RGD2 trén cdt sic ky 4i luc véi chit hip phu 1a
silica gel loai Kiesegel 60, c& hat tir 230 dén 400 mesh (hang san xuit Merck) véi hdn
hop dung méi rira giai ting dan ndng d6 axeton trong n-hexan 13 n-hexan/axeton véi ty
16 100/0—0/1 thu dugc bén phan doan, dwoc ky hiéu 14n lugt 13 RGD2A dén RGD2D;

(vi) tiép tuc phan tach phan doan RGD2C trén cot sic ky véi chat hip phu 14 pha
dao loai RP-18, ¢& hat tir 30 dén 50 um (héng san xuit Fuji silysia Chemical Ltd.), v6i

-15-
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hén hop dung méi rira giai axeton/nuée cit véi ty 18 3/2 vé thé tich dé thu dugc bén
phén doan nhé hon, dugc ky hiéu 1a RGD2C1 dén RGD2C2;

(vii) phan 14p cdc hop chét, trong d6 hop chit rhabdaglostelon A va
rhabdaglostelon B thu dugc & dang gel mau vang tir phdn doan RGD2C1 st dung hé
théng sic ky 1oéng hidu ning cao HPLC véi cot J’sphere H-80 (150 x 200 mm), st

dung dung méi axetonitril 65% trong nudc.
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