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Linh vuc ky thuat dwoc dé cap

Sang ché thudc linh vuc tim kiém cac hop chat c6 ngudn gdc tlr thién nhién c6
hoat tinh khang viém nham phat trién cac san pham bao vé stic khde c6 tac dung chéng
viem. Cu thé, sang ché dé cap dén hai hop chat lignan glycosit ¢6 cau tric hoa hoc méi,
duoc goi la acaniliciosit A va acaniliciosit B, lan luot ¢ cong thire (1) va (2):

OCH,

OH

<

O HO

OH

Phuong phap phan lap cac hop chat nay tir loai 6 r6 hoa tim (Acanthus ilicifolius)
va hop chat theo sang ché ¢ tac dung khang viém.
Tinh trang ky thuat ctia sang ché

Viém 1a mot phan ciia phan tng sinh hoc phiic tap ctia cac mo clia co thé ddi voi
céc kich thich c6 hai chang han nhu mam bénh, té bao bi hu hong hodc chét kich thich.
Chuc nang cua viém la loai bo nguyén nhéan gay tén thuong té bao, loai bo cac hoai t,
cac mo bi ton thuong tir sw xam nhap ban dau ciing nhu trong qué trinh viém va bat dau
stra chtta m6. Tuy nhién, viém khong phai lGc nao clng t6t cho co thé. Trong mot so
truong hop, hé théng mién dich chéng lai cac té bao clia co thé do nham lan, gdy ra viém
nhiém ¢6 hai. Chinh vi thé, trong qua trinh diéu trj mot s6 bénh thuong phai st dung
thém thudce khang viém. Trong vong hai thap ki gan day. xu hudng quay lai st dung céc
san pham thudc c6 nguon o6c thao duge dé phong va tri bénh tro nén phé bién. O Viét
Nam, Acanthus ilicifolius 1a mot loai dugc liéu duge st dung rong rai dé diéu tri cac triéu
chung viém. Do vay, viéc didu tra, nghién ctu vé thanh phan héa hoc loai Acanthus
ilicifolius, dac biét la viéc phat hién ra cac hop chét lignan glycosit moi tur loai Acanthus
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ilicifolius s& ¢ y nghia khoa hoc va thuc tién cao. Két qua sé gop phén lam rd gié tri
cling nhu cdng dung cta chi Acanthus, vi vay, s€ gop phan tich cuc vao viéc khai thac va
str dung mot cach hop ly ngudn tai nguyén thién nhién cta dat nudc.

Trong khudn kho nghién ctu, tap thé tac gia sang ché da di sau nghién ctru thanh
phan héa hoc cia loai Acanthus ilicifolius va da phén lap dugc hai hop chit ¢ ciu tric
héa hoc mdi 1a acaniliciosit A va acaniliciosit B. Hai hop chét nay thudc 16p chét lignan
glycosit, cAu tric hoa hoc cua chung lan dau tién dugc cong bd. Bén canh do, sang ché
dé cap dén phuong phap phén lap va tac dung khéng viém thong qua uc ché san sinh NO
cua hai hop chét lignan glycosit mgi. Hai hop chit acaniliciosit A va acaniliciosit B uc
ché su san sinh NO voi gia tri ICs lan luot 1a 11,35 = 1,27, 15,42 + 2,12 uM. Phuong phap
phan lap hai hop chét lignan glycosit tir loai Acanthus ilicifolius theo sang ché 1a dé dang
thuc hién va cho do tinh khiét cao, c6 thé phat trién thuc hién dé tao san phém co tinh
ung dung trong diéu tri/ho tro diéu tri viém hodc str dung lam chét tham chiéu cho loai
Acanthus ilicifolius.

Ban chat ky thuit clia sang ché
Séng ché dé xuat hop chat lignan glycosit, trong d6 hop chét nay 1a hop chét duoc

chon tur cac hop chat c6 cong thire sau:

OCH;

OH

Theo mot phuong an, hop chat lignan glycosit 1a hop chét acaniliciosit A c6 cong
thuce (1).

Theo mdt phuong an khéc, hop chét lignan glycosit 1a hop chét acaniliciosit B c6

cong thtre (2).

o
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Cac hop chat lignan glycosit bao gom acaniliciosit A c6 cong thic (1),
acaniliciosit B ¢6 cong thuc (2) theo sang ché thé hién tac dung khang viém va hiru dung
dé phat trién thanh cac san pham bao vé st khoe co tac dung chbng viém.

Theo mdt khia canh khac, sang ché con dé xuét phuong phap phén lap hop chat
lignan glycosit trén day tur loai Acanthus ilicifolius, phuong phap nay bao g6m cac budc:

(i) mau Acanthus ilicifolius dugc thai nho, phoi kho roi nghién thanh bdt min, sau
do bot nay dugc ngam chiét siéu am 3 1an voi rugu metylic & nhiét do 50°C, mdi 1an toi
thiéu 60 phut;

(ii) gop cac dich chiét & bude (i) lai, loc qua gidy loc va cét dé loai bo dung moi
dudi ap suat giam thu duge dich ¢ trong rugu metylic;

(iii) hoa tan dich c6 trong rugu metylic voi nude cat rdi chiét phéan bd lan luot béng
dung moi n-hexan, roi dén etyl axetat, moi dung mdi tién hanh chiét 2 1an véi ty ¢ 1/1 vé
thé tich. Phan nudc sau khi chiét dugc dua 1én cot Diaion HP-20, rira bang nude sau do
rura giai béng ruou metylic trong nude (25, 50, 75 va 100% vé thé tich rugu metylic) thu
duoc 4 phan doan ky hiéu lan lugt tir Al dén Al4;

(iv) tién hanh phan tach phan doan AI2 trén cot sic ky i luc véi chat hap phu la
silica gel (loai Kiesegel 60, ¢& hat 230-400 mesh, hang san xuat Merck) voi hé dung moi
ria la diclometan/ruou metylic ti 1€ 7/1 thu duoc bon phan doan ky hiéu lan luot tu
AIRA-AI2D.

(v) tiép tuc tién hanh phan tach phan doan AI2B trén cot sdc ky i luc voi chét hép
phu 12 pha déo (loai RP-18, ¢& hat 150 wm, hang san xuit YMC Chemical Ltd.), véi hon
hop dung mdi rira giai la ruou metylic/nude cattile 1/1 vé thé tich, tao ra bdn phan doan
nho hon, ki hiéu tir AI2B1 dén AI2B4.

(vi) hop chét acaniliciosit B ¢6 cong thirc (2) thu duoc ¢ dang bot vo dinh hinh mau
trang tir phan doan AI2B3 khi str dung hé théng sic ky 16ng hiéu ning cao HPLC véi cdt
J’sphere H-80 (250 x 20 mm), diéu kién dung moi axetonitril 18% trong nudc.

(vii) tién hanh phan tich phan doan AI3 trén cot sac ky ai luc véi chat hap phu la
silica gel (loai Kiesegel 60, ¢d hat 230-400 mesh, hang san xuat Merck) v&i hé dung moi
rua la diclometan/ruou metylic ti 1€ 8/1 thu duoc bon phan doan ky hiéu lan luot tor AIBA

dén AI3D.
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(viii) tién hanh phan tach phan doan AI3C trén ct sac ky ai luc voi chét hap phu la
pha dao (loai RP-18, ¢& hat 150 wm, hang san xuit YMC Chemical Ltd.), vi hon hop
dung moi rira giai la rugu metylic/nudge cAt ti 16 1.2/1 vé thé tich, thu dugc ba phan doan
nho hon, ki hiéu tr AI3C1 dén AI3C3.

(ix) Hop chat acaniliciosit A c¢6 cong thue (1) thu duge ¢ dang bdt vo dinh hinh
mau trang tir phan doan AI3C2 khi s dung hé théng sac ky 1ong hiéu nang cao HPLC
voi et J'sphere H-80 (250 x 20 mm), diéu kién dung moi axetonitril 22 % trong nudc.
M6 ta chi tiét sang ché

Sau day, sang ché con duoc mo ta thdong qua cac phuong an cu thé minh hoa va
moé ta chi tiét hon nita cho sang ché. Ngoai ra, can phai hiéu rang, cac phuong an cu thé
sau day dugc mo ta chi voi muc dich minh hoa cho sang ché va sang ché khong chi gigi
han ¢ céc phuong an cu thé nay. Ro rang la, ngudi ¢6 hiéu biét trung binh trong linh vuc
ndy, trén co sé cdc ndi dung mo ta trong ban mo ta nay, co thé thuc hién cac phuong an
tvong duong ma khong ndm ngoai pham vi cua sang ché nhu dugc mo ta trong yéu cau
bao hd kem theo sau day.

Trong ban mo ta nay, cac gia tri sé nén duoc hiéu 1a bao gom ca nghia “khoang”,
cu thé 1a chi chinh gia tri s6 do cling nhu céac gia tri s6 nam trong khoang + 10%, t6t hon
Ja + 5%, va tdt nhat 1a 0% cua gia tri 56 do.

Ngoai ra, trong ban md ta nay, mau Acanthus ilicifolius dugc thu tai Xuan Thuy,
Nam Dinh, vao thang 11 nim 2022. Tén khoa hoc dugc gidm dinh bai TS. Nguyén Thé
Cuong, Vién Sinh thai va Tai nguyén Sinh vat. Mau tiéu ban (NCCT-128) duoc luu gilt
tai Vién Héa sinh bién. Mau Acanthus ilicifolius twoi dugce thai nho, phoi kho rdi nghién
thanh bot min, sau do bdt nay dugc ngam chiét siéu 4m 3 lan, moi 1an 60 phut, vo1i rugu
metylic ¢ nhiét dd 50°C sau d6 tién hanh chiét xuat, phén lap, va xac dinh céu truc hoa
hoc theo cac phuong phap mo ta dudi day: Sic ky 16p mong (TLC) dugce thuc hign trén
ban mong trang san (loai DC-Alufolien 60 F254 (Merck 1,05715) hodac RP18 F254s
(Merck)). Phat hién chat bang dén tir ngoai ¢ hai budc song 254 nm va 365 nm hoac
ding thude thir 1a dung dich H,SO, 10% dugc phun déu lén ban mong, sdy kho roi ho
nong tu tu dén khi hién mau. Sic ky cot duge tién hanh voi chat hap phu la silica gel
hodc pha dao. Silica gel ¢6 ¢d hat 1a 40-63 pum (230-400 mesh, Merck). Pha dao RP-18
(150 pm, YMC Chemical Ltd). Pho cong hudng tr hat nhan (NMR) dugc do trén may



48691 513

Bruker AMS00 FT NMR. Pho khéi luong phan giai cao duge do trén méay Agilent 6530
Accurate-Mass Q-TOF LC/MS.
Theo mot khia canh, sang ché dé xuét hop chét lignan glycosit , trong d6 hop chét

nay la hop chat duogc chon tir cac hop chit co cong thuc sau:

OCH,
OH
OH
HO
<O
0
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5¢ , ' 0 OH
h -
’ (0]
Y S "
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Céc hop chét lignan glycosit trén déy la cac hop chét ¢6 ciu truc héa hoc moi.
Céc thong s6 hoa-1y cta cac hop chét nay nhu sau:

Hop chét acaniliciosit A (1):

+ Cong thue phan tu: Cy7H3404y;

+ Khbi lugng phan t: M = 534,

Cac thong sb vat 1y:

+ Chit bot vo dinh hinh mau tring;

+ Phé khéi luong phan gii cao HRMS-ESI tai m/z 569.1796 [M+7CIJ", tinh toan

Iy thuyét cho cong thirc [CyH340,, Cl]t 569.1795 va m/z 571.1790 [M+"CIT,

tinh toan 1y thuyét cho cong thirc [C27H34OH37C1]': 571.1765;

Hop chét acaniliciosit B:

+ Cong thtrc phan tu: C33HyOys:

+ Khbi lugng phan tir: M = 680;

Céc thong sb vat ly:

+ Chét bét vo dinh hinh mau tréng;
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+ Phé khéi luong phan gii cao HRMS-ESI tai m/z 715.2375 [M+°CI], tinh toan

Iy thuyét cho cong thitc [Cs3HyO157°Cl): 715.2374; va m/z 717.2359 [M+"CIT,

tinh toan 1y thuyét cho cong thiic [C33Hy0y57 CIT: 717.2344).

Theo mdt khia canh khac, sang ché dé cép dén phuong phéap phan 1ap cac hop chat
lignan glycosit c6 cong thie (1) va (2) tir loai Acanthus ilicifolius nhu sau:

(i) mau Acanthus ilicifolius dugc thai nhd, phoi kho roi nghién thanh bot min, sau
do bot nay duge ngam chiét siéu am 3 1an vai ruou metylic ¢ nhiét d6 50°C, mdi 1an toi
thiéu 60 phut;

(i1) gdp céc dich chiét & bude (i) lai, loc qua gidy loc va cit dé loai bd dung mdi
dudi ap suat giam thu dugc dich ¢ trong rugu metylic;

(iii) hoa tan dich c6 trong rugu metylic vGi nude cAt rdi chiét phan b lan lugt
bang dung moi n-hexan, roi dén etyl axetat, moi dung moi tién hanh chiét 2 lan véi ty 1&
1/1 vé thé tich. Phan nuédc sau khi chiét duge dua lén cot Diaion HP-20, ria béng nudc
sau do rua giai béng ruou metylic trong nude (25, 50, 75 va 100% vé thé tich ruou
metylic) thu dugc 4 phan doan ky hi¢u lan lugt tir AIl dén Al4;

(iv) tién hanh phan tach phan doan AI2 trén cot sic ky 4i hwe v6i chét hap phu la
silica gel (loai Kiesegel 60, ¢& hat 230-400 mesh, hang san xudt Merck) v6i hé dung moi
rira la diclometan/ruou metylic ti 1€ 7/1 thu dugc bon phan doan ky hiéu lan luot tu
AIRA-AI2D;

(v) tiép tuc tién hanh phan tach phan doan AI2B trén cot sdc ky ai luc voi chat hap
phu la pha dao (loai RP-18, ¢& hat 150 wm, hang san xuat YMC Chemical Ltd.), v&i hon
hop dung moi rua giai la ruou metylic/nude catti1é 1/1 vé thé tich, tao ra bdn phan doan
nho hon, ki hiéu tir AI2B1 dén AI2B4;

(vi) hop chat acaniliciosit B ¢6 cong thic (2) thu duoc ¢ dang bot vo dinh hinh
mau trang tr phan doan AI2B3 khi s dung hé théng sac ky long hiéu ndng cao HPLC
vai cdt I'sphere H-80 (250 x 20 mm), diéu kién dung moi axetonitril 18% trong nudc.

(vii) tién hanh phan tach phan doan AI3 trén cot sic ky i luc v6i chat hap phu la
silica gel (loai Kiesegel 60, ¢& hat 230-400 mesh, hang san xuit Merck) v6i hé dung moi
rua la diclometan/ruou metylic ti 1€ 8/1 thu duoc bdn phan doan ky hiéu lan luot tr AI3A

dén AI3D;
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(viii) tién hanh phan tach phan doan AI3C trén ct séc ky 4i luc v6i chat hap phu
la pha ddo (loai RP-18, c& hat 150 pm, hang san xuit YMC Chemical Ltd.), v&i hon hop
dung mdi rira giai la ruou metylic/nude cAt ti 16 1.2/1 vé thé tich, thu duoc ba phan doan
nho hon, ki hiéu tu AI3C1 dén AI3C3;

(ix) Hop chat acaniliciosit A c6 cong thire (1) thu duge ¢ dang bot vo dinh hinh
mau trang tor phan doan AI3C2 khi st dung hé théng sac ky 16ng hiéu ning cao HPLC
v6i cot I'sphere H-80 (250 x 20 mm), diéu kién dung moi axetonitril 22 % trong nude.
Vi du thwe hién sang ché
Vidu 1: Phan lap hai hop chét lignan glycosit tur loai Acanthus ilicifolius

Mau Acanthus ilicifolius duge thai nho, phoi kho rdi nghién thanh bot min, sau do
bot nay dugc ngam chiét siéu am vdi rugu metylic 3 lan & nhiét do 50°C, mdi lan 60 phut
rdi loc qua gidy loc va cit dé loai bé dung mdi dudi ap sudt giam dé thu duoc dich cd
ruou metylic (186 g);

Hoa tan dich ¢d rugu metylic voi nudc ct (2 lit) roi chiét phan b bang dung moi
n-hexan, roi dén etyl axetat, moi dung moi tién hanh chiét 2 1an véi ty 1€ 1/1 vé thé tich.
Phan nuéc sau khi chiét duoc dua lén cot Diaion HP-20, rua bang nudce sau do rua giai
béng ruou metylic trong nude (25, 50, 75 va 100% vé thé tich ruou metylic) thu duogc 4
phan doan ky hiéu lan luot tir ATl dén Al4;

Tién hanh phan tach phan doan AI2 trén cot sdc ky 4i luc (@ 12 cm, L 50 ¢cm) vdi
chét hap phu la silica gel (Kiesegel 60, c& hat 230-400 mesh, Merck) v&i hon hop dung
moi rira giai 1a diclometan/ruou metylic ti 1€ 7/1 thu duogc bdn phan doan ky hi€u lan luot
tu AI2A-AIZD;

Tiép tuc tién hanh phan tach phéan doan AI2B trén cOt Sac ky i luc (® & cm, L 50
cm) vol chat hép phu la pha dao (loai RP-18, ¢& hat 150 um, hang san xuit YMC
Chemical Ltd.), véi hdn hop dung moi rira giai la rugu metylic/nuoc cht ti 16 1/1 vé thé
tich, tao ra bdn phéan doan nho hon, ki hi¢u tor AI2B1 dén AI2B4;

Hop chat acaniliciosit B ¢6 cong thirc (2) thu duoc ¢ dang bot vo dinh hinh mau
trang tir phan doan A12B3 khi stir dung hé¢ théng sic ky 1ong hiéu nang cao HPLC voi cot
J*sphere H-80 (250 x 20 mm), diéu kién dung moi axetonitril 18% trong nudc.

Tién hanh phan tach phan doan AI3 trén cOt sdc ky ai luc (@ 12 cm, L 50 cm) voi

chat hip phu la silica gel (loai Kiesegel 60, ¢& hat 230-400 mesh, hang san xuét Merck)
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voi hé dung moéi rua la diclometan/rugu metylic ti 1€ 8/1 thu dugc bdn phan doan ky hiéu
lan lugt tir AI3A dén AI3D;

Tién hanh phan tach phan doan AI3C trén cot sic ky ai luc (@ 8 em, L 50 ¢cm) vai
chét hép phu 1a pha déo (loai RP-18, c& hat 150 um, hang san xuat YMC Chemical Ltd.),
v6i hon hop dung moi rira giai la rugu metylic/nudce ct ti 16 1.2/1 vé thé tich, thu duoc
ba phan doan nho hon, ki hiéu tir AI3C1 dén AI3C3;

Hop chit acaniliciosit A co cong thire (1) thu dugc ¢ dang bot vo dinh hinh mau
trang tir phan doan AI3C2 khi st dung hé théng sic ky 16ng hiéu ning cao HPLC voi cot
J’sphere H-80 (250 x 20 mm), diéu kién dung mdi axetonitril 22 % trong nudc.

Cac hop chat thu duoc con duoc tién hanh xac dinh cac dic tinh hoa-ly. Két qua
duoc thé hién sau day.

Hop chat acaniliciosit A c6 cong thire (1):

+ Chét bot vo dinh hinh mau trang;

+ Phé khéi luong phan giai cao HRMS-ESI tai m/z 569.1796 [M+CIJ", tinh toén
ly thuyét cho cong thire [Co;Hs40,,°Cl]: 569.1795 va m/z 571.1790 [M+'CI]", tinh toan
Iy thuyét cho cong thire [Cp;H340,,”'CIT: 571.1765;

+ Pho cong hudéng tir hat nhan dugc dua ra trong Bang 1 dudi day.

Bang 1. S$6 lidu phd 'H- NMR va “C-NMR (8, ppm) clia hop chét acaniliciosit A
p pp

STT “b5c | ™8y (dang pic J = Hz)
1 137.1 |-
2 1143 | 6.88 (d, 1.8)
3 150.9 | -
4 146.4 | -
5 118.3 | 7.11(d, 8.0)
6 122.3 |6.76 (dd, 8.0, 1.8)
7 33.9 |2.92(dd. 15.5,5.0)

2.57 (dd, 15.5, 11.0)
43.9 | 2.74 (m)

9 73.7 | 3.99 (dd, 8.5, 6.5)
3.71 (dd, 8.5, 6.0)

o0

I’ 1383 |-

2 1073 | 6.85(d, 1.8)

3 1493 | -

4 148.4 | -

5 108.9 | 6.78 (d, 8.0)

6 1204 |6.80 (dd, 8.0, 1.8)

8
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7’ 84.2 | 4.77(d, 7.0)
8’ 51.8 | 2.41 (quin, 7.0)
9’ 71.5 |3.64(dd, 9.5, 7.0)
3.47
3-0CH;|  56.8 |3.87(s)
9"0OCH;|  59.2 |3.37(s)
0-CH,-O  102.3 |5.94 (s)
Gle
1" 103.1 | 4.87 (d, 8.0)
2" 75.0 13.50°
3 77.9 |3.49
4" 714|341
5" 782 342
6" 62.6 |3.70 (dd, 12.0, 5.0)
3.89 (dd, 12.0, 2.0)

“Po trong CD;0D, 125 MHz, °500 MHz, ‘Tin hiéu bi chong chap

Hop chét acaniliciosit B ¢6 cong thurc (2):

+ Chat bot vo dinh hinh mau tréng;

9/13

+ Phé khdi luong phan giai cao HRMS-ESI tai m/z 715.2375 [M+CI]", tinh toan
ly thuyét cho cong thite [Cy;Hyu0y5>ClY: 715.2374; va m/z 717.2359 [M + °'CIJ, tinh
toan ly thuyét cho cong thuc [C33H44Ol537C]]': 717.2344);

+ Pho cong hudng tir hat nhan dugc dua ra trong Bang 2 dudi day.

Bang 2. S liéu pho 'H- NMR va C-NMR (8, ppm) ctia hop chét rhabdaglostelone B

STT

%5c | ™0y (dang pic J = Hz)

1372

1144 |6.89 (d, 1.8)

1509 |-

1463 |-

118.5 17.08 (d, 8.0)

1223 | 6.78 (dd, 8.0, 1.8)

3 [O\ | [ W[ [

33.9 |2.94(dd, 15.5,5.0)

256 (dd, 15.5, 11.0)

439 12.74 (m)

O (00

73.7 3.99 (dd, 8.5, 6.5)
3.71 (dd, 8.5, 6.0)

1382 |-

1073 | 6.85(d, 1.8)

1493 |-

1484 |-

108.9 | 6.78 (d. 8.0)

9
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6' 120.5 |6.79 (dd, 8.0, 1.8)
7’ 842 | 4.76 (d. 7.0)
8 51.9 | 2.42 (quin, 7.0)
9’ 715 13.63(dd, 9.5,7.0)
347
3-OCH; 56.8 |3.87(s)
9'-OCH; 592 |3.37(s)
0-CH,-0 1023 |5.94(s)
Glc
1" 103.0 | 4.76 (d, 8.0)
2" 750 |3.50°
3" 779 |3.47
4" 716 |3.38
5" 77.0 |3.53
6" 67.8 | 3.62(dd, 12.0,5.0)
4.02 (dd, 12.0, 2.0)
Rha
1" 102.1 | 4.72(d, 1.5)
2 722 13.83(dd, 3.0, 1.5)
3 724 13.69(dd, 9.0,9.0)
4 741 |338
5" 69.8 | 3.66 (m)
6" 17.9  |1.22(d, 6.5) B

"Do trong CD;0D, "125 MHz, ©500 MHz, "Tin hiéu bi chong chap
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Vi du 2: Thir nghiém vé tac dung dugce ly cta hai hop chét acaniliciosit A va acaniliciosit

B

Hai hop chét acaniliciosit A va acaniliciosit B theo sang ché duogc thtr nghiém vé hoat

tinh e ché san sinh NO trén té bao RAW264.7

Té bao RAW 264.7 duge dua vao dia 96 giéng 6 nong do 2 x 10° té bao/giéng va

nudi trong ti am & 37°C va 5% CO, trong 24h.

Tiép theo, modi truong nudi cay dugc loai bo, thay bang mdi truong DMEM khong co

FBS trong 3h.

Té bao sau d6 dugc U mau nghién ctiru & cac nong do khac nhau trong 2h trude khi

duoc kich thich san sinh yéu t6 NO bang LPS (1 pg/mL) trong 24h.

Mot sb giéng khong dugc U mau ma chi st dung dung dich pha mau duge coi la doi

chung am. Trong khi dbi chung duong dugc st dung la NC-Methyl-L-arginin axetat

(L-NMMA) & cac ndng do 100, 20, 4, va 0.8 uM.

10
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- Nitrit (NO5"), dugc xem la chi thi cho viéc tao NO, s& dugc xac dinh nho bo Griess
Reagent System (Promega Cooperation, WI, USA). Cu thé 1a, 100 pL moi trudng
nudi té bao (0 mau) duge chuyén sang dia 96 mdi va dugc thém vao 100 pL Griess
reagent: SO pL of 1% (w/v) sulfanilamid trong 5% (v/v) acid phosphoric va 50 pL
0.1% (w/v) N-1-naphtyletylenediamin dihydroclorit pha trong nudc.

- Hdn hop nay dugc u tiép o nhiét do phong trong 10 phut va ham lugng nitrit s€ duoc
do bang may microplate reader ¢ budc song 540 nm. Moi truong DMEM khong FBS
duoc str dung nhu giéng trang (blank).

- Ham lugng nitrit cua tung mau thi nghiém dugc xdc dinh nho vao duong cong ham
lugng chuan NaNO, va dugc so sanh % voi mau chimg am (LPS).

- Kha nang tc ché san sinh NO cua mau duogc xac dinh nho cong thire :

% trc ché =100%- [ham lwong NOg,mpie/ham lrgng NO ps]*100

_ Phép thu duoe 13p lai 3 1dn dé dam béo tinh chinh xdc. Gia tri 1Cs (nong do (e ché
50% su hinh thanh NO) sé& dugc xac dinh nho vao phan mém may tinh TableCurve
2Dv4.

Bang 3: Két qua hoat tinh tc ché su san sinh NO ctia hop chét tinosinodane trén t& bao

BV2 duoc kich thich bang LPS

] A A1~ 2 X ~

Hop chit ICsy (uM) Yo we cheé te bao(;;o;long do 100 pM
Acaniliciosit A 11,35+ 1,27 92,5+2.7
Acaniliciosit A 1542 +2.12 96,3 +3.,5

L-NMMA 32,50 £2,34 90,9+473

NY-Methyl-L-arginin axetat (L-NMMA) la chat d6i chimg duong
Hiéu qua c6 loi cua sang ché
Sang ché dé cap dén phuong phap phén 1ap cac hop chat moi, acaniliciosit A va
acaniliciosit B tur loai Acanthus ilicifolius thu thap tai Xuén Thuy, Nam Dinh. Cac hop
chét nay thé hién hoat tinh Gc ché san sinh NO tét hon so véi chét dbi chimg L-NMMA.
Sang ché nay tao co so khoa hoc viing chic cho cac nghién clru ing dung tiép theo nham
tao ra cac duogc phé\m co tac dung ho tro diéu tri viem dua trén viéc khai thac 11gu6n duoc

liéu qui, sdn c6 trong nudc vao phuc vu cude song.
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YEU CAU BAO HO

1. Hop chat lignan glycosit, trong do hop chat nay la hop chat duoc chon tir cac hop chét

cong thuc sau:

OCH;

HO
OH

+ trong do hop chat nay 1a hop chét acaniliciosit A c6 cong thirc (1)

+ trong do hop chét nay 1a hop chat acaniliciosit B ¢6 cong thuc (2).

2. Phuong phap chiét cac hop chat lignan glycosit theo diém 1 tir loai Acanthus
ilicifolius, phuong phap nay bao gdm cac bude:

(i) mau Acanthus ilicifolius dugc thai nho, phoi kho roi nghién thanh bot min, sau
d6 bot nay duoc ngam chiét siéu am 3 1an véi rugu metylic & nhiét do 50°C, mdi lan (i
thiéu 60 phut;

(ii) gdp céc dich chiét & bude (i) lai, loc qua gidy loc va cAt dé loai bé dung moi
dudi ap suat giam thu duoc dich ¢d trong rugu metylic;

(iii) hoa tan dich ¢6 trong rugu metylic voi nude cit roi chiét phan bd lan luot
bang dung méi n-hexan, roi dén etyl axetat, mdi dung mdi tién hanh chiét 2 lan véi ty 1é
1/1 vé thé tich; phén nudce sau khi chiét duoc dua lén cot Diaion HP-20, rira bf?lng nudc
sau d6 rta giai bang rugu metylic trong nude (25, 50, 75 va 100% vé thé tich ruou
metylic) thu dugc 4 phan doan ky hiéu lan lugt tir ATl dén Al4;

(iv) tién hanh phan tach phan doan AI2 trén ct sic ky &i luc vé6i chét hap phu la

silica gel (loai Kiesegel 60, c& hat 230-400 mesh, hang san xuat Merck) v&i hé dung moi
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rira la diclometan/ruou metylic ti 1€ 7/1 thu dugce bbn phan doan ky hiéu lan luot tu
AIRA-AI2D:

(v) tiép tuc tién hanh phan tich phan doan AI2B trén ¢t sdc ky 4i luc voi chat hip
phu la pha dao (loai RP-18, ¢& hat 150 um, hang san xuit YMC Chemical Ltd.), véi hon
hop dung moi rua giai la ruou metylic/nude catti1é 1/1 veé thé tich, tao ra bon phan doan
nho hon, ki hiéu tir AI2B1 dén AI2B4;

(vi) hop chét acaniliciosit B ¢o céng thtre (2) thu duge ¢ dang bot vo dinh hinh
mau trang tr phan doan AI2B3 khi st dung hé théng sic ky long hiéu nang cao HPLC
vGi cot J'sphere H-80 (250 x 20 mm). diéu kién dung méi axetonitril 18% trong nudc;

(vii) tién hanh phéan tach phan doan AI3 trén cot sac ky ai luc vai chét hap phu la
silica gel (loai Kiesegel 60, ¢ hat 230-400 mesh, hang san xuat Merck) v6i hé dung moi
rira 1 diclometan/rugu metylic ti 1€ 8/1 thu duoc bdn phan doan ky hiéu lan luot tir AI3A
dén AI3D;

(viii) tién hanh phan tach phan doan AI3C trén cot sac ky 4i luc véi chét hap phu
la pha dao (loai RP-18, ¢& hat 150 pm, hang san xuit YMC Chemical Ltd.), vai hon hop
dung mdi rua giai la rugu metylic/nudce catti 18 1,2/1 vé thé tich, thu dugc ba phan doan
nho hon, ki hiéu tir AI3C1 dén AI3C3;

(1x) Hop chat acaniliciosit A ¢o cong thire (1) thu duge ¢ dang bot vo dinh hinh
mau trang tr phan doan AI3C2 khi st dung hé thong sac ky long hiéu nang cao HPLC

vo1 cot J'sphere H-80 (250 x 20 mm), diéu kién dung moi axetonitril 22 % trong nudc.
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