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From the stem of Millettia dielsiana Harms was processed and partitioned to
obtain crude extract (EtOH, 220 g), ethyl acetate fraction (MDE, 60 g) and water
fraction (MDW, 150 g). The quantitative phytochemical of crude extract (EtOH)
from the stem of Millettia dielsiana Harms has contain a significant of steroids,
alkaloids, flavonoids, coumarins, saponins and tannins content. The in vitro anti-
inflammatory activity of several extracts showed crude extract (EtOH) good the
anti-inflammatory with 1Cs, value of 46,98 pg/ml and did not show cytotoxicity,
the ethyl acetate fraction and water fraction displayed moderate anti-inflammatory
with 1Csq value of 33,07 pug/ml va 95,46 ug/ml, respectively
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Thong tin tac gia Tém tat:

Tur than cAy Ké huyét dang (Millettia dielsiana Harms) da xtr 1y va chiét mau

Ngay nhdn bai:

thu nhan dugc cac can chiét, trong d6 can chiét téng EtOH (220 g) va can chiét

]2\]1/ 3 25217 . phan doan 1an lrot 1a etyl axetat (MDE, 60 g), nuéc (MDW, 150 g). Phén tich

ay duyét dang: L. s .

3/g5 /%;021}) ’ & dinh tinh cin chiét tong cua than cdy K& huyét dang chira cac nhom chat thudc
steroid, alkaloid, flavonoid, coumarin, saponin va tannin. Thir hoat tinh khang
viém cua cac can chiét thu nhan duoc tir than cay Co mau cho théy, can téng

Ti‘ilkhéa: diel EtOH tai ndng d6 100 pg/ml c6 kha ning (rc ché san sinh NO manh va khong

Millettia ielsiana, A o L e X Lo o X

Millettia, dinh tinh, khang gay doc .c¥10 c.ho té bao vdi gia tri 1950 Ia’46,9.8 u.g/m.l. boi \{01 can MDE va

viém, 1Cx,. MDW biéu hién hoat tinh khang viém tot véi gid tri ICsq lan luwot 1a 33,07
pg/ml va 95,46 pg/ml.

I. MO PAU

Chi Than méat (Millettia) c6 khoang 260 loai
phan bd & cac vung nhiét déi va cén nhiét déi.
Trong d6, chau Phi c6 khoang 139 loai va chau A
v6i khoang 121 loai [1]. O Viét Nam, chi Than
mét (Millettia) c6 khoang 12 loai va phin bd
rong khép ca nuoc [2]. Cac loai thyc vat thudc
chi Than mat (Millettia) thuong duge st dung
vao muyc dich khac nhau nhu chéng ung thu,
chéng viém, khang virut, diét khuan, diét con
trung va diét sau bénh [1]. Thanh phan hoa hoc
chinh cua cac thyc vat chi Than mat (Millettia)
da dugce nghién ctru thudc nhom flavonoid c6 bo
khung nhu isoflavone, flavanone, flavanonol,
chalcone, rotenoid,... Trong d6, cic hop chét
isoflavone phan 1ap duoc nhidu nhét.

Cay Ké huyét ding hay Co mau (Millettia
dielsiana) la cach goi dan gian cta nguoi xua, khi
dich cua cay tiét ra gan giéng v6i mau ngudi [2]
duogc st dung dé 1am thudc chita viém khép, an
than, ting cudng bai tiét va diéu tri mot sd loai
bénh nhu thiéu mau, lung gbi dau moi, chan tay té
liét va kinh nguyét khong déu. Cung véi dé, cay
¢6 vi déng, tinh binh va tac dung trong bo huyét,
chi théng, thanh nhiét, giai doc, thwra can... [3].
Nhom nghién ctru cua Haoyu Ye va céc cong su
da thu nghiém hoat tinh khang viém thong qua trc
ché san sinh NO in vitro cua 11 hop chét
isoflavone phén lap dugc tir dich chiét etyl axetat
ctia than loai Millettia dielsiana Harms. Két qua
thu duoc cho thdy, hop chat Millesianin C,
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durallone, barbigerone, ichthynone, durmillone,
methoxicalpogonium isoflavone A, calopogonium
isoflavone A, millesianin D, millesianin I thé hién
{rc ché dang ké san sinh NO vd&i gia tri ICsp tir 1,37
dén 2,22 uM. Ngoai ra, hydroxi-6-methoxi-3-4-
methylenedioxi-8-3-3-dimethylallyl-isoflavone va
Millesianin H khéng thé hién hoat tinh [4]. O
nudc ta, nhom nghién ciu cia Lé Dtuc Pat va
cong sy dd phan 1ap va nhan dang 15 hop chat tir
than ctia cay Co mau dugc chiét bang etanol. Hop
chat thu duoc gébm c6 1 hop chat isoflavone
glucoside 1a Mildiside A va 14 dan xuat khac nhau
ctia hop chit phenolic. Két qua danh gia kha ning
ttc ché tao ra NO trén té bao RAW264.7 do LPS
gdy nén cua 15 hop chét phan lap tir than cay Co
mau cho thdy, hop chit (3S)-vestitol biéu hién trc
ché manh nhit voi gia tri IC50 1a 16,0 pM. Tiép
d6, hop chat isoliquiritigenin va tupichinol C thé
hién hoat tinh muwc trung binh véi cac gia tri ICq
lan lugt 12 31,2 uM va 38,4 uM. Céc hop chét con
lai cho théy biéu hién hoat tinh yéu [5].

Nhu viy, cdy Ké huyét ding (Millettia
dielsiana Harms) dugc nghién ciru va chi ra rang
cac hop chat phan 1ap tir loai nay 1a ngudn thong
tin quy gia giup cac nha khoa hoc cé dinh hudng
nghién ctru sau hon vé hoat tinh hoat tinh khang
viém. Trong nghién ctru nay s& trinh bay vé hoat
tinh khang viém in vitro thong qua e ché san sinh
NO cua céc cin chiét téng va phan doan, dinh tinh
cac nhom chit chinh cua than cdy Ké huyét dang
(Millettia dielsiana)

II. THU'C NGHIEM

1. Nguyén li¢u

Mau than cdy Ké huyét dang thu hai tai Yén
Son - Tuyén Quang vao thang 08 nam 2019 dugc
TS. Nguyén Qubc Binh (Bao tang Thién nhién -
Vién Han 1am Khoa hoc va Cong ngh¢ Viét Nam)
giam dinh tén khoa hoc la Millettia dielsiana
Harms, ho Fabaceae. Mau tiéu ban cua cdy duoc
luu gilr tai Bao tang Thién nhién - Vién Han lam
Khoa hoc va Cong nghé Viét Nam.

2. Dung méi, héa chit, thiét bi

Dung moi, hda chat: n-hexan, etyl axetat,
metanol, etanol, vanilin, axit sunfuric dac, ban
mong silica gel (20x20 cm), silica gel (40x63 pum).

Dung cu: phéu chiét 2000 ml; cdc 500 ml, 1000
ml; 6ng dong 25 ml, 50 ml; binh ciu day tron 250
ml, 1000 ml; cot sic ki c6 ¢ 30 mm, 40 mm, 60

mm; gidy loc 60 mm; micropipet; gi4 d&; bt chi;
bong thuy tinh; lo penicilin; thudc ké 30 cm; binh
trién khai sic ki.

Thiét bi: méy cd quay chan khéng N-1300
(Nhat); may khudy tr gia nhiét RCT basic
IKAMAG (Malaysia); may siéu am S100H (Pc);
dén soi UV VL-8.MC (Phép); ti hut ZJ-TFG-12
(Viét Nam); can ky thuat PA214C (Philippines).

Dong té bao: RAW 264,7 do American Type Culture
Collection, Manassas, VA, USA cung cép;
lipopolysaccharides (LPS), Dulbecco’s Modified Eagle’s
Medium (DMEM), fetal bovine serum (FBS) duoc cung
cép tir Life Technologies, Inc, (Gaithersburg, MD, USA).
Sodium nitrite, sulfanilamide, N-1-
napthylethylenediaminedihydrochloride va dimethyl
sulfanilamide (DMSO) cua Sigma Chemical Co. (St.
Louis, MO, USA).

3. Phuwong phap nghién ciru

3.1. Phuong phap chiét miu thye vat, tao cao
chiét

Mau than cdy Ké huyét ding sau khi thu hai
dugc thai nho, phoi trong bong mat va siy kho &
nhiét d6 60 °C dén khdi lugng khong doi, sau do
dem nghién nh6. Mau dugc ngam chiét 5 lan voi
etanol trong thiét bi siéu am & nhiét ¢ phong. Dich
tong duoc cat kiét dung moi dudi ap sudt giam,
nhiét d6 dudi 50 °C thu dugc can téng etanol
(EtOH). Can tdng etanol (EtOH) dugc thém nudc
va chiét voi dung moi etyl axetat (EtOAc). Sau khi
cat kiét dung moi thu dugc cac can chiét phén doan
tuong ung 1an luot 14 etyl axetat (MDE) va nudc
(MDW). Quy trinh ngdm chiét than cdy Ké huyét
dang duoc trinh bay trong hinh 1.

3.2. Khio sat dinh tinh cin chiét [6,7]

3.2.1. Phdt hién cdc steroid

Liy 10 mg can tong, thém 2 ml dung dich
NaOH 10% dun cach thuy dén kho. Hoa tan cin
trong 3 ml cloroform - lay dich cloroform dé lam
phin ung dinh tinh cac steroid véi thudc thir
Lieberman - Bourchardt (gdm hén hop 1 ml
anhydrit axetic voi 1 ml cloroform dé lanh & 0°C,
sau d6 cho thém 1 giot H,SO, dam dic). Lay 1 ml
dich cloroform roi thém 1 giot thudc thtr, dung dich
xuét hién mau xanh trong mot thoi gian 1a phan ting
duong tinh.

3.2.2. Phat hién cdc alkaloid
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Lay 10 mg cin tong, thém 5 ml HCI, khudy déu,
loc qua gidy loc, 1y vao 3 dng nghiém, mdi 6ng 1
ml nude loc.

Ong (1): 1-2 giot dung dich axit silicostungtic
5%, néu c6 tia trang va nhiéu 1a phan ung dwong
tinh. Ong (2): 1-2 giot thudc thir Dragendorff va
néu xuét hién mau da cam 14 phan tmg duong tinh.
Ong (3): 3-5 giot thudc thir Mayer, néu xuat hién
tha tring 1a phan tmg dwong tinh.

3.2.3. Phdt hién cdc flavonoid

Ly 10 mg can téng, thém 10 ml metanol, dun
néng cho tan va loc qua gidy loc. Lay 2 ml dich loc
vao 6ng nghiém, thém mot it bot magie (Mg) hoic
kém (Zn), sau d6 cho vao 5 giot HCI dam déac, dun
trong binh cach thuy vai phit. Dung dich xuat hién
mau do hodc mau hong 14 phan tng duong tinh véi
cac flavonoid.

3.2.4. Phat hién cac coumarin

Dich dé thir dinh tinh dugc chuan bi nhu muc
phat hién cac steroid. Liy vao 2 éng nghiém, mdi
dng 2 ml dich thir cho vao 1 trong 2 éng d6 0,5 ml
dung dich NaOH 10%. Pun cach thuy ca hai ong
trén dén soi, dé ngudi roi cho thém 4 ml nudc cat
vao mdi ong. Néu chat long & 6ng co kiém trong
hon & 6ng khong kiém co thé xem 1 phan tng
duong tinh, néu dem axit hoa 6ng c6 kiém bang
mot vai giot HCl dam dic s€ lam cho dich dang
trong van duc va mau vang xuét hién c6 thé tao ra
tia 1a phan ng duong tinh. Ngoai ra, ¢6 thé lam
phan tng diazo hod vai axit sulfanilic trong moi
truong axit, néu cho mau da cam dén cam nhat cho
két qua duong tinh d6i v6i coumarin.

3.2.5. Phat hién cdc glucoside tim

Chuén bi dich thir dinh tinh cling lam nhu muc
phat hién cac steroid.

Phan tmg Legal: cho vao éng nghiém 0,5 ml dich
thir, thém vao 1 giot dung dich natri prussiat 0,5% va 2
giot NaOH 10% néu khong xuit hién mau do 1a phan
ung am tinh véi vong butenolit.

3.2.6. Phdt hién cdc saponin

Chuan bi dich thir nhu & muc phat hién cac
steroid. Lay 2 dng nghiém mdi ong cho 2 ml dich
thir. Ong 1 cho 1 ml HCI loang, dng 2 cho 1 ml
NaOH lodng rdi bit miéng 6ng nghiém, lic trong

vong 5 phit theo chidu doc, quan sat sy xudt hién

va murc do bén virng cua bot. Néu bot cao qua 3-4
cm va bén trén 15 phut 1a phan ing duong tinh.
3.2.7. Phdt hién cdc tannin
Lay 10 mg can tong, thém 10 ml metanol + nudc
ct, khudy déu roi nho 2-3 giot FeCls 5%, néu co
mau xanh hodc luc hay den la phan trng duong tinh.

3.3. Thir hoat tinh sinh hoc ciia cin chiét

Hoat tinh khang viém in vitro théng qua kha
ning c ché san sinh NO trén té bao RAW264,7
(American Type Culture Collection, Manassas, VA,
USA) cta chudt dugc thuc hién tai phong Sinh hoc
Thuc nghiém, Vién Hoa hoc cac Hop chat Thién
nhién, Vién Han 1am Khoa hoc va Cong nghé Viét
Nam. Nudi cdy té bao RAW264,7 theo phuong
phép cia Fumio Amano va cong sy [8]. Xac dinh
hoat tinh khang viém trén dong té baio RAW264,7
theo phuong phap phén tich Griess cia Verena M.
Dirsch va cong sy [9].

Céch tién hanh cu thé nhu sau: té bao RAW264,7
(dai thyc bao chudt) dugc nudi céy 48 gio trong moi
truong nudi cdy Dulbecco cai tién (DMEM-
Dulbecco’s Modified Eagle Medium) & 37 °C, 5%
CO,, 10% huyét thanh phoi bo (FBS-Fetal Bovine
Serum). Sau d6 dich té bao dugc chuyén lén giéng
phién 96 véi mat do 2,5x105 té bao/giéng. Té bao
duoc kich thich véi 2 ul mau dbi chimg (-) LPS
(0,1 mg/ml) trong 24 gid> va bd sung thudc hodc
chat thir & cac ndng do khac nhau. Cardamonin
duoc st dung 1am méu ddi ching (+). Dich huyén
phil cua té bao dugc u voi thude thir Griess va
NaNO, ¢ cac nong do khac nhau dé xdy dung
duong chudn. Do hdn hgp phan tng & budc song A
= 570 nm. Ham lugng NO cang cao thi mat d¢
quang cang l6n va dugc xac dinh dya vao dudng
chuin NaNO,, so sanh % v&i mau dbi ching (-)
LPS.

Kha ning trc ché san sinh NO cta mau duge xac
dinh theo cong thuc sau:

% Ut ché = 100 — [(Ham lwong NO méu
thu/Ham lugng NOLPS)*100]

II1. Két qua nghién ciru

3.1. Thu nhén va phan tich dinh tinh ciin chiét

3.1.1. Thu nhgn cac can chiét
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[ Ma2u than cay Cé mau ]

Cin etanol tbng
(EtOH)

Lép E

{ Can etyl axetat]

(MDE)

Ch thich
Chiét EtOH E: Etyl axetat
(5x5L) W: Nuoc
Bo sung W,
Chiét E (3 x 3L)
Lép W

Cén nudce
(MDW)

Hinh 1. So do quy trinh ngam chiét than cay Ké huyér dang (Millettia dielsiana Harms).

M3au than Ké huyét ding sau khi thu hai dwgc
thai nho, phoi trong bong mat, siy khd & nhiét do
60 °C dén khdi lugng khong d6i dugc 5000 g, dem
nghin nho va ngam chiét 5 lan voi etanol (EtOH)
trong thiét bi siéu a&m & nhiét do phong. Dich tong
thu duoc cat kiét dung moéi dudi ap suat giam,
nhiét d6 dudi 50 °C thu duoc cin tong EtOH (220
g). Cian téng EtOH dugc thém nudc va chiét voi

dung moi etyl axetat, sau d6 cat kiét dung mdi thu
dugc cac can chiét phan doan twong ng lan luot
1a etyl axetat (MDE: 60 g, hiéu suat chiét 1a 1,2%)
va nuéc (MDW: 150 g, hiéu sut chiét 1a 3%).
3.1.2. Phan tich dinh tinh cgn chiét téng
Két qua phan tich dinh tinh cac nhom chat tir
can chiét tong duoc trinh bay bang 1.

Bdng 1. Két qua phan tich dinh tinh cac nhém chat tir can chiét tong

TT| Nhoém chat Thuéc thir Hién twong Cin tong

1 | Steroid Lieberman-Bourchardt Mau xanh +

Dragendorff Vang da cam +
2 | Alkaloid Dung dich axit silicostungtic 5% Két tua tring +

Mayer Keét taa trang +
3 | Flavonoid Zn(Mg) + HCI D}Jng dich nhat mau dan +

dén mau do nhat

4 | Coumarin Phan ng tao két taa bdng Co ket tua +
5 | Glucoside tim Legal Khoéng hién mau -
6 | Saponin Phan ting tao bot Bot bén trong NaOH +
7 | Tanin FeCl; Mau xanh +

Cha thich: (+) Phan itng dwong tinh, (<) Phan #ing &m tinh

Két qua thu duoc cho thdy cac nhom chét chira
trong than cay Ké huyét ding gdm steroid, alkaloid,
flavonoid, coumarin, saponin va tannin.

3.2. Panh gia hoat tinh sinh hoc cua cin chiét

Thir hoat tinh khang viém cua céc can chiét thu
nhan tir than cdy Co mau dugc danh gid thong qua

su &rc ché sinh ra NO kich thich boi LPS trén dai
thuc bao RAW 264,7.

Két qua thir hoat tinh khang viém cua cac can
chiét duoc trinh bay tai bang 2
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Bang 2. Két qua thir kha ning wrc ché sy san sinh NO trén té bao RAW 264,7

= N o x Ty 1§ Gc ché sansinhNO | | .
Tén mau Nong d§ mau (%) Ty 1€ te bao song sét (%) ICs
0

Doi ching (-) ) 100,00 £ 1,30 104,76 £ 0,15
Dbi ching (+) 0,3uM 45,85+ 2,12 86,47 £ 0,21

. 2,12 uyM
[Cardamonin] 3,0 uMm 86,93 + 0,96 71,80 £ 0,51

LPS ) 0,00 + 0,96

100 pg/ml 75,30 £ 2,20 86,74 + 2,30

Can EtOH 30 pg/ml 43,50 = 1,90 91,21 +1,90 46,98 pg/mi
10 pg/ml 26,20 £1,00 97,30 £1,70
100 pg/ml 97,05+ 0,50 101,47 £ 1,30

Can MDE 30 pg/ml 54,27 £ 3,20 105,92 £ 0,90 33,07 pg/ml
10 pg/ml 28,23 + 3,60 103,15 + 0,60
100 pg/ml 51,25+ 1,30 107,60 + 1,20

95,46 pg/ml
Can MDW 30 pg/ml 30,99 + 0,30 103,80 £ 0,80
10 pg/ml 24,27 + 0,40 102,50 + 1,60

Két qua ¢ bang 2 cho thay, céc cin chiét déu thé
hién hoat tinh tc ché dai thuc bao RAW 264,7 san
sinh NO & cac khoang nong do khao sét (p < 0,05)
v6i LPS dbi ching (-), d6i ching (+) 1a cardamonin
0,3 UM. Can tong EtOH ¢ ndng d6 100 ug/ml c6
kha ning wc ché san sinh NO manh va khéng gay
doc cho cho té bao vai 1Cs 12 46,98 pg/ml. Can
MDE biéu hién hoat tinh khang viém tét véi ICs 12
33,07 ug/ml, trong khi can MDW thé hién tét tai
ICs 12 95,46 pg/ml. Nhu vay, hoat tinh khang viém
cua cay Ké huyét dang (Millettia dielsiana Harms)
tap chung chu yéu & phan doan it phan cuc MDE.
Mot s6 nghién ciru vé chi Than mét (Millettia) nhan
thdy chi Than mét (Millettia) c6 hoat tinh khéng
viém rat manh va chu yéu do céc hop chét flavone
va isoflavone thé hién [4,5]. Tir d6, can MDE duoc
uu tién hon cho viéc nghién ctu tiép theo vé thanh
phan héa hoc.

KET LUAN

T miu than cay Ké huyét ding (Millettia
dielsiana Harms) dd xir 1y va chiét mau kho thu
nhan duogc cac can chiét, trong d6 can chiét téng
EtOH (220 g) va can chiét phan doan lan lugt
MDE (60 g, hi¢u suat chiét 1a 1,2%), MDW (150 g,
hiéu suét chiét 1a 3%).

Phan tich, dinh tinh can chiét tng ciia than ciy
Ké huyét ding chira cAc nhom chat thudc steroid,
alkaloid, flavonoid, coumarin, saponin va tannin.

Thtr hoat tinh khang viém ctia cac cén chiét thu
nhan dugc tir than cay Ké huyét dang cho thy, can
tong EtOH tai ndng do 100 pg/ml c6 kha ning trc
ché san sinh NO manh va khong gdy doc cho cho té
bao véi ICs 12 46,98 pg/ml. Pbi voi cin MDE, cin
MDW biéu hién hoat tinh khang viém tét v6i gia tri
ICs lan luot 12 33,07 pg/ml va 95,46 pg/ml.

Loi cam on:

Céc két qua nghién ciru nay dugc hd trg kinh
phi tur Pé tai co s& nam 2021 cua truong Pai hoc
Nong L&m Thai Nguyén.
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