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(Salvia miltiorrhiza Bunge) trong 6 tinh Lao Cai

Bui Thanh Tang!, Vii Pite Loi'", Nguyén Thanh Hai', Ha Ba Tién?

‘Khoa ¥ Duwe, Pai hoc Quoc gia Ha Noi
Hoe vidn Oudn ¥
K omail: ducloi§2i@gmail com

Summary

The rocts of Salvia milfiamhiza Bunge were extracted with ethenol and fractionated with n-hexan, etfyd
goetale and n-butanol. These obtained fractions were evaluatod antithromibotic activity in vitro and in vivo,
The BuOH fractions proved the strongest antithrombotic activity, followad by EtOAC fractions, and the weakest
were the Hexane ones. The BuOH fractions were able to induce thrombosiysis in witro up to 39.56% and aiso
exiended the coagulation time by partially activating thrombopfastin time (APTT, 26.289 + 0.53 s}, prothrombin
fime (PT, 18.82 = 0.35 5) and thrombin time (TT, 34.89 + 0.76s} in vivo.

Keywords: Salvia mitiorrhiza Bunge, antithrombatic activity, in vilro, in vivo.

Dat van dé

Dan sam (Safvia miltiorrhiza Bunge) ' mot
¢y thudc quy trong vy hoc ob truyén. Tl [Au dan
sam da duoe st dung réng réi & Trung Qudc, Han
Quéc, Nhat Ban va cac nude chiu A khac dé digu
tri bénh rdi loan lién quan dé&n mau va hé tudin hoan
nhw bénh tim mach, bénh mach mau ndo. Nhidu
nghién ciru duoc 1ién hanh d& xdc dirh cac 1ac
dung sinh hoc va cac co ché cla dan sam. Rat
nhiéu bao cao cha thiy dan sam cd thé lam gidn
ddng mach vanh, e dung chong oxy héa bao vé
co tim, ke ché sy két tap tidu cal, ngén chan oxy
hoa lipoprotein ty trong thap 'l Hoat tinh duoc
Iy clia cay dan sam gbm c&: hoat dong chéng vi
kiudn heat dong hé troy, baa vé tim mach, hoat tinh
khang viém, cam irng qua trinh apoptosis va hoat
déng chng ung thu, hoat tink. bao vé than kinh,
hoat déng chéng oxi hda, bao v& chdng lai chi ng
thidu mau cuc bd & nEo va tim va su twdi mau lai =<
Cac tharh phén co hoat tinh sinh hoc quan trong
cla dan sdm bao gom cac hep chat diterpen thutc
nhom “tanshinones™, trong do cac hop chit quan
trong la tanshinan 1A, cryptotanshinon va acid acid
salvianolic A. B& danh gid hiéu qua cla cac phan
doan tach chiét t dan sam Ién hé tim mach bag
gbm ixc ché két tap tidu cdu, tng I lreng maa,
cdi thign chirc ndng treong tam thét trai ¢ banh
nhan 1ang huyét ap, ching toi tién hanh danh gia
1ac dL.rg lam tar Auyét khdi clia cac phén doan
dich chiét ttr dan sam, bao gbm ethanal, n- hexart,
ethyl acetat va butancl.
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Nguyén liéu va phwong phap nghién ¢l

Nguyén liéu

Cac phan dean tach chiét Ky ré dan sam {bao
gém cthancl, n-hexan, ethyl acetat, butanol) duoc
chudn bj tr nguyan ligéu dan sam thu hai & Lao Cai
vao thang 10-2014 va duwce ey mau tai Bo mén
Dugc ligu & Duon hoo Cb truyén - Khoa Y Duor,
Bai hoe Qudc gia Ha N&i. Ré dan sam (1,0 kg sau
khi so ché duroe ngam chidt bang dung méi ethanal
3 1&n sir dung thidt bi chidt sieu am & 40°C. Cac
dich chiét ethanal thu duwe, droc loc qua gidy o,
gorm lai va cat loai dung méi dudi dp sudt giam cho
cao chidt ethanol toan phan (254 g). Hoa 100 g cao
chiét ethanol nay trong nuée cit va chiét phan bb
béng n-hexan, ethyl acetat va n-butano! (3 1&n). Cac
phan doan n-hexan, ethyl acetat, butanal duoc cét
loai dung méi duwdi ap suét gidm dé thu duoe phan
doan twong Gng n-hexan (5.2 g}, EtOAC (33,8 g,
8uOH (8,4 g).

Hoa chét

Streptokinase  (Sigma-Aldrich,  Singapore);
hatri  pentobarbital (Tokyo, Nhat Ban);, CaCl,
{Shouguang, Trung Quéc) thufic thl thdi gian
thrombin (Helena, My); thudc thir théi gian
prothrombin {Helena, My); thudc thix thé gian
thromboplastin duoc hoat hda téng phén (Helena,
M§) dat tigu chudn phéan tich.

Pong vit

Chuét edng trang Wistar, 10 tudn tudi, gidng
duc duoc nudi trong didu kign phang sach,
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khéng khi duwerc loc va cbd ap e duong tinh,
Nhiét d5 phong dwere duy tri & 28 1 0,5°C, do am
55 + 5%, anh séng dwore tr ddng didu khién bat e
7 gity 00, tAt ic 19 gier 00. Thire &n va nude udng
dugc tigt tring trude khi st dung. Chuft duge chia
thanh nhém, 5 con mBi nhom. Long chudt duoc dé
trén hé thdng gia co théng khi ddc 1ap va loc qua
mang bao d3m kha ning céch ly tot véi mam bénh.

Phwong phap nghién ciu

Téc dyung tan huyét khii in vitro 1

Léy 1,5 ml mau tinh mach dudi chuét va cho
vao 3 éng vé tring vi ly tam (da can trede) (0,5 mif
éng) va 0 & 37°C trong 45 phut. Sau khi hinh thanh
cuc mau dong, hat loai bd hét huyét thanh {khéng
lam &nh hudmg dén cyc mau déng d3 hinh thanh),

Tién hanh céin céc dng 66 cyc mau déng dé xac
dinh trong lueng cyc mau dong theo cong thirc:

Khéi hrgng khdi hrgmg clia Sng khéi lugng
clc méu ddng chira cyc mau déng clia ng

Vi méi dng vi ly tam chira cyc mau dong da
dwgce cin treée, thém vao 100 pl dung dich thik
twong (rng véi cAc phan doan chiét ko & dan sam
{10 mgéml).

Chirng dwaong: 100 pl streptokinase (Chudn bi:
Thém 5 mt dung dich dém phosphat (PBS, pH 7.2)
vao lg chira 10000 U streptokinase va tron déu).

Déi chimg: 100 pl nude cht.

Tat cd cac éng dem 4 & 37°C trong 90 phat
va gquan sat s ly gidi cia cyc mau dong. Sau khi
G, hat loai bd chét 16ng va tién hanh can éng dé
xa¢ dinh khéi iwong cuc mau ddng. Phan tram
ly gidi cuc mdu ddng tinh bing su chénh léch vé
khéi romg trwére va sau ly gidi cuc mau dang. Tidn
hanh 13p lai thi nghi&m it nhét 3 1An v&i miu mau
finh mach dudi chudt khéc nhau.

%Lygidi _  Khditrgng cyc mau ddng bily gidi
huyétkhdi — Khdl krgng cuc mau dang trrr ly gidi

T4e¢ dyung tan huyét khoéi in vivo ¥

Chla chudt thanh cac nhém: ddi chirng, ching
duong streptokinase va cac nhém phan doan dich
chiét EtOH, n-hexan, EtOAc, BuOH, 10 con/nhom.
Cho chudt udng cac phan doan dich chiét 150 mg/
kg béng kim chuyén biét diing cho chuét udng theo
dudmg miéng, thé tich m&i 1An udng 14 1,0 ml. Nhém
dbi chirng Gugre cho udng mede cAt. Thevi glan cho
chudt udng kéo dai 10 ngay lién tiép. Nhém chipng
dwong streptokinase durgre fi8m trong mang bung
mdt kéu duy nhat streptokinase 10000 (Ukg vao
thei didm cho chudt & céc nhém khac udng phan
doan dich chiét [3n cudi. Sau 1,5 gidy, tién hanh gay
mé chuiit biing 50 mg natri peniobarbitalfkg trong

% 100
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Iegrng béng cach tiém mang byng. Mau tir tinh
mach chii {y bang cach choc do vao tim) duec
hiit vao éng ly tam nhiea va trgn ngay 1ap ke voi
3,8% frinatri citrat {v; v, & 1). Dem [y tam & 2000
vong/phut trong 15 phiit d& thu duoc huyét twong
ngh&o tidu ciu (PPP). )

Tac dung tan huyét khéi dwoc danh gig bang
cach do cac thdng s& ¢ong méu cia huyét twong
bao gém thevi gian thromboplastin dwee hoat héa
tieng phén (APTT), thoi gian prothrombin (PT) va
th&i gian thrombin (TT} trong buyét tuong nghéo
tidu cau & chudt cong.

Xét nghiém APTT dugc thyc hién nhu sau:
trén 100 Wt huyét twong nghéo tidu céu ciia mbi
chudt v&i 100 pl thude thir APTT (acid ellagic,
phospholipid) va 0 & 37°C trong 3 phit. Sau 4o,
thém 10C pl dung dich GaCl, (0,025 molf) vao hén
hop va tién hanh do APTT.

TT va PT dwoc xac dinh nhw sau: U 100 pl
huyét twong ngheo tidu ciu cfla méi chudt & 37°C
trong vong 3 phit. Sau do, tron véi 100 p thude thi
TT (thrombin) hodic thudc thir PT {thromboplastin}
va tién hanh do théi gian TT hoac PT,

Xiv ly s6 ligu

Cac s6 lidu nghién ctu dwge x& Iy théng ké
theo phuong phép ttest student siv dyng phén
mim SigmaPlot 10 (Systat Software Inc, My).

$6 ligu dwore bidu difn dwdi dang X + SEM. Sy
khac bigt 66 y nghita khi p < 0,05.

Két qué va ban luan

Téc dung tan huyét khoi in vitro ctia dan sam
Két qua % ly gidi huyét khéi in vitro cla céc
phé&n doan dich chiét cla dan sam duwgc trinh bay
trong bang 1.
Bang 1: K&t qué fam tan huyét khdi in vitro

KRdi lvgng trung Kihéi fuong trung % by gidi

Miuthr  binhcucmdu  binh cyc mau

, déng(g)__dong blly gidi ) MY <M
£ chimyg 0,5742 £ 0.0321  0.0259 £0,0027 4,52
Sheplokinase 05325 £0,0327 04763 +00158° 5945
EtOH 05503100158 01269100162 2305
n-hexan 05200+ 00241 00634 10,035 11.80
EtOAC 0511400326 01677 +00147 3278
BuOH 05320£ 00217 02105100245 3956

"Khéc bigt oo ¥ nghia thdng ké so vai nhom ddi chimg

Trong xét nghiém danh gid kha nang tan huyét
khdi in vitro bang cach siv dung phuwong phap
ly gidi cuc mau dbng, cdc phan doan BuOH va
EtOAc cho théy tac dung phan tram ly gidi cuc
mau ddng cao (39,56% va 32,78%) so véi chuén
duong streptokinase (89,45%). Phén tram ly gidi
cuc mau ddng clia ¢d 4 phan doan dich chiét
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d&u khac co y nghiia s0 véi so sanh véi déi ching.
Pigu nay chieng td réng c&¢ phan doan dich chiét
tir dan sam cé kha nang [am tan huyét khéi.

Tac dung tan huyét khoi in vivo

Tac dung tan huyét khéi in vivo duge danh
gia dya trén cac théng sb vé s dong méu nhu
TT (thrombin time), PT {(prothrombin time), APTT
(activated pariial thromboplastin time). Néu cac
théing s6 nay bi kéo dai ra va tau hon thi cae phén
doan cd kha nang lam tan huyét khoi va mau lau
bi d8ng hon. Két qua dugc trinh bay trong béng 2.

Bang 2: Két qué thoi gian APPT, PT va TT cia cac

phén doan chiét ir dan sam
Noom AFTT(s) PTE) T
Db chimg WM+035 13M+067 27921034
Shrephokinase 27524031 1924 10,14° 4532+ 053
EtGH 24121014 16212045 3242 063"
Haxane 2123+029  1424+052 28561044
EtQAC 2548 +0,38" 1764£132" 3418087
ButH 2620053 18824035 34894076

*Khac bist o6 y nghia thing k6 so var nhdm chimg

Dura trén két qua bang 2, quan sat thy cac
phan doan dich chiét ¢ thdi gian déng méu
{APTT, PT va TT} theo thi¥ b sau: BUOH > EtQAc
> EtOH > n-hexan. So véi mu chibng, cac phan
doan dich chiét BuOH vi EtOAc déu lam ting thei
gian APTT, PT va TT ¢4 ¥ nghia thong ké. Huyét
khéi dugre hinh thanh bt sw gén két tidgu chu cla
GAC ving bi tén thwong trén bé mét t bao ndi mb.
Qua trinh huyét khdi duroc bit Gau khi cac tidu cdu
kich haat hinh thanh lién két giita cc du clu va
ciing lién két vdi cac té bao bach ciu va tao thanh
mit phivc hop. Bong méu khong chila két qua cda
mdt qud trinh phikc tap ma bét d4u bang cach kich
hoat céc yéu 16 ndi sinh hodic ngoai sinh hadc con
durdrng chung ma cdn 1a mét qua trinh 66 lién quan
dén qua trinh didu haa twong tac gitka c4c tidu cAu,
cac yéu t6 ddng mau va thanh mach méu 7. Trong
cac xét nghigém dng mau, thdi gian thrombaplastin
dugc hoat héda timg phan (APTT) dwoc sir dung
dé danh gia céc yéu 16 Gong mau ndi sinh, théi gian
prothrombin (PT) dwge st dyung dé danh gia cac
yéu 16 d8ng mau ngoai sinh, thai gian thrombin
(TT) G& danh gi4 sy hinh thanh fibrin P, K&t qua
cOa ching 8i cho thay cac phan doan dich chiét,
déc bigt 13 phan doan BuOH, ¢6 kha nang kéo dai
céc théng s6 vé si dong mau APTT, PTva TT c6 §
nghta thong ke so v&i nhém chimng, Ce ché chéng
huyét khéi clia cac phan doan dich chiét o6 thé lign
quan dén (rc ché céc yéu b ndi sinh, ngoai sinh
ctia qua trinh ddng mdu va sw hinh thanh fibrin.
Két qua nghién clru nay ofing phi hop voi nhirng
nghién clru tAc dung chéng huyét khdi in vitro va
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in vivo cla dan sam da dwoc cong bd B % Theo
tac gia Yang Seun-Ah va cdng sy thi dich chiét
methanol clia dan sam kéo dai déng ké cac théng
s6 APTT, PT in vitro nhé& véo kha nang quét cic
géc t do nhiing nghién ciru tac dung chéing huyét
khdi in vitro va in vive clia dan sam d8 duwge cdng
bé ¥ Fac dung chéng huyét khéi clia dan sam c6
thé li&n quan dén kha ning chéng két tap tiéu cAu
do thanh phan acid salvianolic A gay ra. Co ché 6
th& lién quan dén kha nang [am ting AMP vong Bl
Trong céc phan doan dich chiét clia ching téi thi
phén doan BuOH va EtOAc 1A cic phan doan c6
ham lwong tanshinones va acid salvianolic A cao
hon so v&i cac phan doan khac, dac biét 1a phan
doan BuOH. Biéu nay giat thich tac dung chéng
huyét khéi cao nhét clia phan doan BuOH so v6i
cac phan doan khac.

Két ludn

Nghién clru da danh gia dwge kha ndng iam
tan huy&t khéi in vitro va in vivo cila cac phan doan
dich chiét tiv dan sam. Két qua cho thiy phan doan
dich chiét BUOH ¢6 tac dyng chéng huyét khéi,
ly gidi 39,56% oyc huyét khdi in vifro va kéo dai
cac thdng sb APTT (26,20 £ 0,53 s), PT (18,82 ¢
0,35 s) va TT (34,89 + 0.76s) in vivo. Két qua nay
goi ¥ cho vige nghién ctu sdu hom vé thanh phén
héa hoc cfia phan doan dich chiét BUCH d& phan
tach dwoc hoat chét tinh khidt o6 fidm néng trong
phang, didu tr c4c bénh lidn quan d&n huydt khéi
va tim mach.

Ghi chy: Pé tai duov 37 tror boi Chuong trinh
Khoa hoc v& Céng nghé phuc vy phat trién bén
vimg ving Ty Be, PHQGHN, ma s6 dé ti:
KHCN-TB.05C/13-18.
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Nghiéll curu anh hll’ﬁ’l]g... (Tiép theo trang 17)

M6t két qua can chi ¥ nipa 14 khi so sénh mdc
dd (rc ché bidu hién gen G6Pase vd&i kha nang
lam giém glucose mau cla cac nhém dugc lidu
thi thay hai tic dung nay khong ty 1€ v&i nhau. Vi
dy nhwr madu G thu hai tai Ha NSi ¢o kha nang ha
glucose mau tdt nhat @ trong khi kha nang e ché
bidu hién gen G6Pase cla duog liéu nay lai thép
nhét. M3c du sw khac bigt nay chua co ¥ nghia
thdng k& nhung két qua nay cling véi két qua da
duwoc cdng bé trudre dé clia chiing toi vé kha ning
(rc ché alphaglucosidase " goi ¥ rAng tac dung ha
glucose mau clia Gymnema inodorum & Viét Nam
b duoc 1a sy phdi hop higp dbng clia nhidu oo
ché khéc nhau.

Cudi cling, ciing twong te nhie véi kha nding e
ché alphaglucosidase, mac du clng c6 kha ning
trc ché biéu hién gen GBPase nhung, mire db Grc
ché bidu hign gen G6Pase cira ¢a 4 méu khéng
dong nhat vai nhau. Nguyén nhan cila hign twgng
nay cling cd thé gidi thich 14 do $6 keeng cling nhu
ham Iwgng clia cac heat chét gitra cadc mau thu
hai fai nhitng dia phuong khac nhau cla cung
midt loai khong hoan toan gidng nhau ¥, Nghién
o(u gin day rhit v& thanh phan hoa hoc cia 2
mau Gymnema inodorum, thu hai tai 2 dia didém
khac nhau cho théy chung o6 nhig thanh phan
hda hoc khdng gidng nhau [Nguyén Ngoe Ta (2013),
“Nghién cru phan loai cac loai trong chi Gymnema
R. Br thu & Viét Nam s& dyng vén tay hoa hoc
HPTLE", Khéa iugn t6t nghiép Dupe s7, Trudmg
Pai hoc Dwoe Ha Nai|. Két qua nay a nhitng minh
chieng d4u tign cho gid thiét cha ching téi.

Két luan

Ca 4 miu Gymnema inodorum (Lour.) Dence
& Vigt Nam déu o6 khd naing i ché bidu hién gen
clia enzym (G6Pase. Mét khac, mdrc dd bc ché

bidu hién gen G6Pase cla cac miu dwoc trdng
& nhirng vung dia Iy khac nhau khéng déng nhét,
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