TAP CHIi NGHIEN ClPU Y HOC

NGHIEN CU’U ANH HUONG CUA DAU DUA
LEN KHA NANG SONG CUA NGUYEN BAO SO IN VITRO

Dau Thuy Dwong"™, Pham Thi Van Anh', Nguyén Thj Thanh Loan'

Bui Thi Hwong Thao', Pham Héng Ngoc?

"Trwrong Pai hoc Y Ha Noi
2Bénh vién Da khoa 16A Ha Béng

Déau dtra Lo nha qué la sdn phdm chira ddu dira nguyén chét véi chi dinh diéu tri dw kién trén 1am

sang 1a diéu tri céc tinh trang bénh ly & da. Muc tiéu cta nghién ctru Ia danh gia anh huéng cia Dau

dira Lo nha qué lén khd ndng séng cla nguyén bao soi in vitro. Tir nbng dé D&u dira gbc la 100%, tao

hén hop nhii twong gém Déu dtra - Tween 80 - DMEM HG & céc dai nbng do khac nhau va thuc hién

béng phuong phap MTT trén nguyén bao soi chuét STO. Po OD db hép thu & budéc séng 570nm dé

tinh khd nédng ton tai cla té bao va quan sat hinh dnh té bao trén kinh hién vi. Két qua nghién ctru cho
thdy céc nbéng do6 Déau dira tai ICO la 0,018% (v/v), IC10 la 0,053% (v/v) va IC50 la 0,122% (v/v).

Tir khéa: Dau dira, qua trinh lanh vét thwong, nguyén bao se¢i, MTT, kha ning s6ng cua té bao.

|. DAT VAN BE

DAu dira nguyén chat |4 loai dau tw nhién
thu dworc tlr diva twoi (Cocos nucifera L.). Dau
dira c6 chiva khodng 90% chét béo bzo hoa;
ddng thei c6 chira acid béo chubi trung binh,
dé hép thu vao co thé. Trong sb cac acid béo
b&o hoa chudi trung binh, chiém wu thé 1a acid
lauric (45 - 52%), tiép theo 1a acid myristic (15
- 19%) va acid palmitic (10 - 11%)." Dau dira
nguyén chat cé thé dwoc st dung dé diéu tri
mot sb bénh trén da nho cac tac dung chéng
oxy hoa, chéng viém, khang khuan, gitr &m va
chira lanh vét thwong.?

Qua trinh chira lanh vét thwong bao gébm
ba giai doan riéng biét nhwng coé lién quan
v&i nhau: viém, tang sinh va tai tao; trong do
cac con duwong t& bao va phan t, dac biét la
nhi*ng con dwdng lién quan dén nguyén bao
s@i, dong vai trd quan trong.> Nguyén bao soi
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c6 nhiéu trong vét thwong, tham gia moi giai
doan cta qua trinh chira lanh vét thwong. Giai
doan viém dau tién bao gdbm sw co mach cula
cac mach mau tén thwong va mét chudi phan
&ng phure tap, cudi cling tao ra cuc mau déng
fibrin va tiéu cau. Vao ngay th® 5 dén ngay
th& 7, nguyén bao soi di chuyén dén vi tri vét
thwong, cung véi té bao lympho, gidi phong cac
cytokin va chemokin gay viém, do dé diéu chinh
vi méi trwong vét thwong.* Trong giai doan
tang sinh, nguyén bao s¢i déng vai trd quan
trong trong viéc tai tao vét thwong bang cach
tiét ra metalloproteinase dé& pha v& cuc mau
déng fibrin. Yéu td tang trwdng nguyén bao soi
thic day sw tdng sinh nguyén bao soi va hinh
thanh mo hat, tao diéu kién cho viéc san xuét
cac phan tir ma tran ngoai bao dé di chuyén
té bao sng. Trong giai doan tai tao, giai doan
cudi cung cla qué trinh chira lanh vét thuwong
va c6 thé kéo dai vai tudn dén vai ndm, nguyén
bao s¢i tai tao ma tran ngoai bao va biét héa
thanh nguyén bao soi co, diéu chinh sv co co
hoc clia vét thuwong.

Nhw vay, nguyén bao soi la té bao cé vai
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trd rat quan trong trong qua trinh chiva lanh vét
thuwong. Trwéc khi danh gia tac dung cia mot
san phdm nghién ctru trong viéc chira lanh vét
thwong, dac biét tac dung trén chirc nang cling
nhw kha nang tang sinh clia nguyén bao soi,
viéc danh gia kha nang sbéng clGa nguyén bao
soi v6i sdn phdm nghién clru d6 1a rat quan
trong. Két quad cla danh gia nay sé giup lwa
chon néng dd san phadm nghién ctru cé thé
duorc tiép tuc danh gia tac dung sinh hoc trong
cac thtr nghiém in vitro tiép theo.

Dau dira Ldo nha qué la san phdm chira
dau dira nguyén chat véi chi dinh diéu tri dw
kién trén lam sang |a diéu tri cac tinh trang bénh
ly & da nhw cac tén thwong trén da, loét da,
viém da... Trwdc khi tién hanh cac nghién ctu
danh gia hiéu qua in vitro va in vivo, ching toi
tién hanh nghién ctru nay vé&i muc tiéu: Danh
gia anh hudng cta Dau diva L&o nha qué 1én
kha nang sbng ctia nguyén bao soi in vitro.

1. DOI TUONG VA PHUONG PHAP
1. Péi twong

San pham nghién cteu

DAau dira Ldo nha qué do Coéng ty TNHH
Y dwoc Vi Diéu Nam cung cép. Thanh phan
la Dau dwra nguyén chét (100%). Lo 120ml.
San phdm dwoc san xuét dat tieu chuan 1SO
22000:2018.

Déi twong nghién ciru

Nguyén bao sg¢i chuét STO dwoc phan
lap va bao quan bdi phong Cong nghé té bao
dong vat, Khoa Sinh hoc, Pai hoc Khoa hoc Ty
nhién, Pai hoc Québc gia Ha Noéi. Té bao duoc
nudi cay trong diéu kién moéi truong: DMEM
HG (Dulbecco’s Modified Eagle Medium —
Highglucose) c6 bb sung 10% FBS (huyét thanh
bao thai bd) (v/v) +1% khang sinh (penicillin 50
Ul/ml — streptomycin 50 pg/ml) + 0,1% B (v/v)
va duy tri trong diéu kién 37°C, 5% CO,.

2. Phwong phap

Nguyén ly

Anh hwéng ctia Dau diva 1&én kha nang sbng
cla nguyén bao soi dwa trén xac dinh kha nang
sbng t& bao bang phuwong phap thtr nghiém
so mau mubi (3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyl tetrazolium (MTT). Pay la phwong
phap danh gia kha nang sbng sét cla t& bao
qua kha nang khi* MTT (mau vang) thanh mot
phirc hgp formazan (mau tim) b&i hoat déng clia
enzym dehydrogenase trong ty thé. San phdm
formazan dwoc hoa tan bdng DMSO va do mat
do quang & buwdc séng 540nm. Mirc do gay doc
té bao clia DAu dira Lo nha qué duoc xac dinh
dwa vao ti 1é phan tram té bao sbng sét.5” Té bao
STO dwoc cly lén cac giéng véi mat dd twong
dwong nhau va nudi trong méi trwong chiva Dau
dlra v&i ndng dod khac nhau, cé mau ddi chirng.
Néu D4u diva gay déc cho nguyén bao soi thi sé
lam lwong té bao gidm dan theo thoi gian.

Céc bwérc tién hanh

Quy trinh th® nghiém danh gia kha nang
séng cua té bao véi Dau dira gdm giai doan
chuan bij t& bao, xac dinh mau thtr va cach pha
dai ndng do thtr nghiém va danh gia anh huéng
clia cac néng dd mau thr trén kha nang séng
clia té bao.s7

Chuan bj té bao

Sau khi hut béd méi trwérng nudi cay cii trong
dia nudi cdy bang pipet, rira dia 2 1an bang 1
ml dung dich PBS dé loai bd t& bao chét. Sau
dé thém 1mL enzym trysin dé bong té bao. Sau
khi che 2 - 3 phat, 80 - 90% té bao co tron va
tach ra khai bé mat nuéi cay thi dung pipet danh
tan lam don té bao. Bat hoat trysin véi 2 1an
thé tich méi trwdng c6 bd sung 10% FBS. Tién
hanh chuyén méi truong cé té bao vao éng ly
tam, ly tdm 1200xg, 5 phat tai nhiét dé phong.
Loai bd dich néi, tai huyén phu bang 1mL méi
trwdng nudi cdy hoan chinh. Sau d6, hat 20uL
dich huyén phu vao éng va dém té bao, tinh
lwong té bao thu dwoc.
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Sau khi tinh dwgc mat d6 t& bao trong
huyén phu thi 1y ra mét lwgng huyén phi chira
10.000 té bao vao mdi giéng. Cho 100uL méi
trwong nudi cay c6 huyét thanh va nudi té bao
& 37°C, 5% CO, trong 24 gio.

Xdc dinh méu thi va cdch pha dai néng
do thde nghiém

Hén hop nhii twong Dau diva - Tween 80 -
DMEM HG dwoc chuan bj nhw sau: Dau dwa
nguyén chét dwoc nhii twong héa trong chét
hoat dong bé mat la Tween 80, trdon va khudy
bang may khudy tw véi tbc d6 400 vong/phdt,
45°C trong 30 phut. Sau do6, méi trwong DMEM
HG dwoc thém vao dé tang tdng thé tich nhii
twong. Nhii twong dat yéu cau dé duoc tiép tuc
dung cho tién hanh th& nghiém can déng nhat

trong hén hop, khéng phan tach pha. Sau do,
tién hanh pha loang dau dira thanh dai ndng dé
trong méi trwdng nudi cay té bao DMEM HG +
10% FBS + agarose & cac ndng do khac nhau,
dé Iwa chon ti 1&é dau dwa: Tween 80 : DMEM
HG va néng dd agarose t6i wu cho subt qua
trinh thtr nghiém kha nang séng clGa nguyén
bao soii.

Céc ti 16 Dau diva: Tween 80 : DMEM HG
da pha bao 96m 1:1:3, 2:1:7, 3:1:6, 3:2:5, 4:1:5,
5:1:4, 9:1:10 va cac ndng dd khac nhau cla
agarose. Quan sat do tach I&p, d6 min nhi
twong 48h sau khi pha, ching tdi nhan thay ti
|&é Dau dwra : Tween 80 : DMEM HG Ia 3:1:6
va néng do agarose la 0,125% trong dung moi
DMEM HG Ia téi wu dé tién hanh thir nghiém.

Bang 1. Dai néng dé Dau dira va Tween 80 twong (rng trong thtr nghiém limit test

Nong dd (% viv)

Daudia 0,0125 0,025 0,050

0,100

0,125 0,450 0,175 0,200 0.250

Tween 80 0,0042 0,0083 0,0167 0,0333 0,0417 0,05

0,0583 0,0667 0,0833

DPdnh gid anh hwéng cua cdc néng dé
mdu thir trén kha ndng séng cua té bao

Dé xac dinh khoang néng do gay tac dong
t&i té bao, thi nghiém limit test dwoc tién hanh
nhdm xac dinh néng d6 cao nhat khéng gay
anh hudng va ndng dd thap nhéat gay tc ché
hoan toan.

Céc té bao STO duwoc cdy chuyén vao dia
96 giéng véi mat do 1 x 10°té bao/giéng va
dwoc u & 37°C, 5% CO, trong 24 gio'.

Cac té bao dwoc chia thanh cac nhém (méi
nhém 8 giéng):

+ Nhém dbi chieng 1 (BC1): té bao STO
dwoc nudi trong mbi treong DMEM HG ¢c6 10%
FBS (200 uL/giéng).

+ Nhém dbi chirng 2 (BC2): té bao STO
dwoc nubi trong méi trwdng 0,125% agarose/
DMEM HG c6 10% FBS (200 pL/giéng).

+ Nhom ther (MT): t& bao STO dwoc bd sung
thém nhi twong Dau diva 200 pl/giéng (dai
ndng do dwa trén két qua thir nghiém limit test
da trinh bay & trén).

+ Nhém ddi chirng 3 (BC3): t& bao STO bd
sung hén hop Tween 80 + agarose 0,125% +
DMEM HG + 10% FBS (200 pL/giéng) v&i ndng
dd Tween 80 twong (rng v&i dai ndbng do Tween
80 trong MT.

Cac dia té bao dwoc nudi & 37°C, 5% CO,
trong 48 gi®. Sau d9, loai bd dich chiét trong cac
giéng, thém 100uL méi trwéng nudi cdy DMEM
HG c6 10% FBS va 10uL dung dich MTT vao
mdi giéng, dem 0 & 37°C trong 3 - 4 gi&. Cac
tinh thé formazan mau xanh tim dwoc tao ra.
Hut bd toan bd dung dich trong cac giéng va va
thay thé bang 100uL DMSO trong médi giéng.
Mang dia di I&c 250 vong/phut trong 10 phat.
Quan sat qua kinh hién vi hinh &nh té bao sau
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48h phoi nhiém véi cac thudc ther. Do dd hap
thu & bwéc séng 570nm.

Ti 1& phan tram t& bao sbng sét dwoc tinh
theo cbéng thirc:

Ti 1é phan tram té bao sbéng sot (%) = (Mau
thar/MAu déi chang) x 100 %

X ly sé liéu

Thi nghiém dworc 1ap lai 3 1an, két qua duoc
xt ly bang phan mém GraphPad Prism 8, tinh

toan cac gia tri IC,, IC,  va IC, cia mau thir.

. KET QUA

1. Anh hwéng ctia Dau diva téi i lé té bao séng
Qua thr nghiém limit test, chung t6i da xac

dinh dwoc khoang ndng dé Dau dira gay anh

hwéng dén sw téng sinh ctia nguyén bao soi

chuét (ndng d6 cao nhat khéng gay anh huéng

va ndng do thap nhat gay anh huéng 100%).

- DC1
150 = v PC2
-~ MT
- PC3
o
_‘g 100+ —
(7]
o
O
o
& IC0=0.018%= 0.045
o 50+ IC10= 0.053 % + 0.0005
= IC50=0.122%=0.003
0 T T T T T T T
0.00 0.025 0.05 0.1 0.125 0.15 0.175 0.2 0.25
Néng dé Dau dira (%)
Biéu dd 1. Pwong cong dap (rng liéu cua cac nhém mau thir
Chu thich:

DbC1: DMEM HG + 10% FBS;

bC2: Agarose 0,125% + DMEM HG + 10% FBS;
DC3: Tween 80 + Agarose 0,125% + DMEM HG + 10% FBS;
MT: Dau dwra + Tween 80 + Agarose 0,125% + DMEM HG + 10% FBS

Tw két qua duwdng cong dap tng liéu, ching
t6i nhan thay agarose 0,125% (PC2) hau nhw
khéng anh hudng té bao, dwoc so sanh véi dbi
chirng la méi trwéng nudi cay té bao BC1. Tuy
nhién, nhom méu th&» MT va nhém BC3 ¢ gay
anh hwéng doc hon so véi nhom BC1 va BC2.
Nhém MT it déc hon so véi DC3. Tir két qua tinh
toan bang Grapad Prism 8 va biéu db vé duorc,
ta c6 cac nong d6 Dau diva tai IC 1a 0,018%

(vv), IC,, 142 0,053% (v/v) va IC,, la 0,122% (V/v).
2. Hinh anh té bao

Hinh &nh t& bao sau 48h phoi nhiém véi
céac thube thir dwoc quan sat bang kinh hién vi.
Chung téi quan sat hinh thai va mat do té bao
trén dia 96 giéng va nhan thay cé sy thay doi
rd rét vé mat do va hinh thai té bao dbi voi cac
ndng dd khac nhau ctia mau thir, so sanh véi
céac dbi chirng (Hinh 2).
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MT 0,2%

DPC3 ndng d6 0,0167%

DC3 ndng d6 0,0417% DC3 ndng d6 0,0667%
Hinh 1. Mét s6 hinh anh té bao sau khi phoi nhiém 48h vé&i cac néng do
D&u dira khac nhau va cac mau déi chirng (d6 phong dai 200X)
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Cha thich:
DbC1 chira DMEM HG + 10% FBS

DBC2 chra Agarose 0,125% + DMEM HG +
10% FBS

DC3 chra Tween 80 + Agarose 0,125% +
DMEM HG + 10% FBS

MT chira Dau dira + Tween 80 + Agarose
0,125% + DMEM HG + 10% FBS v¢i ti 18 Dau
dwra:Tween 80 1a 3:1

Hinh &nh mat do té bao STO & MT 0,0125%
day hon so véi STO & BDC3 néng d6 0,0042%.
Twong tw, & MT 0,05% va MT 0,125% cho
hinh anh mat do té bao STO day hon so v&i
STO tai BC3 ndng d6 0,0167% va BC3 néng
dd 0,0417%. Tai MT 0,2% va BC3 néng do
0,0667%, trén hinh anh thu dwoc khéng con
thay sw xuat hién cua t& bao STO. So sanh véi
két qua do mat d6 quang OD & bwdc séng 570
nm & cung ndng dd phoi nhiém véi té bao cho
két qua co sy lién quan gitra khd nang séng
cla t& bao do dwoc (%) véi hinh anh té bao
quan sat bang kinh hién vi.

IV. BAN LUAN

Nguyén bao sgi 1a té bao tham gia tich cwc
trong qua trinh chiva lanh vét thwong. Kha nang
ton tai clia nguyén bao soi chudt STO sau khi
tiép xuc véi Dau diva trong dung méi pha thich
hop dwoc danh gia vaéi thir nghiém bang cach
danh gia tén thwong té bao, do hoat déng trao
ddi chat cha té bao.®” Nguyén tdc phuwong
phap MTT dua trén co ché la & 37°C enzym
succinate dehydrogenase trong ti thé té bao
phan cat vong tetrazolium lam cho MTT bj kht
dé chuyén thanh formazan mau tim khéng hoa
tan. San pham formazan khéng thAm vao mang
té bao va tich tu trong cac té bao khée manh,
duoc hoa tan bang cach thém cac chét hoa tan
nhw dimethylsulfoxide (DMSO). Do céc té bao
chét khoéng cé kha nang khir mubi tetrazolium
tao cac san pham formazan cé mau, nén cudng

dd mau cla san pham ti lé thuan véi sé lvong
té bao co thé ton tai trong giéng. San pham
mau nay cé do hap thu téi da gdn 570nm nén
dugc do dinh lwgng & mirc 570nm bang may
doc quang phd da dia.t’

Trong nghién clru cla chung téi vé thi
nghiém in vitro danh gia kha nang sbng cua té
bao v&i Dau dwra, két qua 1a ndng do Dau dira
duéi 0,018% (v/v) khoéng lam &nh huéng dén
kha nang séng clia nguyén bao soi STO, thém
nira c6 ghi nhan sy tang sinh clia nguyén bao
soi STO. Kha nang sbng cla té bao dat dugc
trén 50% trong khoang ndng d6 Dau dira dwdi
0,122 % (v/v). O néng dd cao trén 0,2% (v/v)
cta DAu dira gay doc t& bao va lam mét kha
néng sbéng cla té bao. Ngoai ra, tv két qua thi
nghiém limit test ching t6i c6 dwoc két qua la
ndng dé Tween 80 (chat hoat ddng bé mat dung
dé nhi twong héa Dau dira) Ién hon 0,0042%
da gay anh huwéng dén kha nang sbng dbi voi
céac té bao STO. Tuy nhién, khi dung Tween 80
ndng d6 0,0042% dé nhi twong héa Dau dira,
kha nang ton tai clia té bao STO téng Ién. Diéu
nay cho thay co thé cé sw twong tac gitva cac
chét hoat ddng bé mat va mau thlr nghiém la
D&u dira co thé anh huéng dén tac dong sinh
hoc. Day 1a mét diéu can lwu y khi tién hanh cac
nghién clru danh gia tac dung ctia Dau dira in
vitro tiép theo.

Cac nghién ctru trwdec do vé kha ndng gay
doc té bao ctia Dau dira nguyén chét cho thay
ti 1& phan trdm kha nang sdng cla té bao da dat
dwoc trén 50% trong khoang 0,1 - 10,0 mg/mL.
Néng dd cao hon (100 mg/mL) gay ddc té bao
va lam gidm dang ké kha nang sbng cua té bao
xubng 28,9%. Dau dira nguyén chét cé thé ting
cwdng sw tng sinh va kha nang ton tai clia cac
nguyén bao s¢i & da ngwoi.’

Mét nghién ctru khac tién hanh thce nghiém
MTT trén cac dong té& bao khac gém bach ciu
don nhan & nguodi (THP-1), té bao sing &
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ngudi (HaCaT) cho théy gia tri IC,, ctia Dau
dira lan lwot la 706,53 + 2,1 va 787,15 + 1,1
pg/mL.8

Nghién cru cGa chung téi ¢ sw twong dong
vé két qua v&i cac nghién ciru khac la Dau dwva
nguyén chét co thé tang cwéong sw tang sinh
va kha nang tén tai cia cac nguyén bao soi.
Kha n&ng gay ddc té bao ctia Dau dira nguyén
chét phu thuéc vao néng dé thlr nghiém. Cac
thtr nghiém bwéc dau cho thdy Dau dira co
hiéu qua & liéu lwong thap, cung ghi nhan dbi
v&i sy tdng sinh nguyén bao sgi. Nong doé cao
hon clia Dau dira c6 thé gay doc té bao va lam
gidm dang ké kha nang séng cua té bao. Sw
khac biét vé két qua ndng dd Dau dira gitra
cac nghién ctru c6 thé do mét sb nguyén nhan
nhw céac té bao cé ban chat va nguén gbc khac
nhau, cé thé c6 sy thay déi tinh chéat ctia cac
té bao trong qua trinh nudi cy, ngudn gbc héa
chéat s&v dung khac nhau... Két qua dat duoc
trong nghién cu nay dwoc coi la tién dé dé
thwe hién cac nghién ctru in vitro va in vivo tiép
theo danh gia tac dung ctia Dau dira dbi voi
qua trinh lanh vét thwong.

V. KET LUAN

Két qua danh gia anh hwéng ctia Dau dwra
Ldo nha qué lén kha nang sbéng cla nguyén
bao soi chudt STO cho thdy cac néng do6 Dau
dira tai IC, 14 0,018% (v/v), IC, 14 0,053% (v/v)
va IC, 1 0,122% (VIv).
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Summary

EFFECT OF COCONUT OIL ON THE VIABILITY OF
FIBROBLASTS IN VITRO

Lao Nha Que Coconut Oil is a product of virgin coconut oil with the intended clinical indication
for the treatment of skin diseases. The study objective was to evaluate the effect of Lao Nha Que
Coconut Qil on the viability of fibroblasts in vitro. From the original concentration of Coconut oil
of 100%, an emulsion mixture of Coconut Oil - Tween 80 - DMEM HG was prepared at different
concentrations and MTT assay was carried out on STO mouse fibroblasts. The OD absorbance at
570 nm was measured to calculate the viability of cells and the cell images were observed under the
microscope. The study results showed that the concentrations of Coconut oil at IC, IC, , and IC;
were 0.018% (v/v), 0.053% (v/v) and 0.122% (v/v), respectively.

10’
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