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Nghién cuu tmh kich iing da va tac dung
khang khuan cda Cao tiéu viem tri doc-TAD
trén thuc nghiém

EXPERIMENTAL STUDY ON SKIN IRRITATION AND ANTIBACTERIAL
EFFECTS OF TAD - ANTI-INFLAMMATORY AND DETOXIFYING EXTRACT
Lé Hai Thao', Vit Nam', D6 Thi Minh Nghia', Pao Ngoc An’, Nguyén Thi Thu Hing’
Pham Thanh Tung’, Nguyén Thi Minh Thu®
"Bénh vién Y hoc c8 truyén Trung uong
) ?Hoc vién Y-Dugc hoc c8 truyén Viét Nam
TOMTAT

Muc tiéu: Ddnh gid tinh kich img da va tdc dung khdng khudn cda Cao tiéu viém trj d6c-TAD (ché
phdm TAD) trén thuc nghiém.

Déi tuong va phuong phdp: Ddnh gid tinh kich tng da trén thé theo huéng dén cia BO Y té va
OECD. Tdc dung khdng khudn duoc ddnh gid trén 2 ching Staphylococcus aureus ATCC 6538 va
Streptococcus mutans ATCC 35668 bang phuong phdp khuéch tdn giéng thach va dém khudn lac.

Két quad: Da thé hoan toan binh thudng, khée manh, khéng cé biéu hién di ting, phi né hay viem
khi dap 2,0 g méu tha trén dién tich da 2,5 x 2,5 cm trong sudt 24 gio. Ché phdm TAD c6 tinh khdng
khudn tét in vitro trén 2 chiing Staphylococcus aureus va Streptococcus mutans & cdc néng dé 0,01;
0,02;0,05;0,1va 1g/mlvéigidtriMIC& 15va30phata déula0,05g/ml.

Két lud@n: Cao tiéu viém tri d6c-TAD khéng gdy kich tng da thd va c6 tinh khdng khudn véi 2
Staphylococcus aureus ATCC6538va Streptococcus mutans ATCC 35668.

Tirkhéa: Cao tiéu viém tri doc-TAD, kich ting da, tdc dung khdng khudn in vitro.

SUMMARY

Objectives: To evaluate the skin irritation and antibacterial effects of TAD-anti-inflammatory
and detoxifying extract (TAD preparation) in experiments.

Subjects and methods: Skin irritation was assessed on rabbits according to the guidelines of the
Ministry of Health of Vietnam and OECD. Antibacterial effects were evaluated on two bacterial strains
including Staphylococcus aureus ATCC 6538 and Streptococcus mutans ATCC 35668 by agar well
diffusion and colony counting methods.

Results: Rabbits' skins were completely healthy with no signs of allergy, edema or inflammation
when 2.0 g of samples weres applied to skin areas of 2.5 X 2.5 cm continuously for 24 hours. The TAD
preparation had good in vitro antibacterial effects on 2 strains of Staphylococcus aureus and
Streptococcus mutans at concentrations of0.01,0.02,0.05, 0.1 and 1 g/mlwith MICvalues at 15 and 30
minutes ofincubation both being 0.05 g/ml.

Conclusions: TAD-anti-inflammatory and detoxyfying extract did not irritate rabbits' skins
and had good antibacterial effect against Staphylococcus aureus ATCC 6538 and Streptococcus
mutans ATCC35668.

Key words: TAD-Anti-inflammatory and Detoxifying Extract, skin irritation, in vitro
antibacterial effect.
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DAT VAN DE

Viém da co dia (VDCP) la m6t bénh da man
tinh tai phat, co lién quan dén ca dia di tng.
Nguyén nhan cta VDCD la téng hgp cta nhiéu
yéu t6 nhu di truyén, mién dich, nhiém trung
hangraobaovédal1].

Hién nay, diéu tri VDCD chi yéu la diéu tri
triéu chiing bang corticoid boiva cac ché pham
Uc ché calcineurin tai ché, két hgp gilr dm cho
da, dung khang histamin H1 theo dudng uéng
két hgp cac chat dc ché mién dich khac va
chéng phan bao. Y hoc cd truyén (YHCT) c6
nhiéu vi thuéc duéi dang uéng, ngam rua, boi
ngoai dé diéu tri VDCD. Mot s6 bai thudc, vi
thuéc da dugc nghién ctru dugc ly va thé hién
hiéu qua tét, doc tinh thap, dé sir dung va cé
kha nang phat trién thanh dang thuéc dung
diéu tri trén ngudi [2]. Xuat phat ti nhu cau
phat trién dugc liéu trong y hoc, Khoa Da liéu,
Bénh vién YHCT Trung uaong, véi han 10 nam
kinh nghiém str dung bai thuéc gobm cac vi Dai
hoang, Hoang ba, Hoang ddng, Ké dau ngua, La
mong, Khé sam dung lam thudc ngam dé diéu
tri t6n thuong ctia VDCPD, da dat dugc nhimng
két qua kha quan nhat dinh.Tuy nhién, cho dén
nay, chua c6 nghién ctu khoa hoc ré rang dé
danh gia tinh an toan va tac dung ctia bai thuéc
trén.Vivay, dé gop phan phat trién dang thuéc
dung ngoai da trong diéu tri VDCD tur cac dugc
liéu trén, nghién cttu nay dugc tién hanh nham
muc tiéu: Danh gid tinh kich ing da va tdcdung
khang khuén trén thuc nghiém cta Cao tiéu
viém tri d6c-TAD (ché pham TAD) do Bénh vién
sanxuat.

ol TUONG VA PHUONG PHAP NGHIEN CUU

DPéituong nghién citu

Ché phdam TAD:

Cao tiéu viém tri d6c-TAD (ché pham TAD)
dugc chiét xuat tir6 dugc liéu (dat tiéu chuan co
s& hodc tiéu chuan Dugc dién Viét Nam V) gom:
Hoang ba (Cortex Phellodendri), Pai hoang
(Rhizoma Rhei), Hoang ba (Caulis et Radix
Fibraureae), Ké dau ngua (Fructus Xanthii
strumarii), Khé sam (Folium et Ramulus Crotonis
tonkinensis), La méng (Folium Lawsoniae). Dugc

y;

liéu sau khi thu hai, dugc phanloai, rira sach, say
khé & nhiét d6 70°C, sau d6 thai phién roi chiét
vd@i nudc tinh khiét (3 lan), loc 1dy dich trong.
Gop 3 dich chiét roi c6 bét dé dugce cao 1dng.
Méi 252 ml ché phdm TAD chia: Hoang ba 42 g,
Hoang ddng 42 g, Pai hoang 42 g, Ké dau ngua
42 g,Khé sam 42 g,La méng 42 g. Liéu dung du
kién trén ngudgi la 100 ml/ngay (100 g dugc
liéu/ngay). Ché pham dugc chiét xuat tai Khoa
Dugc, Bénh viénY hoc c6 truyén Trung uong va
da duockiém nghiém dat tiéu chudn co 6.

Déng vat, vi khudn:

Tho trudng thanh (Oryctolagus cuniculus L.),
cannang 2,1 +0,2 kg, 2 thang tudi, khde manh,
khong phan biét duc- cai, doTrung tam nghién
cUu dé va thé Son Tay cung cap. Bong vat cai
khoéng mang thai, khéng nudi con bu va chua
sinh san 1an nao. Thé dugc nudi én dinh 5 ngay
trong diéu kién thi nghiém trudc khi tién hanh
nghién cttu. Thé dugc nudi & nhiét do 22 - 25°C,
dd 5m 50 - 70%.

Cac chaing vi khuén Staphylococcus aureus
ATCC 6538 va Streptococcus mutans ATCC
35668 do Vién kiém nghiém thuéc Trung uang
cung cap.

Thuéc, héa chit:

Céac hoa chat dé pha méi trudng nudi cdy vi
khuan gém: Méi trudng casein dau tuang 16ng,
thach dinh duéng va Mueller-Hinton déu tinh
khiét,do cdng ty Himedia (An Do) san xuét.

Thiétbivadungcu:

- Nuéc cat, tong da dién, kéo, pank, 6ng
dong thay tinh chia vach, bang, gac vo trung,
kinhlap.

- Can phan tich model Sartorius - BP121S -
Buc, ndi hap tiét tring model Hirayama HV -
110, tt &m model Froilabo Bc 120, t cay vi sinh
model Clean bench, tu lanh Panasonic, ti say
Memmert Ule 600, 6ng MacFaland model
biMeriux tu My, binh dinh mdc 100 ml, binh tam
giac, bédng khong tham nudc, coc thay tinh 100
ml, 250 ml, dén con, dia petri, dia thay tinh.

Théigian va dia diémnghién ciu

Nghién cltu dugc tién hanh tirthang 5/2024
dén thang 7/2024, tai Hoc vién Y-Dugc hoc ¢6
truyénViétNam.
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Phuong phap nghién cttu

Thiét ké nghién cudu: Thi nghiém trén dong vat.

C& mau va phuong phdp chon mau:

Lua chon 06 tho du diéu kién nghién cuu.
Cac thé dugc chon dat mau thi theo thi tu.

Ddnh gid tinh kich iing da:

Tién hanh trén thé theo huéng dan ctiaBoY
téva OECD 404 [3],[4],[5].

Trudc thi nghiém, lam sach 16ng thé & vung
bén sudn mét khodng da rong dé dat cac mau
thtr va déi ching (khodng 10 x 15 cm). Chi
nhiing thé cé da khoé manh, dong déu va lanh
ldn méi dugc dung vao thi nghiém. Cat cac
miéng gac vo trung vdi kich thudc 2,5 x 2,5 cm
tU miéng gac I6n ban dau c6 dé day 2 mm.Tam
mdi miéng gac véi 2,0 ml Cao tiéu viém tri doc-

TAD. Mbi miéng gac chia 2,0 g dugc liéu. Méi
thé déu c6 vung da bén sudn dat 1 miéng gac
Cao tiéu viém tri d6c-TAD va bén canh dé dat 1
miéng gac tdm nudc cat, cdch nhau 2 cm. Dat
trén da tho & mét bén sudn 1 miéng gac tam
mau thi va bén canh 1a 1 miéng gac tdm nuéc
cat. C6 dinh miéng gac bang bang dinh khong
gay kich ting da va gac trong 24 gi¢. Tai moi thai
diém quan sat, bd gac va bang dinh, dung nudc
catlaunhe délamsach mauthircon laitrén da.

Quan sat va ghi diém phan ting trén cho da
dat chat thir so vai da khong dat chat thir & cac
thai diém 1 gid, 2 gid, 4 gid, 6 gid va 24 gid sau
khi lam sach mau thi. Danh gia phan tng trén
da & cac muc d6 gay ban do, phu né theo qui
dinhtaibang dudi day.

Mtrc dé phan ung trén da thd

Phan (ing Diém danh gia
Su tao vdy va ban dé
- Khong ban do 0
- Ban do rat nhe (viia du nhan thay) 1
- Ban d6 nhan thay ro 2
- Ban do vira phai dén nang 3
- Ban dé nghiém trong (d6 tdy) dén tao thanh vay dé ngan ngufa su 4
tién trién cta ban dé
Gay phu né
- Khéng phu né 0
- Phu né rat nhe (vira @t nhan thay) 1
- Phu né nhan thay ro (vién phu né phong 1én ro) 2
- Phui né vira phai (da phong 1én khodng 1Tmm) 3
- Phu né nghiém trong (da phéng lén trén Tmm va c6 lan rong ra 4
vung xung quanh)
Téng s6 diém kich tng téi da c6 thé 8

Trén méi tho, diém phan ting dugc tinh bang
téng s6 diém & hai mic d6 ban dé va phu né
chia cho sé lan quan sat. Biém kich ting cla mau
thr dugc 1ay trung binh diém phan ting cla cac

tho da tha. Chi st dung cac diém tai thoi gian
quan sat & 6 gi dé tinh két qua. Bai chiéu diém
kich Ung v&i cac mic dé quy dinh dé xac dinh
kha nang gay kich (ing trén da thé cla mau thir.

Phén logi cdc phan ting trén da thd

Loai phan ting

Piém trung binh

Kich tiing khéng dang ké 0-0,5

Kich ing nhe >0,5-2,0
Kich ting vura phai >2,0-5,0
Kich tng nghiém trong >5,0-8,0
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Ddnh gid tdc dung khdng khudn: Tién hanh
theo phuong phap khuéch tan giéng thach va
démkhuan lac[4].

Hoat héa ching vi khudn: Cay vi khuan trén
moi truong dinh dudng Casein dau tuong. Khi
vi khuan phat trién lam duc méi trudng thi cay
chuyén sang méi trudng thach dinh dudng,
bdo quantrongtilanh&2-8°C.

Tham do néng dd khdng khudn cta ché
phdm TAD:

- Chuén bi dung dich pha lodng ché pham
TAD va huyén dich 02 loai vi khuén:

+Tu 8ng nghiém géc chita ché pham TAD (1
g/ml), pha lodng véi nudc cat dé duoc cac dung
dichcénbngd60,1;0,05;0,02va 0,01 g/ml.

+ Pha huyén dich chia vi khuan ching
chuén tur khuén lac thudn nuéi trong moi
trudng thach dinh dudng dén khi dat dé duc
tudgng duong 0,5 d& McFarland (10° vi
khuan/ml). C4y chuyén vi khuan sang moi
trudng Mueller Hinton.

- Panh gia tac dung khang khuin bang
phuang phap duc 16 thach: Tirkhuén lac thuan,
pha huyén dich vi khudn néng d6 10° vi
khuan/ml (cdy chuyén vao 2ml nudc cat vé
trung), diéu chinh dé duc ctia huyén dich vi
khuan tuong duong d6 duc chudn 0,5
McFarland. Hat 100 ul huyén dich vi khuan, d8
lén bé mat thach Mueller- Hinton, dan déu vi
khudn trén dia méi trudng, lan luct duc cac 16
nhd cao trén moi trudng, dé & nhiét do6 phong
trong 30 phut, r6i dé ti 4m 37°C. Sau 24 gid, do
vong Uc chévikhuan bdng thudc kep Panme ¢
d6 chinh xac 0,1 mm. Budng kinh vong tc ché
vi khuan dugc tinh bang gia tri trung binh gita

ik,

3lanthinghiém.

Xdcdinh MIC cdachéphdm TAD:

- Chuén bi dung dich pha lodng ché pham
TAD va huyén dich 02 loai vi khuan: Tién hanh
tuong tunhuphanthamdo &trén.

- U vi khuan trong dung dich ché phdm
TAD G cac nong d6 khac nhau trong 15 phut
va30phut.

- Cay 100 pl dung dich t & trén lén dia thach
Muller - Hinton va xac dinh néng d6 ché pham
TAD thap nhat va th&i gian 0 ma vi khuan
khéng moc dugc (diét 99% sé lugng vikhuan).

Chitiéuddnh gia:

- Mdc d6 phan Uing trén da tho, sutao vay va
ban dé, phluiné, kich ting.

- Buding kinh vong khang khuan (mm), s
lugng khuén lac (CFU/ml), néng dd Uc ché téi
thiéu (MIC).

Phuong phap xtrly va phantich sé liéu

Cac s6 lieu nghién ctu dugc biéu dién dudi
dang X + SD. S6 liéu dugc x{r ly theo phuong
phap théng ké y hoc vGi ¢c& mau nho (<30), st
dung T-test Student, test trudc sau (Avant -
Aprés) bang phan mém Microsoft Excel 2010.
Sukhacbiét céy nghiathong ké véi p<0,05.

Pao ductrong nghién ctitu

Nghién ctru tuan thi cac quy dinh vé an toan
sinh hoc. S6 luong déng vat va vi khuan nam
trong gidi han quy dinh, du dé thu dugc két qua
cddotincayvaxulythéngké.

Dong vat va vi khuan sau khi st dung dugc
loai bo theo quy dinh.

KET QUA

Tinhkichingda

Hinh 1. Da thé sé 3 sau 1 gior
ddt mdu thu
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Hinh 2. Da thé 2 sau 2 gio ddt
mau thar

Hinh 3. Da thé 5 sau 4 gio dat
mau thu
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Hinh 4. Da thé 1 sau 6 gio ddt mau thar

Trong suétthaigiantheo doéi, sau khidat
thuéc1,2,4,6va24gid,vungdadatmauthu
vanbinhthuong, khéngcoédauhiéubando,
khong bikich ing, khong phu né hay viém.
Saukhibécmauthl,vingdadatchatthiicéd

Panh gia tac dung khang khuan

b
Hinh 5. Da thé 6 sau 24 gid dat mdu thar

mau nau vang, nhung da nguyén ven,
lanh Idn, khéng cé biéu hién sung tdy, do
hay viém nhiém. Da hoan toan khde manh.
Vung da dat chatthd va ving da ching
tuong tu nhau.

Bdng 1. Néng dé khdng khudn cta ché phdm TAD déi véi Staphylococcus aureus ATCC 6538

Nong d6 ché pham TAD (g/ml)

Pudng kinh vong vé khuan (mm)

Cao chiét goc 1 g/mll 27,51 £0,707
0,1 25,05 £ 0,289
0,05 15,66 = 0,2889
0,02 13,05 £ 0,381

0,01 7,7 £0,500

Ché pham TAD c6 kha nang khang
Staphylococcus aureus & tat ca cac néng do.
Pudng kinh vong vo khudn gidm dan khinéng
do TAD gidm xudng. Dudng kinh vong khang

khudn I6n nhat1a 27,10 + 0,707 mm (n6ng do 1
g/ml), 16n hon ¢6 y nghia thong ké so véi cac
néng doé con lai (p<0,05) va nho nhat la 8,2 +
0,500 mm (n6bng d60,01 g/ml).

Bdng 2. Néng @b khdng khudn ctia ché phdm TAD d6i véi Streptococcus mutans ATCC 35668

Néng dd ché pham TAD (g/ml)

Pudng kinh vong vé khuan (mm)

Cao chiét goc 1 g/ml 28,00+ 0,661
0,1 26,11 £ 0,541
0,05 15,76 £ 0,567
0,02 13,67 £0,567
0,01 8,47 £ 0,333

Ché pham TAD c6 kha nang khéng
Staphylococcus aureus & tat ca cac néng do.
Pudng kinh vong vo khudn gidm dan khinéng
dé TAD giam xudng. Budng kinh vong khang
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khudn I6n nhatla 27,10 + 0,707 mm (n6ng d6 1
g/ml), 16n hon cé y nghia théng ké so véi cac
néng doé con lai (p<0,05) va nho nhat la 8,2 +
0,500 mm (n6bng d60,01 g/ml).
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Bang 3. MIC ctia ché phdm TAD déi véi Staphylococcus aureus ATCC 6538

Nong d6 ché pham TAD (g/ml)

S6 vi khuan con séng sau thai gian

(CFU/ml)
15 phut 30 phut
Cao chiét goc 1 g/ml 0 0
0,1 0 0
0,05 0 0
0,02 34,5x10° 19,5 x 10?
0,01 56,5 x 102 27,2x10°

Ché pham TAD ¢6 kha nang diét 100% vi
khudn Staphylococcus aureus ATCC 6538 & cac
nong dé 0,05, 0,1 va 1 g/mlvéithgigian 015 va
30 phut. 3néng dd phaloang0,02va 0,01 g/ml,

TAD khong con kha nang diét khuan hoan
toan. MIC cta ché pham TAD d&i vGi
Staphylococcus aureus ATCC 6538 & 15 phut va
30phattdéula0,05g/ml.

Bdng 4. MIC cta ché phdm TAD ddi véi Streptococcus mutans ATCC 35668

Néng dé ché pham TAD (g/ml)

S6 vi khuan con séng sau théi gian

(CFU/ml)
15 phut 30 phuat
Cao chiét g6c 1 g/ml 0 0
0,1 0 0
0,05 0 0
0,02 39,2 x 10? 22,4x 102
0,01 60,5 x 102 35,7x 102

& cacnéng d6 0,05,0,1 va 1 g/ml, ché phdm
TAD c6 kha nang diét 100% vi khuan
Streptococcus mutans ATCC 35668 véi thoi gian
U 15 va 30 phuat. Hai néng d6 0,01 va 0,02 g/ml
khéng c6 khé nang diét khuan hoan toan & ca
thai gian 0 15 va 30 phut. MIC cGia ché phdm
TAD d6i véi chuing Streptococcus mutans ATCC
35668 & 15va 30 phutadéula0,05g/ml.

BAN LUAN

Tinhkichingda

Viéc danh gia tinh kich Uing da thudng dugc
tién hanh trén déng vat c6 tinh man cam cao.
Trong s6 cac loai dong vat, tho ¢ vung da rat
mdng va nhay cam, déng thdi kha rong da dé
dat mau thirnén thuong duoc lua chon. Cac chi
s6 danh gid gom ban do, phu né, viém, tao vay,
mun nudc hodc bat ci biéu hién bat thudng
naotrénda[5],[7].

Két qua nghién ctu cho thay, & liéu 2,0
g/diéntichda2,5x 2,5 cmtrong 24 giGlién tuc,
dathé van binh thudng, lanh 1an, khong cé ban
do, khong phu né, khong viém. Ving da dat
thudc tuong tuvung da chiing. Biéu nay ching
té ché pham TAD an toan vdi da thé & liéu da
thirnghiém.

K&t qué danh gia tinh kich iing da ché pham
TAD rat quan trong ddi véi mot ché pham dung
trén da dé diéu tri viém da ca dia, viéc stt dung
cac ché pham diéu tri c6 dé kich tng khong
phu hgp khéng chi gay dau dén, kho chiu cho
bénh nhan, ma con cé thé gay ra tén thuong
thém tinh trang cac tén thuong. Hién nay, van
chua cé nghién ctru nao vé tinh kich ting da cta
san pham gém 6 dugc liéu trén.

Tacdungkhangkhuan

Tac dung khang khuan dugc nghién cdu
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bang phuong phéap khuéch tan giéng thach va
dém khuan lac, 1a phuong phap phé bién hién
nay va&i uu diém don gian, chi phi thap, cho két
qua nhanh chong, kha nang khang vi khuan
dugc thé hién qua dudng kinh vong tc ché vi
khuan va s6 CFU/ml. Két qua tur bang 3-6 cho
thay, ché pham TDA & cac néng do6 0,01; 0,02;
0,05;0,1 va 1 g/ml déu cé tac dung khéng 2 loai
Staphylococcus aureus va Streptococcus mutans
vGi gid tri MIC déu1a 0,05 g/ml & 15 va 30 phat G.
Diéu nay chiing td TAD c6 kha nang diét khuan
t6t. K&t qua nay cling phu hop véi nghién ciu
clia Sato va cOng su (1997) khi danh gia tac
dung clia xanthatin (phan 1ap ti La méng) cho
thay khang tot cac loai Staphylococcus aureus
va Streptococcus mutans [8].

Nghién cttu vé khad ndng khang khuan cla
tinh dau tu cdy sa chanh ctia Nguyén Thi
Thanh Mai va céc céng sy cho thay dudng
kinh khang khuén cua tinh dau sa chanh véi
Staphylococcus aureus I6n nhat la 16,5, nho
hon so vai ché pham TAD [9]. Nghién ctu vé
hoattinh khang khuan ciatinh dau bach dan
thdsinh ctaPhungThiLanHuongvacaccéng
suchothdy dudngkinh khangkhuédn ctatinh
dau bach dan véi Staphylococcus aureus 16n
nhatla23,nhéhonsovaichéphdmTAD[10].
KET LUAN

Cao Tiéu viém tri doc-TAD (ché pham TAD)
vGiliéu 2,0 g dugc liéu/diéntich da 2,5 x 2,5cm
an toan vdi da thé. Da thd hoan toan binh
thudng, khée manh, khéng bat cir biéu hién di
(ing hay viém nao trong 24 gid dap mau th.

Ché& phdm TAD c¢6 tinh khang khuén tét in
vitro trén 2 chiing Staphylococcus aureus ATCC
6538 va Streptococcus mutans ATCC 35668 & cac
nong d6 0,01; 0,02; 0,05; 0,1 va 1 g/ml. MIC clia
TAD véi 2 chiing trén & 15 va 30 phut G déu la
0,05g/ml.
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