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Summary

The aim of this study was to investigated antifungal effect of Max Skin care | free product. The
results showed that the product expressed in vitro antifungal activity, inhibited 45.83% Candida
albicans in comparison with negative control. In vaginal candidiasis mouse model, after application
of Max Skin care | free product, the proportion of samples have fungal element and the number of
CFUs from vaginal lavage decreased significantly compared to control group. This effect of Max Skin
care | free was similar to that of Saforelle product control. In conclusions, Max Skin care | free
product has been shown antifungal effect. The results provide scientific basis for the clinical

application of this product.
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Dit van dé

Theo Brian va CS. (2014), khoang mét phan
ba phu nir co biéu hién triéu chirng viém am dao
trong cudc doi . Bénh co thé xay dén voi phu
n® & moi Ira tudi, phd bién nhét trong dd tudi
sinh san 15 - 44 tudi. Candida la tac nhan phé
bién nhat gay nhiém tring am dao. Uéc tinh
khoang 75% phu ni¥ trong d6 tudi sinh san bi
nhiém Candida it nhat mét lan trong doi, trong
do, 90% trwong hop la do Candida albicans ¥,
Nhiém ndm am dao gay ra tinh trang viém,
nglra, dau rat va tang tiét dich am dao, lam giam
chét lwgng cudc sbéng cta bénh nhan M. Nhim
ndm am dao c6 thé dwoc diéu tri bang thubc dat
am dao (tdc dung tai chd) hodc udng thudc
(tic dung toan than). Ngoai ra, san pham vé
sinh phu nir dwoc st dung dé ngadn nglra va hd
tro diéu tri tinh trang nay. Gan day, sadn pham
Max Skin care | Free (gdbm nwéc khir khoang,
glycerin, sodium lauryl sulfat, carboxymethyl
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cellulose, tocopheryl acetat, trametes versicolor
extract, acid citric, copper, curcumin,
methylcloroisothiazolinon, methyl-isothiazolinon,
PEG-40 hydrogenated castor oil, fragrance) cla
Coéng ty TNHH Matxi Corp dwoc S& Y té tinh
Poéng Nai cip sb cong bd 52/2020/CBMP-BN
lam san pham dung dé vé sinh co quan sinh duc
ngoai, gilp gidm ngra, khir mui, diét khuan. Dé
cung cap co s& khoa hoc vé tac dung clia san
pham, nghién ctru bao cdo tac ddng khang ndm
in vitro va in vivo trén chuét nhat gay nhiém
Candida albicans ctia san pham Max Skin care
| Free.

P6i twong va
nghién clru

Déi twong nghién ciru

MAau thde: San phdm Max Skin care | Free
gdm nuwéc khir khoang, glycerin, sodium lauryl
sulfat, carboxymethyl cellulose, tocopheryl
acetat, trametes versicolor extract, acid citric,
copper, curcumin, methylcloroisothiazolinon,
methylisothiazolinon, PEG-40 hydrogenated
castor oil, fragrance. Sé 16: 19D0027-4-12:30;
Ngay san xudt: 21/12/2019; Han s dung:
01/12/2022; Céng ty san xuat: Céng ty TNHH
Silk Viét Nam; chju trach nhiém san pham,

phwong phap
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phan phéi b&i: Céng ty TNHH Matxi Corp; dwoc
S& Y té tinh Pdng Nai cp sb6 cong bd
52/2020/CBMP-BN, cung cép tr kho cula
Coéng ty TNHH Matxi Corp.

Déi chikng: Dung dich Saforelle thwong mai
(Laboratoires Iprad Santé, Phap; nhap khau bdi
Cong ty C4 phan Dwoc phdm TEDIS - Viét Ha,
Lot: 3608, Ngay san xuét: 21/12/2019; Han s
dung: 06/2021).

Vi ndm: C. albicans ATCC 10231.

Méi trwrong: Mbi trwong hoat hoéa: Tryptic
Soy Broth (TSB) bd sung 2% glucose, thach
Sabouraud Dextrose Agar (SDA), mdi trudng
pepton ch*a 0,1% glucose. Mbi trwdng thir
nghiém: Thach Mueller - Hinton (Mueller - Hinton
agar - MHA) bd sung 2% glucose, nu chay, d6
dia petri thdy tinh, dwdng kinh 90 mm I&p thach
day 3 - 4 mm, mé& nap dia petri dat trong td cay c6
quat khodng 15 phut d& khdé bé mat thach.
Mbi truong c6 ngudn gbc tir Cong ty Himedia,
An D9; glucose dwoc pha chung véi méi trwdng
trwde khi hap tiét tring.

Doéng vat nghién cteu: Chudt nhat Swiss
albino céi, 5 - 6 tuan tudi, 18 - 22 g, do Vién
Vaccin va Sinh phdm Y t& Nha Trang cung cép.
Chuét khoé manh, khéng cé biéu hién béat
thwong, nudi dn dinh trong méi truwdng thi
nghiém 5 ngay trong 1dng nhua (25 x 35 x 15
cm), cung cap thire an, nwéc ubng day da trong
thoi gian th&r nghiém.

Phwong phap nghién ctru

Khéo sét hoat tinh khdng ndm in vitro

Dinh tinh kha n&ng khang ndm clta mau the
theo phuwong phap khuéch tan trong thach theo
CLSI M26-A @ C. albicans céy ria trén moi
trwong SDA, G 37 °C 48 gid. LAy 5 khém ndm
riéng ré cdy vao mdi trwong 1éng. U 6 gio &
37 °C dé hoat hoéa, chinh d6 duc bang TSB
twong dwong McFarland 0,5 (1-5 x 10° CFU/ml).
Dung que béng vé trung nhing vao huyén dich
nadm da chuan bij, trai déu 1&én mat thach MHA
bd sung glucose 2%, |ap lai 3 1an, méi l1an xoay
hép 60 dd, d& vi nAm pha kin déu trén mat
thach. Puc 16 dwdng kinh 4 mm bang 6ng thép
khéng gi, dwong kinh ngoai 4 mm, dwoc hap
tiét trung. Tién hanh song song mau chirng am
khéng c6 mau thir va mau dbi chirng Saforelle.
Cho 60 pl mau vao 16, d& yén 15 phat. U &
37 °C trong 48 gio.

Xac dinh mre d6 (e ché vi ndm in vitro thong
qua ty 1& (%) giam vi ndm theo CLSI M26-A .
Nuéi cdy vi ndm trong méi trwdng Mueller-
Hinton & 37 °C trong 24 gi®; ly tm huyén dich
ndm & téc d6 3000 g trong 15 phut, thu cén
ndm, rlra hai 1an va phan tan can trong NaCl
0,9%. U éng chira 10 ml mau thtr & 40 °C (nhiét
do thtr nghiém hoat tinh &c ché vi nAm thwéong
dwoc str dung dbéi v&i mau thlr c6 dd nhot nhw
dung dich phu khoa dé& dam bao kha nang tiép
v&i vi ndm) cho 100 pl huyén phi vi ndm vao
éng; G & 40°C 10 giay (thoi gian thwong dung
dich phu khoa tiép xuc vé&i da). Xac dinh lwong
vi ndm con lai trong mau thir bang phwong phap
dém sb khom ndm trén thach MHA: Dich the
nghiém dwoc pha lodng theo cip sb 10. Hut
100 ul & cac bac pha loang trai 1én thach MHA,
U cac dia thach & 37 °C trong 48 gi¢, dém sb
khém n&m trén dia. Lap lai ba lan. Thwc hién
twong tw v&i mau chirng am khdng ¢ mau thiy
(10 ml NaCl 0,9% bd sung 100 pl huyén dich
ndm) va mau dbi chirng Saforelle. Hoat tinh trc
ché vi ndm duworc tinh theo cong thirc tinh:

Sé logyo gidm = Log (lwong ndm trong méu chirng)
— Log (luvgng ndm trong méu thi).

Khdo sat tdc dung khang nam Candida
am dao

L&y khom C. albicans riéng 1& chuyén sang
moi trwdng pepton chlra 0,1% glucose, U &
25 °C trong 18 gi¢v. Ly tam & téc d6 3000 g trong
15 phat, thu can, rira can 2 1an va phan tan véi
PBS: diéu chinh mat dd nidm dén 5 x 10%ml
bang buéng dém Neubauer.

Chu6t nhat cai dwoc chia lam 2 nhdm: Nhém 1
(khdng gay bénh, n = 8): 16 sinh ly; nhdm 2 (gay
nhiém C. albicans vao bd phan am dao), duwoc
chia thanh 3 16 (8 chudt/ld): 16 chirng bénh: khdng
diéu tri, 16 tht: diéu tri bdng san pham Max Skin
care | Free, 16 dbi chirng: diéu tri bang Saforelle.

Trong 7 ngay trwdc va sau khi gay nhiém
nadm vao am dao, chudt & 16 sinh ly va 16 chirng
bénh dwoc rra am dao bang nwdc am
2 lan/ngay cach nhau 6 gi¢; chudt & 02 16 diéu
tri 1an lwot dwoc rra am dao 2 lan/ngay céch
nhau 6 gi& v&i 20 pl dung dich Max Skin care | Free
ho&c Saforelle, sau dé rira lai bdng nwéc am.
Trwéc khi gay nhiém ndm vao am dao 72 gio,
chuét & 16 sinh ly dwoc tiém dwdi da & vung
bung dwdi 100 pl dadu mé; chudt & cac 16
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gay nhidm ndm C. albicans dwoc tiém 0,1 mg
estradiol benzoat pha trong 100 ul ddu mé, tiép
tuc tiém cach ngay dén khi két thac thtr nghiém.
Gay nhiém ndm vao am dao chudt bang cach
nhd 20 ul huyén dich ndm vao trong am dao
(d&t dau tip pipet sau khodng 5 mm vao trong
am dao). Ngay th&r 7 sau khi gay nhiém ném,
rita am dao chudt (nhd 100 ul PBS vé trung vao
trong am dao), thu dich rira vao typ eppendorf
(dung pipette hut nhiéu 1an PBS trong am dao),
soi twoi, xac dinh sy hién dién clia nAm bang

kinh hién vi quang hoc (Olympus, Nhat Ban) c6
dd phong dai 600X, xac dinh mat d ndm bang
phwong phap dém sb khém ndm trén thach
SDA: Pha loang dich rira am dao véi PBS 5 bac
lién tiép theo cap sé6 10. Hut 10 pl dich rira am
dao & cac bac pha lodng tréi 1én thach SDA bb
sung cloramphenicol 50 pg/ml. U & 37 °C trong
48 gio. Dém sb khom ném trén thach SDA &
bac pha loang n thich hop. Tinh mat d& nam
theo cbng thirc:

N (CFU/ml) = {sb khuén lac & bac n + [(s6 khuan lac & bac n+1) x 10}x 102/2

Sau khi rlra am dao, gay mé chudt, md
chudt, tach l4y 2 hach bach huyét that lwng,
nghién trong 1 ml PBS vé trung, dém s6 té bao
lympho st dung budng dém Neubauer. Tach
phan am dao ngdm formol 10% (Guangdong
guadong, Trung Quéc) dé phan tich vi thé sau
khi nhuém Hematoxylin — Eosin (HE) tai Khoa
Giai phau bénh, Bénh vién Quan 2, Thanh phd
Hb Chi Minh. Quan sat duéi kinh hién vi quang
hoc dé danh gia tinh trang viém dwa vao muwc
do thdm nhap t& bao viém (lympho bao,
bach cau,...).

Phan tich két qua va xu ly sé liéu théng ké

Két qud x& Iy bang Excel, trinh bay

dang trung binh + sai s& chuén cua gia tri trung
binh (Mean + SEM) va phan tich thdng ké v&i
phan mém SPSS 24.0 bing phép kiém student
t-test d6i voi sb lieu phan phdi chudn va phép
kiém Mann-Whitney déi vai sé liéu co phan phéi
khong chudn. Khac biét co y nghia théng ké khi
p < 0,05.

Két qua

Kha nang khang nam C. albicans in vitro

Bang phuwong phap khuéch tan trong thach,
duwong kinh vong khang ndm ctia mau Max Skin
care | Free va Saforelle 1an Iwot [& 11 mm va
8 mm. Tiép tuc khado sat mrc dd rc ché vi ndm
clia 02 mau nay (bang 1).

Bang 1. Két qua khdo sat mirc do (rc ché C. albicans in vitro

Lwong vi ndm trong  Lwong vi ndm trong Hoat tinh trc ché vi

Ty Ié giam vi

Mau thir méu chimg (CFU/ml)  mau thie (CFU/mI)  ndm (S6 logy, gidm)  ndm (%)
Max Skin care | Free 2,4 x10° 1,3x10° 0,27 45,83
Saforelle 2,4 x 10° 1,6 x 10° 0,18 33,33

Tac dong khang viém am dao do nam
C. albicans trén chudt nhat

Anh hwéng Ién tinh trang nhiém nam
am dao khi soi dich riva 4m dao

Két qua cho thay & 16 sinh Iy khéng gay nhiém
nam C. albicans, dich rira am dao trong subt, khi
soi twoi khéng cd mau xuét hién ndm & ca dang
soi va dang nAm men. o6 chirng bénh, dich rira
am dao c6 cac mang ndm trang, 5/8 (62,5%) mau
soi twoi trén kinh hién vi co soi ndm ching to

mé hinh da gay dwoc tinh trang nhiém nam
C. albicans am dao trén chudt nhat. O cac 16 diéu
tri dwoc rira Am dao voi cac sadn phdm Max Skin
care | Free va Saforelle, tinh trang xuét hién cac
mang trang trong dich rira &m dao gidm. Khi quan
sét trén kinh hién vi, sé mau xuét hién soi ndm &
céc 16 nay 1an lwot [a 4/8 va 1/8. Két qua nay buéc
dau cho thdy khi s dung cac dung dich thir
nghiém, tinh trang nhiém ndm am dao cai thién
S0 VvOi 16 chirng bénh.
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(A): M&u sinh ly

) Dich I'l’J”a am dao pha loang 5 bac theo cép
s6 10, chdm 10 pl dich pha lodng & méi bac

(B): M&u nhiém ndm Candida albicans
Hinh 1. Hinh &nh soi tuoi dich rira &m dao trén kinh hién vi (46 phéng dai 600X)

Ién thach SDA. Sau khi G, dém sb lwgng khém
nam moc trén dia (bang 2).

Bang 2. Mat do nédm trong dich rira &m dao & cac 16

Max Skin care

L6 (n=8) Sinh ly Chirng bénh | Free Saforelle
Mat dé vi nam o e i
(x10° CFU/mI) 0,07 £0,01 39,50 £ 3,19 1,02 £ 0,23 0,28 +0,25

“p < 0,01 so vai 16 sinh Iy;
b < 0,01 so v&i 16 chirng bénh.

Két qua cho thay & 16 sinh ly, s6 lwgng khém
nadm dém duwoc trong dich rira &m dao rat thap
(0,07 x 10* CFU/ml). O 16 chirtng bénh, sau khi
gay nhiém nam C. albicans, mat d ndm trong
dich rtra thu dwoc 1a 39,50 x 10* CFU/m, tang
564 |1&n so v6i 16 sinh Iy (p < 0,01). L& chuét
dwoc rira &m dao bang dung dich Max Skin care
| Free trong 7 ngay trwédc va 7 ngay sau khi cay
nadm C. albicans ¢ mat dd nadm trong dich rira
am dao giam khoang 39 lan so vé&i 16 ching
bénh (p < 0,01). O 16 Saforelle, mat d6 nam
gidm 141 lan so v&i 16 chirng bénh (p < 0,01).
Nhw vay, san phadm Max Skin care | Free c6 tac
dung lam gidm mat dd ndm trong dich r&a

am dao, gidm tinh trang nhiém ndm am dao trén
chuét nhat cai gay nhiém C. albicans. Két qua
nay phu hop v&i hinh anh soi twoi dich rira am
dao trén kinh hién vi.

Anh hwéng Ién mat dé té bao lympho
trong hach bach huyét that lwng

Hach bach huyét & that lung la cac hach
bach huyét chinh cta duwdng sinh duc va 1a noi
thich hop nhat d& danh gia cac phan trng mién
dich toan than khi cé tac nhan gay viém nhiém
am dao P. Két qua v& mat do té bao lympho
trong hach bach huyét that lwng dwoc trinh bay
trong bang 3 va hinh 2.

Bang 3. Méat do té bao lympho trong hach bach huyét & céc 16

L6(n=8) Sinh Iy

Chirng bénh

Max Skin care | Free Saforelle

Mat do té bao lympho (x 107ml) __ 212,0 £ 23,0

380,6 + 70,1

404,4 £40,9 502,7 + 46,9

‘0 <0,05va p < 0,01 so véilé sinh ly

O 16 chirng bénh, mat dd té bao lympho
trong hach bach huyét thét lwng ting 1,8 lan so
v6i 16 sinh ly (p < 0,05), diéu nay cho thay khi
gay nhidm ndm am dao, co thé chubt
c6 dap (rng mién dich toan than bang cach tang
sinh bach cau lympho tai cac hach bach huyét

that lwng. O cac 16 st dung dung dich Max Skin
care | Free hodc Saforelle, mat do t& bao
lympho trong hach bach huyét thét lwng thay déi
nhwng khéng cé y nghia so v&i 16 chirng bénh
(p > 0,05). Két qua nay phu hop véi quan sat
murc d6 viém trén vi thé am dao (bang 4, hinh 3).
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Sinh ly Chirng bénh

Max Skin care | Free

Saforelle

Hinh 2. M4t dé té bao lympho trong hach bach huyét & cac 16 thi nghiém

Bang 4. Méat do té bao lympho trong hach bach huyét & céc 16

Két qua phan tich vi thé am dao (sé mau)

L6 (n=6)

Binh thuong Viém & mirc dd nhe Viém & mdre df vira
Sinh ly 5
Ching bénh 0
Max Skin care | Free 0
Saforelle 0

Viém mdrc dd vira
L6 chirng bénh

Khdéng viém
L6 sinh ly

Viém mdc do nhe
Max Skin care | Free

Viém mirc do vira
Saforelle

Hinh 3. Mdrc do viém am dao cua cac 16 thir nghiém (vat kinh 40X)

Két luan

San pham Max Skin care | Free thé hién tac
dong khang ndm Candida albicans in vitro véi ty
I& gidm vi nAm 45,83% so v&i 33,33% cla mau
déi ching Saforelle va lam gidm tinh trang
nhiém ndm am dao trén moé hinh gay nhiém
Candida albicans & chudt nh&t cai giup lam
gidm mat dd6 ndm trong dich rira am dao, gidm
murc d6 viém am dao.
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