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Phan A: GIO1 THIEU LUAN AN

1. PAT VAN PE

Bénh trang ca thong thuong 1a mot bénh da man tinh, bénh rat pho
bién va thuong hay gap ¢ lua tudi thanh thiéu nién. Bénh it gay anh huong
den sac khée nhung gay anh huong nhiéu dén tam Iy va chat luong cuoc
Song Diéu tri tring ca can thoi gian dai, sau giai doan diéu tri tin cong phal
tlep tuc diéu tri duy tri phong tai phat. Cac phuong phap diéu tri tring ca
bang y hoc hi¢n dai bdi va uong hi¢n nay mang lai hi¢u qua cao nhung déu
c6 nhitng tac dung khdng mong mudn nhu kich ung da, roi loan tiéu hoa, di
dang thai nhi va viéc diéu tri tring ca kep dai c6 thé gay tam Iy lo ling cho
bénh nhan, dac biét phu nit trong do tuodi sinh d¢, phu nix co thai, tré em,
bénh nhan khong dap ung diéu tri va thuong xuyén tai phat. Cac phuong
phap diéu trj tring ¢ bang thudc y hoc ¢b truyen hién nay da chirng minh
duogc co ché tc dung cua thude 18n bdn co ché hinh thanh mun trang cé cua
y hoc hi¢n dai cling nhu chimg minh dugc tinh an toan va hi¢u qua cua
thudc qua nhiéu nghién ctru khoa hoc tai Viét Nam ciing nhu trén thé gioi.

Ché phim ACNECA duoc ra doi nham dap tng nhu ciu st dung thudc
diéu tri trang ca tir thao duoc cua b¢nh nhan. ACNECA duoc cau thanh tir
céc vi thudc co tac dung dleu tri bénh trimg ca va khéng co doc tinh.
ACNECA la ché pham méi can duoc Chu’ng minh tinh an toan, co ché tac
dung va hiéu qua diéu tri v6i bénh trimg c4 thong thuong.

2. MUC TIEU PE TAI

Luan an tién hanh nghién ctru véi hai muc tiéu sau:

- Xdc dinh doc tinh cap, ban truong dién va tac dung diéu tri bénh trimg
cé cua ACNECA trén thyc nghiém.

- Pdnh gid hiéu qua cua ACNECA trén ldm sang trong diéu tri bénh
trieng ca thong thuong e do Vira.
3. NHUNG })ONG GOP MOI CUA LUAN AN

- Pé tai cung cap nhung chung cu khoa hoc Vé tac dung diéu tri tring
cé theo co ché bénh sinh va tinh an toan cua ACNECA.

- ACNECA cung cap thém lya chon cho bac si 1am sang trong viéc ké
don thubc diéu tri cho bénh nhan tring ca. St dung ACNECA déap ang nhu
cau ciia bénh nhan trong viéc st dung thdo duogc dé diéu tri bénh trang ca,
dac biét 1a bénh nhan nit ¢ do tudi sinh dé.

- Che pham ACNECA tién str dung, dé bao quan, phu hop véi bénh 1y
trimg c4 can diéu trj lau dai.

- Tan dung ngudn thao dugc sin co dé chdm soc strc khoe cho nhan
dan phu hgp v6i phwong cham Déang chinh phu dé ra.

- Trong hoan canh dleu kién kinh té dat nudc con kho khan, viée
nghién ciru, san xuit cic ché phdm thudc tir ngudn duoc liéu co sin trong



nudc I}hém phuc vu chdm séc strc khoe cua cong ddng 1a huéng di dung din
va thiet thuc cho phat trién kinh te - xa hoi.

4. CAU TRUC CUA LUAN AN

Luan an gdom 141 trang, dugc chia lam 4 chuong, trong d6 it van dé 2
trang; Tong quan 37 trang; Chat liéu - ddi twong - phuong phap nghién ciru
23 trang; Két qua nghién ctiu 39 trang; Ban luan 37 trang; Két luan 1 trang;
Kién nghi 1 trang; Han ché d¢ tai 1 trang. Luan &n c6 35 bang, 1 biéu d5, 1
so do, 19 hinh anh, 178 tai liéu tham khao (tiéng Viét: 26; tiéng Anh: 126;
tiéng Trung: 26, 57 tai liéu trong 5 ndm gan ddy) va 6 phu luc lién quan.

PHAN B: NQI DUNG LUAN AN
CHUONG 1: TONG QUAN TAI LIEU

1.1. Trieng ca theo Y hec hién dai

Theo tac gla Layton trang c& la mot bénh viém man tinh, dugc dac
trung boi cac san (nhan myn trang ca), biéu hién trén 1am sang la cac mun
dau tring, mun dau den, san do, mun mu, cuc, nang. Nguyén nhan gay ra
mun trimg ca gom 4 yéu t6 chinh 1a: tang tiét ba nhon; ting stng hoa co
nang 16ng, vi khuan C.acnes va viém. Chan doan xac dlnh bénh trung ca
théng thuong chu yéu dya vao cac triéu chung 1am sang. Chan doan mirc do
nang trieng ca dé lya chon phac do dleu tri phu hop va theo ddi danh gid hi¢u
qua trong qua trinh diéu tri. Cac yeu t6 lién quan dén bénh tring cé bao goém
tu0| gidi, yeu t6 gia dinh, yeu t6 thoi tiét, .chung toc, yéu té nghe nghiép,
yéu t6 stress, cac bénh noi tiét, thudc, mot sé nguyén nhan tai chd, ché d6 an
lam tang duong mau, sita, cac che pham tu sta lam nang hon tinh trang
mun. Diéu tri bénh tring ca bao gom diéu chinh I5i séng (che d6 an udng va sinh
hoat), kiém soét cac yeu t6 lién quan va dung thu00 hoac cac bi¢n phap thay thé
khac. Cac thudc diéu trj trang c& hién nay gom thudc boi tai chd va thudc
u0ng toan than. Thudc boi tai chd duoc khuyen c4o cho diéu tri mun trang
ca mirc dé nhe hoac trung binh. Cac thubc boi dugc st dung nhiéu nhat 1a
khéng sinh, retinoid va cac chét khac nhu bezoyl peroxide, axit azelaic, axit
salicylic va dapsone Cac thudc boi nay thuong duoc phol hgp v6i nhau de
dleU tri nham giai quyét cang nhiéu yeu t6 trong co ché bénh sinh cang tot.
Diéu tri toan than thuong dugc khuyén cdo & nhiing bénh nhan c6 myn
tring ca mic do trung binh dén nang, trung ca khang cac phuong phap diéu
trj tai chd va trong truong horp trung cé cd kha ning gay seo. Thuoc diéu tri
toan than cho mun triing cd bao gom khang sinh, isotretinoin va hormon.
Céc bién phap thay thé bao gom laser va anh sang sinh hoc nhu KTP laser,
laser YAG 1320nm, dén LED, Photodynamlc therapy (PDT), thay da sinh
hoc, chich rach nhan mun, dleU tri my pham. ..
1.2. Trieng cé theo Y hoc cé truyén

Tring ca theo YHCT ¢6 bénh danh Ia Toa Sang, Phan Thich. Theo Pham
Thuy Cuong trong séch Trung Tay Y két hop 1am sang bi phu hoc nam 2002



cho rang mun tring c cha yéu do than am bat tac, phé vi huyét nhiét, dam
giao két va xung nham that diéu. C6 nhiéu cach phan thé tring ca khac nhau
trén lam sang nhu’ng khi tién hanh nghién ctu, phan I6n cac nha khoa hoc Trung
Quoc phéan trieng cé lam 4 the phong nhiét, thap nhiét, huyét &, xung nham that
diéu (theo “Tiéu chuan qudc gia ctia Cong hoa nhan dan Trung Hoa. Thuat ngit
lam sang chan tri Pong y”). Diéu tri bao gom thudc boi, thudc udng, thude
xdng, thube dap hoac cham ciu.
1.3. Tinh hinh nghlen Ciru bénh trimg ca thong thuong

Trudc kia, cac nghlen ctru vé& phuong phap diéu tri trimg ca bang thuéc
YHCT méi chi danh gia hi¢u qua trén 1am sang ma chua lam rd co ché,
thanh phan dugc ly cia thudc tac dong 1én co ché bénh sinh hinh thanh myn
trimg ca. Dén nay, céc ché pham YHCT dung dé diéu tri trimg ca dugc bao
ché véi cong nghé hién dai, phan tich dugc thanh phan dugc chat co trong
ché pham va ching minh dugc higu qua, an toan, co ché tac dung cua thudc
1én co ché hinh thanh mun triing ca mot cach khoa hoc, bai ban.
1.4. Téng quan vé ACNECA
1.4.1.  Nguén géc, xudt sir

ACNECA c6 ngudn géc tir bai thuoc “Ngil vi tiéu doc am” trong

“Y tong kim gidm. Ngoai khoa tam phap yéu khuyet” cia Ngo6 Khiém. bé
tang tac dung diéu trj theo co ché bénh sinh tring ca y hoc hién dai va tién
st dung chung t6i gia giam thém vi thudc thanh bai thuéc mai, bao ché bai
thudc méi dudi dang com tan, dat tén la ACNECA. Tén goi ACNECA la
chir viét tit caa hai cum tir ACNE (Trang ca) va CARE (Cham soc).
1.42. Thanh phan dugc ligu bai thuoc ACNECA

Cong thie didu ché cho mot don vi dong gbi gdm c¢6 14 vi: Kim ngan
hoa (Flos Lonicera) 1,28 g; Lién kiéu (Fructus Forsythiae suspensae) 2,4 g;
Ha kho thao(Spica Prunellae) 2,4 g; Bo cong anh (Herba Lactucae |nd|cae)
1,6 g; Phlic bon ta (Herba Lactucae indicae) 2,4 g; Tho ty tir (Semen
Cuscutae) 2,4 g; Trinh nit tor (Radix Ligustri Lucidi) 2,4 g; Cam thao (Radix
et Rhizoma Glycyrrhizae) 0,96g; Puong quy (Radix Angelicae sinensis)
1,28g; Bach thugc (Radix Paeoniae lactiflorae) 1,6g; Pan sdm (Radix
Salviae miltiorrhizae) 2,4g; Hoang cam (Radix Scutellariae) 1,6g; Pan bi
(Cortex Paeoniae suffrutlcosae) 2,4 g; Sa nhéan (Fructus Amomi) 0,64g.
1.4.3. Cach bao ché céc v thuéc va ché pham ACNECA

Céc vi thude dugc ché bién theo phuong phap co truyen va Che pham
ACNECA duoc bdo ché theo phuong ‘phép bao ché cém tan. Cém tan
ACNECA hat nh6 mau nau dong, vi dang thom mui dugc ligu, dong gbi
mang thiéc bac, mdi géi chira 6gram com tan. ACNECA dugc san xuat tai
khoa Dugc- Bénh vién Y hoc co truyén Trung uong. Tat ca duoc liéu dat
tiéu chudn dugc dién Viét Nam IV hozc duge dién Trung Qudc 2009 va ché
pham ACNECA tiéu chuan dat tiéu chuén co sé.
1.4.4. Tac dung chung ciza ACNECA



Téc dung cia ACNECA theo y hoc ¢ truyén: thanh nhiét giai doc,
hoat huyét tiéu viém, tu b6 can than.

Téc dung ACNECA theo y hoc hién dai: Trong ché phém ACNECA
hau hét cac vi thube déu co tac dung chéng viém, khang khuan va déu thuoc
nhém thude dleu tri cac chiing nhiét trong Dong y nhu Kim ngén hoa, Lién
Kiéu, Hoang cam, Cam thao. Ngoai ra, Kim ngan hoa, Lién Kiéu, B6 cong
anh, Pan bi,Ha kho thao, Pan sim, Bach thuoc, Hoang cidm con ¢ tac dung
chong viém. Tac dung khang khuan lam ting tac dung chong viém cua
thudc y hoc c6 truyén. Sa nhan, Pan sam, Cam thao, Hoang cam di duoc
bdo céo la c6 tac dung khang androgen va co nhitng tac dung cua
phytoestrogen. Puong quy, Bach thuoc da dugc chiing minh rang chiét xuat
boi tai Cho hodc uong da lam tang kha nang bao vé cua hang rao da, ngan
can sy mit nuée & té bao da, 1am han ché viém & nhitng bénh nhan viém da
co dia, bénh nhan bi mun tring c. Trinh nix tir, Phdc bon ti, Tho ty tu
nghién ctu c6 tac dung chdng oxy héa phii hop vai tinh trang viém man tinh
cua tring ca. ) )

CHUONG 2: CHAT LIEU- POI TUQNG- PHUONG PHAP NGHIEN
cuu
2.1 Chit ligu nghién cieu

- ACNECA duoc bdo ché dang cém tan, hat nhd mau nau dong, vi
dang thom mui duoc liéu, dong gbi mang thiéc bac, mdi géi chira 6gram
com tan.

- ACNECA duoc san xuét tai khoa Dugc- Bénh vién Y hoc cb
truyén Trung wong.

- T4t ca duoc liéu dat tiéu chuan duoc dién Viét Nam 1V hoic duoc
dién Trung Quéc 2009 va ché pham ACNECA tiéu chuan dat tiéu chuén co
S6.

- Liéu lam sang: 0, 129/kg/ngay

- Céch dung: Hoa tan cdm tan ACNECA vao nudc cat hodc nudc loc truéc
khi uéng.

2.2. Péi twong - Pia diém nghién ciru

2.2.1. Xdc dinh dgc tinh cdp, ban trwong dién va tac dung diéu tri bénh
trieng cé ciia ACNECA trén thuc nghigm

2.2.1.1. Xdc dinh dgc tinh cdp, ban trwong dién

- Xac dinh doc tinh cap: 60 con chudt nhit trang ching Swiss, ca hai
giéng, khoé manh, trong lugng 20 + 2g do Vién Vé sinh Dich t& Trung wong
cung cap.

- Xac dinh dc tinh ban treong dién: 30 con chut cong tring chung
Wistar ca hai giéng khoe manh trong luong 160g+20g do Trung tam cung
cép dong vat thi nghiém Pan Phuong - Ha Tay cung cap.



- Nghién ctru xac dinh doc tinh cap, ban truong dién duoc tién hanh tai
Bo mon Duge Ly truong Dai hoc Y Ha Noi tir thang 3 nam 2016 dén thang
8 nam 2016.
2.2.1.2. Tac dung diéu trj bénh triing ca

- Tac dung khang khuan: Cac chung vi khudn Cutibacterium acnes
ATCC 6919 (C. acnes), Staphylococcus aureus ATCC 25925 (S. aureus),
Staphylococcus epidermidis ATCC 12228 (S. epidermidis) san xut bai hang
Microbiologics - My c6 chung chi ATCC (American Type Culture
Colection - Ngan hang chang chuan Hoa Ky). Vi khuan dugc nudi ciy va
lam thi nghiém tai khoa Vi khuan - Vién vé sinh dich t& TW vao thang 2
nam 2019.

- Téac dung chéng viém trén md hinh phi tai chuét: 80 con chudt nhét
trang chung Swiss, khoe manh, ca hai gidng, trong luong 25+ 2g do Vién Vé
sinh Dich t& Trung wong cung cap. Nghién ctru duoc tién hanh tai Bo mon
Dugc Ly truong Pai hoc Y Ha N6i vao thang 2 nam 2019.

- Téc dung diéu tri trén mo hinh tring ca dong vat: 70 con chudt cong
trang chung Wistar giéng duc truong thanh, khoe manh (tr 10 dén 12 tuan
tudi, trong luong 180g - 220g) do Trung tam cung cap dong vat thi nghiém
Pan Phuong - Ha Tay cung cap. Nghién ciru dugc tién hanh tai Bo mon
Dugc Ly truong Pai hoc Y Ha Noi tir thang 7 nam 2017 dén thang 10 ndm
2017.

2.2.2. Pdnh gid hi¢u qud ciia ACNECA trén lim sang trong diéu tri bgnh
trieng ca thong thwong mire do vira
- Tiéu chuan lra chon dbi twong nghién ctu:
+ Bénh nhan duogc chan doan trang ca thé thong thuong, mirc d6 vira
va tuong ung voi thé thap nhiét theo Y hoc ¢ truyén
+Pdng y, tw nguyén tham gia nghién cau
+ Bénh nhan >15 tudi (néu tir 15 - 18 tudi phai duoc sy ddng y cua
bé me hoidc ngudi gidam ho)
- Tiéu chuan loai trix:
+ Phu nir cé thai hoac dang cho con bu
+ Di ing véi bét ctr thanh phan nao cua thudc
+ Suy giam nghiém trong chirc nang gan, than, rdi loan lipid mau.
+ Khong tuan thu liéu trinh diéu tri
- Nghién ctru duoc tién hanh tai Bénh vién Da lidu TW va Bénh vién
Y hoc ¢6 truyén TW tir thang 3 nim 2018 dén thang 2 nim 2019.
Bénh nhan duoc kham va diéu trj ngoai tra.
2.3. Phuong phap nghién cau
2.3.1. Xdc dinh djc tinh cdp, bdn trwong dién va tac dung diéu tri bénh
trieng ca ciia ACNECA trén thuc nghigm



2.3.1.1. Xdc dinh déc tinh cdp, ban treong dién

% Xdc dinh déc tinh cdp

Xac dinh doc tinh cdp cia ACNECA duoc tién theo phuong phap
Litchfied — Wilcoxon. 60 con chudt nhét trang duoc nhin d6i qua dém, duoc
chia thanh 6 16 khac nhau, mdi 16 10 con. Cho chudt uéng ACNECA véi
lidu ting dan bang kim cong dau td, udng 0,2ml/10g chudt/ngay dé xac dinh
lidu thip nhat gay chét 100% chudt va liéu cao nhat khong gay chét chudt.

Céc chi tiéu theo d6i bao gom tinh trang chung cua chuét, diu hiéu nhidm
doc (nhu nén, co giat, kich dong, bai tiét...) va sb lugng chudt chét trong vong
72 gio sau khi ubng ACNECA. Tét ca chuot chét dugc mé dé danh gia ton
thuong dai thé. Xay dung do thi tuyén tinh dé xac dinh LD50 cua thudc thur.
Chudt con song duoc tiép tuc theo ddi dén hét ngay thir 14 sau khi ubng thudc
thur.

% Xdc dinh djc tinh bdn trwong dién

Xac dinh doc tinh ban truong dién duoc thyuc hién theo hudng dan To chirc
Y té Thé gi6i. 30 con chudt cdng trang ching Wistar dwoc chia ngau nhién lam
3l6:

- L8 1 (Chung sinh hoc) n=10: Uéng nuéc cat 1ml/100g chudt/ngay.

- L& 2 (ACNECA liéu 0,72 g/kg/ngay) n=10: Udng ACNECA |Ieu
0,72g/kg/ngay, tuong duong vai liéu 1am sang, tinh theo hé sé 6, udng
1ml/100g chuét/ngay.

- L6 3 (ACNECA liéu 2,16 g/kg/ngay) n=10: Udng ACNECA liéu
2,16 g/kg/ngay liéu gap 3 lidu 1am sang, tinh theo hé s6 6, uéng 1ml/100g
chuot/ngay.

Chugt dugc ubng nude cat hoic ACNECA 90 ngay lién tuc, mdi ngay
mot lan vao budi sang.

CAc chi tiéu theo ddi trudc va trong qué trinh nghién cau bao gom:

- Tinh trang chung cua chudt va can nang cua chuot

- Chtc niang tao mau thong qua s luwgng hdng cau, ham lwong
hemoglobin, hematocrit, tich trung binh hdng cau, sb lugng bach cau, cong
thirc bach cau va sé lugng tiéu cau.

- Céc chi s6 danh gi4 chic niang gan théng qua dinh lwong hoat do
enzym ALT va AST trong mau.

- Céc chi s6 danh gia chirc ning than thong qua dinh lugng nong do
creatinin huyét thanh.

- M bénh hoc bao gom hinh anh dai thé toan thé cac co quan va ciu
tric vi thé gan, than.

Céc chi tiéu theo ddi trén dugc kiém tra vao lac trudc khi uéng, sau 30
ngay, sau 60 ngay va sau 90 ngay udng nudc cat hoic thude thir. Riéng chi
tiéu mo bénh hoc dwoc danh gia sau 90 ngay udng thube. Khi d6 chudt dugc



mé dé quan sat dai thé toan bo cac co quan va kiém tra ngau nhién cau tric
vi thé gan, than caa 30% sé chudt & mdi 16.
2.3.1.2. Tac dung diéu tri bénh triing ca

% Téac dung khang khudn

- Nguyén tic: Cac chung vi khuan dwoc nudi cay trén cac dia thach
Brucella HK ¢c6 b sung nong do thudc thir khac nhau. Nong dé tc ché tdi
thiéu (MIC, Minimum Inhibitory Concentration) dwgc xac dinh & dia moi
truong ma khuan lac vi khuan thay di vé hinh thai (kich thuéc khuan lac)
va/hoic giam dang ké vé mat d6. Nong do thap nhit cé tac dung diét khuan
(MBC, minimal bactericidal concentration) dugc xac dinh ¢ dia moéi trudong
ma tai d6 cac vi khuan bj tiéu diét hoan toan (khéng c6 vi khuan moc).

% Téac dung chéng viém trén mo hinh phu tai chugt

Téc dung chong viém duoc nghién ctu trén md hinh viém cap va ban cap
bang dau croton tai tai chudt nhét tring theo md hinh cia Andre Barbosa nim
2017.

- Tac dung chdng viém cap

Chudt nhat tring duoc chia ngau nhién thanh 4 16, mai 16 10 con, duoc
gay mo hinh va dung thuéc nhu sau:

+ L6 1 (Mb hinh) n = 10: Gy mé hinh bang cach boi 20uL dau croton
d3 pha 1én tai phai, udng nuéc cat 0,2mL/10g chudt.

+ L6 2 (Ching dwong) n = 10: Gy md hinh bang cach boi 20pL dau
croton di pha lén tai phai chuot va uéng methylprednisolone liéu 6
mg/kg/ngay, udng 0,2mL/10g chudt.

+ L& 3 (ACNECA liéu 1,44g/kg/ngay ) n = 10: Gay md hinh bang cach
bdi 20pL dau croton di pha 1én tai phai chudt va uéng ACNECA liéu
1,44g/kg/ngay (lidu twong dwong lam sang, tinh theo hé sé 12), udng
0,2mL/10g chuot.

+ L6 4 (ACNECA liéu 4,32g/kg/ngay) n = 10: Gay md hinh bang cach
bbi 20uL dau croton di pha 1én tai phai va udng ACNECA lidu
4,32g/kg/ngay (liéu gip 3 1am sang, tinh theo hé sé 12), udng 0,2mL/10g
chudt .

O tat ca cac chudt, tai trai khdng gy mé hinh (khdng boi croton).

Tru6ce khi gy mé hinh, do chidu day tai phai chudt & tat ca cac 16. Sau khi
boi 20pL dau croton pha trong aceton vao 2 mit cua tai phai, sau 1h béi croton
cho chudt udng thude. Sau 6h, do lai chidu day tai phai chudt, liy t6 chuc da &
phan trung tdm hai tai véi duong kinh 7 mm bang dung cu sinh thiét dé do can
nang.

- Téc dung chdng viém béan cap

Chuat nhat tring duoc chia ngau nhién thanh 4 16, mdi 16 10 con, dugc
gay mo hinh va dung thudc nhu sau:



- L6 1 (M6 hinh) n = 10: Gay md hinh bang bdi 20 pL dung dich
croton d4 pha 1én tai phai chudt vao ngay 1, 3, 5, 7 va uéng nuéc cat
0,2mL/10g chudt/ngay.

- L6 2 (Chung dwong) n = 10: Béi 20 uL dung dich dau croton da pha
Ién tai phai chuot vao ngay 1, 3, 5, 7 va udng methylprednisolon liéu 6
mg/kg, uéng 0,2mL/10g chudt vao cac ngay 5, 6, 7, 8.

- L6 3 (ACNECA liéu 1,44 g/kg/ngay) n = 10: B6i 20 uL dung dich
diu croton di pha 1én tai phai chudt vao ngay 1, 3, 5, 7 va udng ACNECA
lidu 1,44 g/kg/ngay (liéu tuong dwong 1am sang, tinh theo hé sé 12), udng
0,2mL/10g chudt vao cac ngay 5, 6, 7, 8.

- L6 4 (ACNECA liéu 4,32 g/kg /ngay) n = 10: Bdi 20 pL dung dich
dau croton di pha 1én tai phai chudt vao ngay 1, 3, 5, 7 va ung ACNECA
lieu 4,32 g/kg /ngay (lieu gip 3 1am sang, tinh theo hé s6 12), ubng 0,2
mL/10g chuét vao cac ngay 5, 6, 7, 8.

O tat ca céc 16 chudt, tai trai khong gy md hinh (khdng bdi dau
croton). Do chiéu day tai phai chudt ¢ tat ca céc 16 vao thoi diém trudc khi
tién hanh nghién ctu va lién tuc trong cac ngay tiép theo. Ngay thur 9 cua
nghién ctru, do chiéu day tai chuét phai, ldy t chic tai cua ¢ phan trung tam
ca 2 tai voi duong kinh 7 mm bang dung cu sinh thiét dé do can nang.

Céc chi tiéu theo ddi va danh gia tac dung chéng viém cép va ban cap
bao gdom: d6 day tai chuot, khéi lwong tai chuét, phan trim thay doi do day tai,
phan trdm thay doi khdi lwong tai chudt, mirc do e ché viém.

% Téac dung diéu tri trén mo hinh trimg c4 dong vit

Géay md hinh tring ca do vi khuan C. acnes tai vanh tai chugt cong tring
duoc tién hanh theo nghlen cliru cua tac gia Pandey Chetana va cong su nim
2012. Chia 70 con chudt cdng tring gidng duc, chung Wistar ra lam 2 nhom:

+ Nhém chung sinh hoc 15 con: tiém mét lan dudi da vanh tai chuot
dung méi pha lodng vi khuan PBS, tiém 20 pl/1 vanh tai.

+ Nhém md hinh 55 con: tiém mot 1an dudgi da vanh tai chudt C. acnes
pha lodng trong PBS dat ndng do 108 vi khuan/ml, tiém 20 ul/1 vanh tai.

Hang ngay quan sét bién doi xung quanh vi tri tiém va do d¢ day vanh
tai chudt cd 2 nhdm. Ngay thi 6 chon ngau nhién méi nhém 5 con chugt
dem cit tai iy mau bénh pham véi kich thude 3 x 3 mm xung quanh vi tri
tiém trén vanh tai chuot dé Iam giai phau bénh (nhuom HE), danh gia xem
su thay ddi ton thuong mo bénh hoc trén vanh tai chudt c6 tuong dong voi
ton thuong mo bénh hoc trimg ca trén ngudi dé khiang dinh lai da gay mo
hinh trang cé thanh cong.

Sau khi gdy md hinh trang c, chugt & nhém ching sinh hoc dugc dua vao
nhém 1, chudt & nhém mé hinh duoc chia thanh 5 nhém tir 2 dén 6, méi nhém 10
con.



+ Nhom 1 (Chuang sinh hoc) n=10: tiém PBS, udng nuéc cat 1ml/100g
chuét/ngay.

+ Nhom 2 (M6 hinh) n=10: tiém C. acnes, udng nudc cat 1ml/100g
chuét/ngay.

+ Nhém 3 (Chung duong 1) n=10: tiém C. acnes, ung Isotretinoin
licu 3 mg/kg/ngay, udng 1ml/100g chudt/ngay.

+ Nhém 4 (Chung duong 2) n=10: tiém C. acnes, udng Doxycyclin
lidu 12 mg/kg/ngay, udng 1ml/100g chugt/ngay.

+ Nhém 5(ACNECA liéu 0,72g/kg/ngay) n=10: tiém C. acnes, udng
ACNECA liéu 0,72g/kg/ngay (liéu tuong dwong véi lidu du kién trén 1am
sang, tinh theo hé s6 6), uéng 1m1/100g chudt/ngay.

+ Nhom 6 (ACNECA liéu 2,16g/kg/ngay) n=10: tiém C. acnes, ung
ACNECA liéu 2,16g/kg/ngay (liéu gap 3 lan licu dy kién trén lam sang, tinh
theo hé s 6), ubng 1ml/100g chu0t/ngay

Hang ngay quan sat bién doi xung quanh vi tri ti€ém va do do day vanh
tai chuot ca 6 nhom tai céc thoi diém sau To (chwa uéng thubc), T1 (sau 1
tudn ubng thudc), T2 (sau 2 tuan udng thudc), T3 (sau 3 tuin udng thudc).
Tai thoi diém T3 cét tai chuot 1ay mau bénh phdm véi kich thuéc 3 x 3mm
xung quanh vi tri tiém trén vanh tai chuot dé lam giai phau bénh (nhuom
HE), danh gia sy thay ddi ton thuwong mé bénh hoc cac nhém mé hinh, nhém
chimg duong, nhém uéng thude thir so véi nhém chirng sinh hoc.

Panh gia tic dung diéu tri trén mé hinh trimg ca dong vat thong qua
c4c chi tiéu do day tai chudt va mirc d ton thuong mé bénh hoc.

2.3.2. Ddnh gid higu qud ciia ACNECA trén lam sang trong diéu tri bénh
trieng ca thong thwong mire dg vira.

% Thiét ké nghién cizu: Thar nghiém 1am sang, ngau nhién co doi
chang, tién cau.

% C& mau: C& miu duoc tinh theo cdng thirc wéc tinh cho mot can
thiép 1dm sang:

2xpxq

(p1 - pz)z

< Cach chon mdu: 100 bénh nhan rat thim chin Ié rdi chia lam hai
nhém:

S 1¢ vao nhom nghién ctu (NC), n; = 50, s6 chin vao nhém di ching
(BC), n2 = 5.

% Phdc do diéu tri

Nhém nghién ctru (NC) udng ACNECA liéu 0 ,12g/kg/ngay. Hoa tan 1
g6i ACNECA 6 gram vao 300ml nudéc loc, ¢d thé ubng trudce, trong va sau
khi an.

n =n, =Zz(a,ﬂ)><



Nhom dbi ching (BC) ubng thudc isotretinoin licu 0,5mg/kg/ngay,
uéng ngay 1 lan sau an toi

% Phuwong phdp thu thdp thong tin: Thu thap s liéu theo mau bénh
an thong nhét, thdng qua kham thyc thé xac dinh vi tri, sé lwong, phan thé
theo YHCT, muc d6 tén thuong trude diéu tri (TO), theo ddi danh gia hiéu
qua, tac dung khdng mong mudn sau 30 ngay diéu tri (T30), sau 60 ngay
diéu tri (T60). Xét nghiém chirc nang gan (AST, ALT), chirc ning than (ure,
creatinin), m&d méu (triglycerid, cholesterol), cong thirc méau trude khi diéu
tri (TO) va sau 60 ngay diéu tri (T60).

_ % Cac chi tiéu quan sat va danh gid hi¢u qua diéu trj trén nguoi bao

gom:

* 5§ luong ton thwong | * Mirc d6 ton thuong theo Jerry KL Tan - 2008

* Mirc do hiéu qua diéu | * Chi sé chat lwong cudc séng bénh Da lidu
tri (DLQI)

*.Chfrng trang YHCT * Tac dung khdng mong muén trén 1am sang

* Mirc d¢ hai long * T4c dung khdng mong mudn trén xét nghiém

2.4. Ky thuat phan tich sé liéu

- Nhap s6 liéu: Excel va Epidata 3.1.

- Phan tich sé liéu bang phin mém SPSS 18 va STATA 12, sy khéc biét
¢6 y nghia khi p <0,05.

- S6 liéu dinh tinh duoc biéu dién du6i dang tan sé va ty 1& phan tram, sb
liéu dinh luong duogc trinh bay dudi dang trung binh va d6 léch chuan (X~
+SD). Kiém dinh sy khac biét va méi trong quan giira cc bién bang cac test
thdng ké y2, Fisher-exact test (bién dinh tinh), t-test Student (bién dinh
luong). Su khéc biét c6 ¥ nghia théng ké khi p<0,05.

2.6. Sai s6 va cach khéng ché sai sé:
* Sai s6 do lua chon dbi twong nghién ciu. Khic phuc:

- Pam bao lya chon ddi twong theo tiéu chuan lya chon va loai trir.

- Phan chia ddi twong ngau nhién vao 2 nhém nghién ciu va dbi
chimng, phu hop vai thiét ké va muc tiéu nghién ciu.
* Sai s6 do bénh nhan bo cudc. Khéc phuc:

- Uéc lugng thém 10% cho mai nhém so véi ¢& mau can thiét duoc
tinh toan tir cdng thirc tinh ¢& mau.
* Sai s6 do phwong phéap va cong cu thu thap théng tin. Khic phyc:

- Ap dung cung mot phuong phap thu thap thong tin va cong cu thu
thap théng tin cho ca 2 nhom NC va BC.
* Ké hoach giam sé&t bénh nhan tuan thu diéu tri:

- Lap danh sach nhém BN ciia nhém NC va nhom BC, bao gom céac
thong tin co ban (tén, tudi, gisi, dia chi lién hé) va s dién thoai.



- Tai cac mdc thoi gian quy dinh trong nghién ctwu, lién hé voi BN dé
nhac lich kham lai, thu thap phan hoi vé mic do cai thién ton thuong.
- Véi cac BN khong dén kham lai hoic khong phan hoi thong tin,
lien hé lai kiém tra BN c6 tiép tuc tham gia nghién ctru hay khong.
2.7. Pao dirc nghién ciu
- Ché phdm ACNECA di duoc kiém nghiém dat tiéu chuan va duoc Hoi
dong y dirc Pai hoc Y Ha Noi cho phép st dung nghién ctru theo quyét dinh
Ching nhan sé 187/HPHYHN, ngay 20/02/2016.
- Bénh vién Y hoc c6 truyén TW va Bénh vién Da lidu TW chip thuan
cho tién hanh thir thubc ACNECA trén 1am sang.
- C4c bénh nhan dugc tu van va ty nguyén tham gia nghién cau.
- Céc théng tin ca nhan cua bénh nhan duoc gitr kin.
- Céc bénh nhan tir chdi tham gia nghién cau van duogc kham tu van diéu
tri chu dao.
- V&i cac truong hop khong dap ung thude nghién ciu, chuyén phuong
phap diéu tri phd hop.

CHUONG 3: KET QUA NGHIEN CUU
3.1. Xac dinh dgc tinh cép, ban truwong dién va tac dung diéu tri bénh
trieng cé cia ACNECA trén thuc nghiém.
3.1.1 Két qud xdc dinh déc tinh

+ Xac dinh doc tinh cdp: Liéu dung nap t6i da 75g cém tan /kg thé
trong chudt nhét, cao gap 52 lan liéu dy kién 1am sang dung trén ngudi ma
khong cd chuot chét, khong thiy biéu hién doc tinh (nén, co giat, bai
tiét,...), tinh trang chung ciia chudt binh thuong. Nhu vy, khong xac dinh
duogc doc tinh cap trén chudt thuc nghiém.

+ Xac dinh doc tinh ban truong didn: ACNECA véi lidu 0,72
g/kg/ngay lidu twong duong trén ngudi va lidu 2,16 g/kg/ngay lidu gap 3 liédu
trén ngudi, tinh theo hé sé 6 chudt hip thu tét, khong gay anh huong dén
tinh trang chung cua chudt, can nang chudt, khong gay anh hudéng dén chic
nang ta0 mau, chirc nang gan, chic ndng than, khdng gay ton thuong ciu
tric than, ciu tric gan trén ca dai thé va vi thé. Nhu vay, khong xac dinh
duogc doc tinh ban truong dign cia ACNECA vai lidu 0,72 g/kg/ngay va lidu
2,16 g/kg/ngay khi cho chugt cdng trang ung thudc lién tuc trong 90 ngay.
3.1.2. Tac dung diéu tri trieng ca trén thec nghigm
3.1.2.1. Téac dung khang khudn

ACNECA c6 tac dung uc ché 3 ching vi khuan C. acnes , S. aureus, S.
epidermidis. Cac gid tri MIC (MBC) cia ACNECA vé6i S. aureus, S.
Epidermidis 1 1,068 (8,5)mg/ml va ddi véi C. acnes 140,534 (4,272)mg/mll.
3.1.2.2. Tdc dung chéng viém trén mé hinh phit tai chugt



Trén md hinh viém cap, sau 6 boi croton, chiéu day tai phai chudt ¢ 16 1
mo hinh udng nudc cat 1a 33,40 + 3,53 ting 1én 13 rét so véi trude khi boi
22,20 + 3,10 (p<0,001). L6 2 ubng methylprednisolone 6mg/kg/ngdy, do
day tai phai chudt 1a 26,40 + 1,78 va phan trim thay doi d¢ day tai phai
chudt 1a 23,13 £ 9,29 giam c6 ¥ nghia thong ké so v6i 16 md hinh (p2-
1<0,001). O céc 16 chudt ubng ACNECA lidu cao 4,32g/kg/ngay va liéu thip
1,44g/kg/ngay c6 d6 day tai chuét 1a 27,60 + 3,03 va 27,7 + 1,89, ¢6 phfin
tram thay d6i do day tai phai chuot 1a 24,61 + 11,88 va 23,44 £ 6,39 déu
giam c6 ¥ nghia thdng ké so v&i 16 md hinh udng nudc cat c6 do day tai phai
33,40 + 3,53, phan tram thay doi do day tai phai 53,19 + 26,441(p<0,01),
muac do giam twong dwong véi 16 udng methylpednisolone lidu 6 mg/kg
Ingay (p>0,05). Khdi luong tai phai chudt ¢ 16 mo hinh la 31,35 # 5,38 ting
1én rat nhiéu so véi tai trai chudt 1a 21,70 + 3,17 (p<0,05), trong khi d6 khéi
lugng tai chudt phai va phan trim thay d6i khdi lwong tai chudgt ¢ 16
methylprednisolone va 16 udng ACNECA ca 2 liéu déu giam c6 ¥ nghia thong
ké so v6i 16 mé hinh (p<0,05), mirc d6 giam 16 uéng ACNECA ca 2 lidu twong
duong véi 16 methylprednisolone (p>0,05). Mttc d6 trc ché viém cua 16 ding
methylprednisolone 1a 49,64%, cuia 16 udng ACNECA liéu thap 1a 43,42% va
16 ubng ACNECA liéu cao 1a 46,74%.

Trén mé hinh viém ban cép, sau 9 ngay khi bdi croton, do day tai phai
chudt gitra cac 16 tai thoi diém (N1) trude khi boi croton khong c6 su khac
biét (p>0,05). Ngay thad 9 cia nghién ctu (N9), 16 2 udng
methylprednisolone 6 mg/kg/ngiy va 16 4 uéng ACNECA liéu 4,32
g/kg/ngay giam co ¥ nghia thong ké so v6i 16 1 md hinh udng nude cit (p
<0,001 va p < 0,05) va 16 3 uéng ACNECA lidu 1,44 g/kg/ngay c6 xu hudng
lam giam do day tai chudt, tuy nhién sy khac biét chua c6 y nghia thong ké
(p>0,05). Khéi luong tai phai chudt ¢ 16 mé hinh 12 28,79 + 5,69 ting 1én rat
nhiéu so véi tai trai chudt 1a 13,88 + 1,74 (p<0,05). Khéi lugng tai chudt phai va
phan trim thay doi khéi luong tai phai chudt ¢ 16 udng methylprednisolone
(22,05 + 4,79 va 63,36 + 24.11) va 16 ubng ACNECA lidu cao 4,32g/kg/ngay
(23,18 £+ 5,24 va76,89 + 26,10) giam rd rét so vai 10 md hinh (p<0,05), khdng
¢6 su khac biét giira hai 16 (ps2>0,05). Mirc do wrc ché viém cua 16 dung
methylprednisolone 1a 31,93%, 16 ubng ACNECA liéu cao 1a 14,17%. O 16
dung thudc thr lidu thapl,44g/kg/ngay c6 mic d6 e ché viém 6,03%, can
nang tai phai va phan trim thay doi khdi lugng tai giam so vé6i 16 mo hinh,
song su khac biét chua c6 ¥ nghia théng ké (ps.1>0,05).



3.1.2.3. Tac dung cua ACNECA trén mé hinh trieng ca dong vat
s Gay mb hinh trimg cd dong vit

. 8 ‘ :
Anh 3.1. Hinh dnh dgi thé va vi the vanh tai ChUot sau 6 ngay tiém PBS
Chu thich: Thiong bi va tuyén ba va cdc mé xung quanh binh thwong
(HE %<400)

. S . -y T
Anh 3.2. Hinh dnh dgi thé vanh tai chugt sau 6 ngay tiém P. acnes/C.
-acnes 2

Anh 3.3. Hinh dnh vi the vanh tai chugt sau 6 ngayt
(HE x400)
Ch thich: 1- Simg hoa va bit tic ¢ nang 16ng; 2- Qué sdan thirong bi; 3- Phii ngi bao ¢
thuong bi; 4- Ting kich thusc va thodi hod tuyén ba; 5- Xam nhdp té bao viém; 6- Xung
huyét

acnes/C acnes

Nhan xét: Két qua md bénh hoc trén vanh tai chudt cong tring sau khi
tiém vi khuan P. acnes/C. acnes twong dong véi ton thuong mé bénh hoc
tring cd trén nguoi: tuyén ba phi dai tang kich thudc, bé mat thuong bi day

va day sung cod nang 16ng, phu ndi bao, xam nhap té bao viém chu yéu, sung
huyét, c6 thé c6 b &p — xe ciu.

% Ddnh gid tic dung diéu tri cia ACNECA trén mo hinh trieng ca dong vat
- Trén d6 day vanh tai chuot
Bdng 3.1. Tac dung cua ACNECA [én do day vanh tai chugt

L6 chudt Dj day tai chugt (X + SD, 10"'mm)




Trwéc

g Saultudn Sau2tudn  Sau3tuén
nghién ciu

(To) (Ta) (T2) (Ts)
L6 1: Chiing sinh hoc
(ubng nuée cAt) B0 mrs116 20F 2010x074
(n=10) : :
L6 2: M6 hinh
9 < MO hin 39,60+ 37,30+ 36,30
(uon(g nuo;: cat) 3 13 e +1 0f*** 35,10+1,97***
n=10 : : L
% thay ddi 50 Véi To 15.45% 17.95% 111,11%
L6 3: Udng
Isotretinoin liu ;’gffi 32,6042,55*+ ﬁg?f 30,20 £1,23**
3mg/kg/ngay (n=10) ' '
% thay doi S0 Vi To L1771%  12085%  123.61%
Lo4: Uong 39,00+ 31,20 29601 5400 +1,05%
Doxycyclin lieu 12 3 0wk +2 20+ 1,71 p11> 0,05
mg/kg/ngay (n=10) ' - pa1> 0,05 o
% thay doi S0 Voi To 12165%  12556%  127.01%
L6 5: Uong
ACNECA licu 33252*1; +§%39++ gﬁg&f 31,20 +1,87+
0,72g/kg/ngay (n=10) ' - '
% thay ddi 50 Véi To L1549% | 17.62% | 20.88%
Pty 39,70 + 32,30 3060+ 29,00 +1,37+
Kk . S
2160kghgty (no10) 2% 2,11 1,65 Ps1> 0,05
% thay ddi S0 Voi To U1845% 1 2271% | 24.45%

(T-test student)
So voi 16 ching sinh hoc: *p<0,05; **p<0,01; ***p<0,001
So véi 16 mé hinh: *p<0,05; **p<0,01; ***p<0,001
Nhan xét: Sau 3 tuan diéu tri do day vanh tai chudt trung binh cua 16

udng ACNECA liéu 0,72g/kg/ngay, 16 ubng ACNECA lidu 2,16g/kg/ngay,
16 udng Isotretinoin liéu 3mg/kg/ngay, 16 ubng Doxycyclin liéu
12mg/kg/ngay giam rd rét so voi 16 md hinh udng nudc cat (p<0,001),
khong cé su khac biét khi so sanh d6 day vanh tai chuét trung binh gitra cac
16 udng thude diéu tri (p>0,05). Sau 3 tuan diéu tri (T3) do day vanh tai
chudt trung binh ciia 16 udng Doxycyclin liéu 12mg/kg/ngay va 16 udng
ACNECA liéu 2,16g/kg/ngay so véi 16 ching sinh hoc khéng c6 sy khac
biét (p>0,05). Nhu vay, chudt 16 uéng Doxycyclln lidu 12mg/kg/ngay va 16
uong ACNECA liéu 2,16g/kg/ngay da phuc hdi ton thuong trimg ca sau 3
tuan diéu tri.

- Trén mirc d6 tén thwong mé bénh hoc:



Két qua céac chi tieu mic do ton thwong méd bénh hoc phu noi bao,
thoat bao cua nhém uéng ACNECA liéu 0,72g/kg/ngay cai thién rd so véi
nhém mé hinh udng nuéc cit (*p<0,05). Nhom udng lidu 2,16g/kg/ngay
khéng chi cai thién rd rét vé chi tiéu mic do ton thuong mé bénh hoc pha
noi bao, thoat bao ma con cai thién rd rét mirc do bit tic c6 nang 16ng so véi
nhém mé hinh (+p<0,05). Nhém udng ACNECA liéu 0,72g/kg/ngay va liéu
2,16g/kg/ngay c6 sy cai thién tén thuong mé bénh hoc & bé mat thuong b,
tuyén b, té bao viém, xung huyét so véi nhém mé hinh su khéc biét khdng
¢6 y nghia théng ké (p>0,05). Nhém udng ACNECA liéu 0,72g/kg/ngay va
lidu 2,16g/kg/ngay khong cé sy khac biét su cai thién tén thuong mé bénh
hoc so véi nhém  Isotretinoin liéu 3mg/kg/ngay, Doxycyclin lidu
12mg/kg/ngay (p>0,05).

3.2. Hiéu qua ciia ACNECA trén 1am sang trong diéu tri bénh trieng ca
théng thwong mirc d§ vira
3.2.1. Pdc diém chung bénh nhan nghién cru

Céc yéu té gidi tinh, nhém tudi, thoi gian mac bénh, yéu t6 thuan loi
moc mun, s6 lwong tén thwong ciia nhém nghién ciru va nhom ddi ching
truge diéu tri déu khong co su khéc biét (p>0,05, ¥2). Piéu nay cho thay hai
nhém nghién ciru va ddi ching c6 sy twong dong dé tién hanh so sanh hiéu
qua diéu tri.

3.2.2. Higu qud diéu trj trén nguoi

% S6 hegng ton thiwong co ban sau 30 ngay va sau 60 ngay dicu tri

banh gia ket qua diéu tri sau 30 ngay va 60 ngay dieu tri ¢ méiﬂnhém
nghién ctru va doi ghl’rng, so luong tung loai ton thuong co ban, tong so
lugng ton thuong deu gidm so Vvéi trude dieu tri, su khac biét c6 y nghia
thong ké (p<0,05, T-test Student). So sanh ket qua dieu tri sau 30 ngay gitra
nhom nghién ctru va doi ching, tong so lugng ton thwong ¢ nhom doi ching
giam di nhiu hon so v6i & nhom nghién ciru nhung sy khac biét deu khong
c6 y nghia thong ké (p>0,05, T-test Student). So sanh ket qua dieu tri 60
ngay giita nhdm nghién ctru va doi ching, tong so luong ton thuong & nhom
doi chimg giam di nhi€u hon so véi ¢ nhom nghién cuu sy khac biét deu o
¥ nghia thong ké (p<0,05, T-test Student). .

Bdng 3.2. Danh gia mirc dé hiéu qua sau 30 va 60 ngay diéu tri

Nhom nghién ciru Nhém dbi chirng 0
A (n=50) (n=50) .
e 40 53030 Sau 60 Sau30  Sau60ngay  (Fisher
iéu qua A . . exact
ngay ngay ngay test)
n % n % n. % n. %

Tot 0 0,0 11 22,0 0 0,0 24 48,0




Kha 13 260 20 40,0 17 340 20 40,0 p:1>0,05
Trungbinh 33 660 19 380 33 66,0 6 12,0

Kém 4 8,0 0 0,0 0 0,0 0 0,0 p2<0,01

Tong 50 1000 50 100,0 50 1000 50 100,0

Nhan xét: Sau 30 ngay diéu tri cho thay, mirc d6 hiéu qua diéu tri giita
nhém nghién ctru va nhom ddi ching khdng cé su khac biét (p1>0,05). Sau
60 ngay, nhém déi chirng ¢6 mirc do hiéu qua diéu tri Tét nhiéu hon nhom
nghién ctru, su khéc biét co y nghia théng ké (p2 < 0,01).

Bang 3.3. Mirc chuyén dé ton thiwong trimg ca theo Jerry KL Tan -2008

Mire d'@ ton TO T30 T60 Po-30 Po-60
thuong (%15, diém) (XSD, diém)  (XSD, diém
Nhom

nghién ciru 1,98 £0,14 1,58 £ 0,50 1,18 £ 0,56 <0,001 <0,001
(n=50)
Nhom

doi chirng 2,06 +£0,24 1,64 + 0,56 1,1+0,30 <0,001 <0,001
(n=50)

5 p>005 __ p>0,05 p>0.05

(T-test Student)

Nhan xét: Tai thoi diém T30 va T60, ca hai nhém nghién ctru va ddi
ching déu giam murc do tén thwong tring ca so véi trudc khi ubng thube
diéu tri (p<0,001). Khi so sinh mic d¢ ton thuong trimg cé gitra hai nhom
nghién ctru va déi ching tai thoi diém T30 khong c6 su khac biét (p>0, 05),
tai thoi diém T60 muic ton thuong tring c& nhém nghién ctu giam nhiéu
hon nhom déi chang (p<0,001).

Bang 3.4. Chi tiéu theo ddi ching trang Y hoc cé truyeén

(X + SD, diém)

Nhém nghién ciru

Nhém doi chikng

Chikng trang (n=50) (n=50) o1 o2
T0 T60 T0 T60

Erg‘ng‘héi 0N 5964020 1,62+0,92 2,90+046 1.28+0,83 2005 5005
pvofeov p<0,001 p<0,001

§aocjr;at 0,7810,:30’ OSEE50 0'8010510,08'14010'49 005 005
gguio 0,4810,220’(?5;2810,45 0,6810,;1010%5010,51 005 <008
??fes_g , 0,6410b5<20’08,11810,40 0,6810,F:1<70’08i1810,39 005 5005
JF-))? telfitao‘ 1,1210b6<60708,10210,14 1,2010,@07015,1210,70 005 <0001
I;I;r;y:otfuvang 0,7610,p7<20,08,10410,20 0,6010,21010%5810,64 ~0.05 <0001
E::r:wng 1,56105730’03,10610,24 0,7010530103,13610,90 0,00 <0001




Ho6i miéng 0,98+0,79 0,08+0,27 0,84+0,82 0,82+0,80

P o-60 p<0,001 p>0,05 >0,05 <0,001
Tong &iam 9145251 2,86:150 8585235 6,18%2,15
Do o p<0,001 p<0,001 >0,05 <0,001

(T-test Student), p:1 (truGe diéu tri 2 nhdm); p2 (Sau diéu tri 2 nhém)

Nhan xét: Panh gia chi tiéu ching trang YHCT, tit ca céc chi tiéu
chimng trang YHCT trong nhom nghién ciru déu giam di so véi truéc nghién
clu VGi sy khéc biét c6 ¥ nghia thong ké (p<0,05). Trong khi d6 & nhom ddi
chimg sau diéu tri thi chi tiéu chimng trang khd miéng niang hon trude diéu tri
(p<0,001); chi tiéu chung trang ngtra, dai tién tdo, nudc tiéu vang, hoi miéng
cai thién khong dang ké so véi thoi diém truée nghién cau (p>0,05), ching
trang hinh thai ton thuong, sic mat, dau cai thién hon trudc diéu tri
(p<0,001). Nhém nghién ciru cai thién tong thé cac chung trang YHCT tét
hon nhém déi chirng (p<0,001).

Bang 3.5. Bang ddanh gid chi sé chdt herong cugc song bénh Da liéu (DLQI)

Nhém _T0 _ Te0 0
(X + SD, diém) (X + SD, diém)
Nhém nghién ciru (n=50) 10,06 £4,11 2,98 + 3,98 p<0,001
Nhém dbi chieng (n=50) 10,26 + 3,49 1,32 +2,27 p<0,001
p p>0,05 p<0,05

(T-test Student)

Nhan xét: Két qua phan tich cua bang cho thiy, bénh nhan ¢ 2 nhoém déu
c6 chi s6 chat lugng cudc sdng giam sau diéu tri so véi trude diéu tri ( p<0,001).
Bén canh d6 & nhom nghién ciu thi chi s chét lwong cudc séng trung binh 1a
cao hon so v6i & nhom ddi ching, ching to6 nhom ddi chung cai thién chat
lugng cudc song tt hon nhém nghién ciru (p<0,05).

Bdng 3.6. Ddnh gid mirc dé hai 1ong cua bénh nhan

Nhém nghién cieu Nhém ddi chirng
(n=50) (n=50)
Miurc d§ Sau 30 Sau 60 Sau 30 Sau 60 p1 p2
ngay ngay ngay ngay
n % n % n % n %

Hai long 88,
42 840 41 820 44 880 44 0 500 0,05

Binh ¢ 160 o 180 5 100 5 0 O
thudng 0
Khong v 69 0 00 1 20 1 20
hai long
100, 100, 100, 100
n 50 o' 50 g0 50 ot 50

(Fisher exact test)



Nhin xét: Sy hai long sau diéu tri & 2 nhém nghién ctru va nhom ddi
ching ¢ thoi diém sau 30 va sau 60 ngay diéu tri khong cé sy khac biét ¢6 ¥
nghia thong ké (p > 0,05).

3.3. Tac dung khéng mong muén

% Tac dung khéng mong muén trén 1am sang

Sau 30 ngay diéu tri va sau 60 ngay diéu tri nhom nghién ciru khong
thy c6 tac dung khéng mong muén nao. Sau 30 ngay diéu tri, nhom doi
chang xuat nhién nhirng tac dung khdng mong mudn trén 1am sang véi triéu
chimg khd mdi chiém 100%, khd miéng 48%, bong vay da 15%, viém két
mac 8%, dau khop 5%, rung toc 2%. Sau 60 ngay diéu tri, nhém d6i ching
xuit nhién nhirng tac dung khong mong mudn trén 1am sang véi triéu chung
khd méi chiém 43%, kho miéng 40%, bong vay da 16%, viém két mac 8%,
dau khop 7%, rung toc 2%. Nhu vdy nhom ddi ching c6 nhiéu tac dung
khéng mong mudn hon nhom nghién ciru (p<0,001 va p<0,05).

% Tac dung khong mong muén trén can lam sang

Pa s6 cac chi sb sinh héa mau, chi sb huyét hoc cua bénh nhan nhém
nghién ciru, nhom dbi chimg trude didu tri va sau diéu tri khéng cé su khac
biét (p>0,05). Chi s6 Creatinin va ALT, tiéu cau ciia nhom ddi ching ¢ thoi
diém TO va T60 c6 su khac biét co y nghia théng ké (p<0,05), nhung céc chi
s6 van trong gidi han binh thuong.

CHUONG 4: BAN LUAN
4.1. Poc tinh cip, ban truwong dién va tac dung diéu tri bénh tring ca
cia ACNECA trén thuc nghiém
4.1.1. Péc tinh cdp va déc tinh bdn trwong dién

ACNECA la mot bai thudc méi chua dugc nghién cau, lai dugc bao
ché duéi dang cém tan nén viéc xac dinh doc tinh cap va lidu chét 50% s
dong vat thi nghiém dé danh gia mic do doc 1a can thiét, 1a co so chon lidu
thir tac dung cho cac nghién ctu tiép theo. Két qua nghién ciu xac dinh doc
tinh cap cho thdy ACNECA khong c6 biéu hién doc tinh cap trén chugt nhit
tring ¢ liéu tol da chugt c6 thé ubng va co thé dung nap la 75g/kg thé trong
chudt, cao gap 52 Ian lidu dy kién 1am sang trén nguoi.

Tring cé 1a bénh da man tinh nén can phai diéu tri lau dai. Vi vay, viéc
nghién ctru doc tinh ban truong dién cua ACNECA la can thiét dé co thé
khuyén céo thoi gian sir dung trén bénh nhan. Muc liéu thir trong nghién ctu
doc tinh ban truong didn dugc tinh tr lidu dy kién trén lam sang
0 l2g/kg/ngay va dugc quy doi liéu tuong duong trén chudt cbng trang theo
hé s6 6. Do d6, nghién ctru doc tinh béan truong dién thir nghlem voi mirc lidu
0,72g/kg/ngay (liéu tuong dwong vai lieu 1am sang) va mac ligu 2,16



g/kg/ngay (lidu gap 3 lan liéu 1am 'sang). Thi nghlem duoc tién hanh song
song va&i mot 16 chirng sinh hoc uong nuée cat, ¢ s6 luong chudt bang sb
lugng chudt dang trong nhém thude thir (n=10 con chudt). Két qua khdng xac
dinh duoc dc tinh ban truong dién cua ACNECA véi lidu 0,72g/kg/ngay va
lidu 2,16 g/kg/ngay khi chugt udng lién tuc 90 ngay.

Két qua nghién cau khong xac dinh dugce doc tinh cp va ban truong
dién cia ACNECA la phi hop véi két qua tra ciru tirng vi thudc cdu thanh
nén ché pham ACNECA trong cac tai liéu y van 1a 14 vi thudc ¢ trong
ACNECA khong c6 doc va thudng xuyén dugc céc thay thude phdi ngii ké
don trén 1am sang ma khong thay xuat hién cac dau hiéu nhidm doc va phu
hop véi tinh chét diéu tri 1au dai cia bénh trimg c4, 1a co s cung cap dit liéu
cho nghién cuiu tdc dung va hiéu qua caa ACNECA trén thyc nghiém ciing
nhu trén lam sang.

4.1.2. Tac dung trén thgc nghiém
4.1.2.1. Tac dung khang khuan

Ngoai vai trd cua vi khuan C. acnes thi su phét trién cua céc vi khuéan
khéc & nang 16ng tuyén ba nhu S. aureus, S.epidermidis ciing ¢6 vai tro hinh
thanh mun triing ca. Cac nghién ciru gan day chi ra rang mun trirng cé c6 thé
la két qua cua su mat can bang hé vi sinh vat trén da. Do d6, luan an nghién
ctu tac dung cia ACNECA 1én ba chung vi khuan thuong gap trong bénh ly
triing ca la C. acnes, S. aureus va S. Epidermidis.

Téc dung khéng khuin cua ché phdm ACNECA véi S. aureus, S.
epidermidis va C. acnes 1a nho sy phdi hop cua mét sé vi duoc liéu. Thanh
phan phenolic acid, glycoside, flavonoid va dau volatile trong Kim ngan hoa,
B cong anh, Lién kiéu cé tac dung wc ché nhiéu loai vi khuan véi mac do
khéc nhau.
4.1.2.2. Téc dung chong viém trén mé hinh phii tai chudt

C6 hai hién tugng ludn xay ra & hiu hét cac giai doan sinh bénh hoc
cua mun tring ca, ngay ca khi khong con thuorng t6n 1am sang, d6 1a vi nhan
mun trung cé va qua trinh viém. Do d0, céc thuoc chong viém dugc dung de
diéu tri bénh trimg ca co thé phat huy tac dung trong tat ca cac giai doan ton
thuong. Vay ché phim ACNECA c¢6 tac dung chong viém hay khong? bé
tra 101 cau hoi nay, luan an tién hanh gy mo hinh viém cap va ban cp bang
cach bdi 20pl dau croton 18n hai mat cua tai phai chudt theo md hinh cua
Andre Barbosa nim 2017. Co ché giy viém ciia dau croton do hoat chat 12-
o-tetracanoilphorbol-13-acetate (TPA) va céc este phorbol c¢6 kha nang gay
kich ing manh trén da, 1am tang hoat tinh cua Phospholipase A2 (PLA2)
dan t6i tang tao acid arachidonic va sau d6 1a cac yéu td lién quan t&i qua
trinh viém nhu leucotrien (LTC4, LTD4) va prostaglandin E2. Co ché gay
kich tmg da cua diu croton cOn c6 sy tham gia hoat hoa cua hai hé enzym la
Cyclooxygenase (COX) va Lipooxigenase (LOX).

Téc dung chéng viém cia ACNECA trén md hinh phu tai chudt bing



dau croton do cac hoat chat glycosid c6 trong Kim ngan hoa, Lién kiéu trc
ché tong hop, giai phong cac yeu t6 gdy viém, giam hoat dong cua cac
enzym proteinase cling nhu sy biéu hién cua cac phén tu lién quan dén sy
dap ung mien dich. Nghlen ctru cua Yulie chi ra rang céc polyphenol co
trong Kim ngan hoa lam giam cac chét trung gian gdy viém.Trén in vitro,
thanh phan forsythoside A c6 trong dich chiét ciia Lién kiéu c6 tac dung trc
ché enzym 5-lipoxygenase (LOX), cyclooxygenase (COX-1, COX-2) va
elastase, trc ché sy bai tiét cac cytokin ciia t& bao ndi mé tir d6 lam giam céc
dap ung viém.

Tac dung chng viém cua ACNECA méi danh gia dai thé trén mod hinh
d6ng vat thong qua chi sb can nang va do day tai chudt, can danh gia & cap
d6 phan tir xem ACNECA ¢6 tac dung giam IL-1a. hay khong bang phuong
phap ELISA hay nhuém héa mé mién dich. Tac gia Ly Tu Ky nam 2018
nghién ctru  bai thubc Thanh toa phuong c6 tac dung chéng viém biang do
nong d6 IL-la va TNF-o bang phuong phap Elisa. Két qua sau 30 ngay
ubng thudc thir, ndng d6 IL-lo va TNF-0. & ba liéu Thanh toa sang va
spironolacton thap hon nhiéu so véi nhém chirg (p<0,05).
4.1.2.3. Tac dung trén mo hinh trung ca dong vat

¢ Tac dung cua ACNECA lén do day vanh tai chugt

Do day tai chuot 1a phan ng viém cua tai chudt véi vi khuan C. acnes,
dap ng viém manh nhit vao ngdy thir 6 sau tiém, giam dan vé binh thuong
trong vong 20 ngay, co thé ton tai dén ngay thir 35. Két qua nghién ciru cho thay
ACNECA liéu 0 ,72g/kg/ngay va lidu 2,16g/kg/ngay déu lam giam do day tai
chudt so véi 16 md hinh ubng nudéc cit (p<0,05). Chung to ACNECA c0 tac
dung chéng viém trén mé hinh tring ca tiém vi khuan C. acnes va tac dung
chéng viém cia ACNECA tuong dwong véi tac dung chdng viém cua
isotretinoin va doxycyclin (p<0,001).

% Tac dung ciia ACNECA 1én muie dé ton thuwong mé bénh hoc

ACNECA c6 tac dung cai thién mac d6 ton thwong mé bénh hoc pha
ndi bao, thoat bao, bit tic ¢ nang 16ng cua trimg ca trén vanh tai chudt mo
hinh trimg ca do tiém C. acnes va muac do cai thién hinh anh ton thuong
Viém rd rét hon mirc do ton thuong bé mit thugng bi, tuyén ba.

ACNECA c6 hiéu qua cai thién mirc d6 ton thuong md bénh hoc trén
mo hinh trimg ca dong vat do vi khuan C. acnes do ACNECA dugc ciu
thanh tir cac vi thuéc chdng viém, khang khuan va tac dung chéng viém,
khang ba chung vi khuin thuong gap trong bénh tring ca (C. acnes, S.
aureus va S. Epidermidis) da dugc chung minh trén thyc nghiém.

Do diéu kién thoi gian va tai chinh c6 han nén luan &n méi chi danh gia
tac dung caa ACNECA trén mo hinh tring ca dong vat do vi khuan C.
acnes, chua danh gia xem ACNECA c6 tac dung lam giam day sung, giam
tiét chat ba hay tac dung khang androgen hay khéng mic du thanh phan bai
thuéc c6 nhitng vi thude duoc nghién ciu ching minh tac dung khang



androgen: Sa nhan (Fructus Amomi), Pan sam (Radix Salviae miltiorrhizae),
Cam thao (Radix et Rhizoma Glycyrrhizae), Hoang cam (Radix
Scutellariae). Pay ciing 14 huéng mé cho nhitng nghién ciru tiép theo dé 1am
1d hon co ché tac dung cua ché pham ACNECA. O Trung Quéc tac gia Ly
Tu Ky niam 2018 da ching minh dwoc bai thubc Thanh toa phuong co tac
dung lam giam kich thugc tuyén ba caa chuot ddng vang trén mé hinh tring
ca dong vat.

4.2. Higu qua ciia ACNECA trén 1am sang trong diéu tri bénh trirng ca
théng thwong mire d vira

4.2.1. Pdc diém chung bénh nhan nghién ciu

Nghién ctu danh gid hiéu qud cia ACNECA trén ngu’oi s dung
phuong phap nghién ctu thir nghiém 1am sang, ngau nhién c¢6 ddi chung,
tién ctu. Nghién ctu thir nghiém 1am sang co doi chimg doi hoi nhom
nghién ctru va nhom ddi chiing phai c6 sy twong dong vé cac chi tiéu theo
ddi truéc khi tién hanh can thiép phuong phap diéu tri. Két qua cho thiy hau
hét cac yéu té gioi tinh, nhém tudi, thoi gian méac bénh, yéu té thuan lgi moc
mun, s6 lugng ton thuong, trude didu tri duge xét dén gitra hai nhom ddi
tuong dé danh gia tai thoi diém trude diéu tri ¢6 sy khéac biét khéng co v
nghia théng ké (p>0,05). Ca hai nhém nghién ciru va nhom ddi chimg déu
c6 mirc do trang cé vira theo YHHD va trirng ca thé thap nhiét theo YHCT.
Diéu nay cho thiy hai nhoém ddi tuong 1a nhém nghién ctu va nhom dbi
ching ¢6 su twong dong dé tién hanh so sanh hiéu qua diéu tri giita hai
nhém. Su twong dong gitra hai nhém nghién ciru va nhom déi chang gidp
danh gia hiéu qua diéu tri trén ngudi cua thude thir ACNECA c6 v nghia
khoa hoc.

4.2.2. Hiéu qud diéu trj trén 1am sang

Panh gia hidu qua trén 1am sang dya trén tac dung diéu tri (tac dung
chira bénh) la tdc dung lam giam hodc khoi bénh va tac dung c6 lgi cho sac
khoe 12 tac dung lam ting chat lwong cudc sdng cua bénh nhan. Téac dung
diéu tri duoc danh gia bang cach dém sb lugng ton thwong mun trimg ca va
danh gia hiéu qua diu trj cua thuéc ACNECA trén ching trang YHCT. Dya
trén tong s6 lugng ton thuong tring ca trude sau diéu tri dé tinh mic do ton
thuwong tring c& va mic do hiéu qua diéu tri. Tac dung c6 lgi cho stc khoe
dugc danh gia bang chi s6 chat lwong cudc sdng bénh nhan da lidu cua va
muc do hai long cua bénh nhan.

Danh gia két qua diéu tri sau 30 ngay va 60 ngay diéu tri & méi nhém
nghién ctru va dbi ching, so lwong ting loai ton thwong co ban, tong s6
luong tén thuong déu giam so véi trude diéu tri, sy khac biét c6 ¥ nghia
thong ké (p<0,05). So sanh két qua diéu tri sau 30 ngay gitra nhom nghién
ctru va ddi chimg, tong sé lugng ton thuong & nhoém ddi chung giam di
nhidu hon so v&i & nhém nghién ctru nhung su khac biét déu khong c6 y



nghia thong ké (p>0,05). So sanh két qua diéu tri 60 ngay gira nhom nghién
ctru va d6i ching, tong sb lugng ton thuong ¢ nhom doi ching giam di
nhiéu hon so véi & nhém nghién cau sy khac biét déu co nghia thong ké
(p<0,05). Khi déanh gia hiéu qua diéu tri dua trén sy thay ddi s6 luong ton
thuong méi chi danh gia duoc s6 lugng tén thuong trude sau diéu tri giam
¢ ¥ nghia théng ké hay khong chir chua phan anh dugc mic d6 cai thién
hiéu qua diéu trj cia timg nhom dé cé thé so sanh mirc do hiéu qua diéu tri
gitra nhom nghién ctru va nhom ddi ching. Vi thé luan an tién hanh danh gia
hiéu qua diéu tri dya trén mutc do cai thién hiéu qua diéu tri. Két qua ban
dau cho thay & nhém nghién ciu ubng ACNECA c6 ty bénh nhan dat hiéu
qua “Tét ” tang tir 0% (T30) 1én 22% T60) va ting ty I¢ bénh nhan dat hiéu
qua “ Kha ” tir 26% (T30) lén 40% (T60), tong hiéu qua diéu tri sau 30 ngay
la 92,0%, tong hiéu qua diéu tri sau 60 ngay la 100,0% [Bang 3.2]. So sanh
hiéu qua diéu tri caa nhém nghién ctru va nhom déi chirng, sau 60 ngay,
nhdm nghién ctu c6 bénh nhan dat hiéu qua diéu tri Tt va dat hiéu qua Khé
1 26% va nhém d6i chung 34% su khac biét khong c6 ¥ nghia théng ké
(p>0,05). Sau 60 ngay, nhom ddi chirng c6 bénh nhan dat hiéu qua diéu tri
Tét va Kha 13 88% cao hon so nhom nghién ctu 1a 62% sy khac biét c6 y
nghia thdng ké (p<0,05). Két qua nghién ciru cua luan &n thap hon so Vi
nghién ciru cua tac gia Poan Chi Cuong nam 2018 dung Hoang lién giai doc
thang diéu tri cho 40 bénh nhan trimg ca thé thip nhiét mirc do vira va nhe.
Sau 28 ngay diéu tri 92,5% dat hiéu qua diéu tri, trong d6 khong c6 bénh
nhan dat két qua Tot, 52,5% bénh nhan dat két qua Kha, 40% bénh nhan dat
két qua Trung Binh. C6 I& do ddi twong nghién ctu ciia Poan Chi Cuong c6
ca mirc d6 nhe va trung binh, c6 tong sé lugng ton thuong 32,1 + 18,1, it
hon nhiéu so voi nhom uéng ACNECA c¢6 tong sb ton thuong 66,32+25,27.
Két qua nghién ciru cia luan an cao hon nghién ctru cua tac gia Tham Tan
Long nam 2018 dung Ngii vi tiéu doc am gia giam két hop vitamin A acid
diéu tri trzng c& nam gidi mic d6 trung binh va ning (thé nhiét doc va huyét
(). Sau 8 tuan diéu tri, 100% bénh nhan c6 hiéu qua diéu tri, trong d6 dat
hiéu qua Tét 19,0% thap hon két qua nghién ciu cua luan &n cé hiéu qua
Tét 22,0% sau 60 ngay, c6 I& do bénh nhan I nam thugc thé nang nhiét doc,
huyét & cia YHCT. Két qua nghién ciu cua luan an thap hon véi nghién
cuu cua tac gla Ly Tinh Tinh ndm 2013 dung Ngi vi tiéu doc am trong uong
ngoai dap diéu tri 60 bénh nhan tring cé thé thap nhiét uan két. Sau 4 tuan
diéu tri, 100% bénh nhan c6 hiéu qua, trong d6 bénh nhan dat hiéu qua Tét
71,43% cao hon két qua luan an, c6 1& do Ly Tinh Tinh két hop trong uéng
ngoai boi lam tang hiéu qua diéu tri cua bai thude.

Khi danh gia hiéu qua diéu tri dya trén mirc d6 ton thuong trudc va sau
khi diéu tri thi nhém ddi chimg 1a nhu nhau.



TOm lai, khi danh gia hiéu qua diéu trj dya vao tén thuong co ban cua
trimg cé thi sau 30 ngay diéu tri hai nhom nghién ctru va nhom déi ching c6
hiéu qua diéu tri nhu nhau, sau 60 ngay thi nhom di chimg c6 hiéu qua diéu tri
tt hon nhém nghién ctu. C6 1§ do nhém dbi ching udng  isotretinoin la thude
¢6 hiéu qua rat tot voi tat ca cac loai nhan mun trimg ca dac biét 1 trang ca mun
mii va da dugc chitng minh qua nhiéu cac nghién ctu trén 1am sang va luan én
sir dung liéu isotretinoin liéu 0,5mg/kg/ngay la lidu trung binh nén higu qua diéu
tri cao hon nhom nghién ciru ubng ACNECA la thudc méi chua dugc nghién
ctu. Do d6, can nghién cau thir nghiém 1am sang véi nhidu muc liéu hon dé tim
ra liéu thubc ACNECA c6 hiéu qua téi wu nhét trén 1am sang. Hoac nghién ciu
phdi két hop thudc uéng ACNECA va thudc bdi Tay y hodc Dong y dé ting
hiéu qua diéu tri.

Ngoai mong mudn st dung céc tiéu chi cia YHHD dé ching minh hiéu
qua diéu tri cia ACNECA trén 1am sang, nghién ctu cua luan 4n con mong
mudn danh gia hiéu qua diéu tri cac chimng trang ciia YHCT- déy ciing 1a diém
MG trong tiéu chi danh gia hiéu qua diéu tri tring c& bang thudc udng YHCT &
Viét Nam. Phan 16n bénh nhan ciing nhu céc bac si chi quan tim dén tén thuong
nhan mun trimg c4 ma chua quan tim dén cac chung trang toan than theo tiéu
chi cia YHCT nhu chung nhiét, ching thap, ching & trong bénh tring ca, gay
biéu hién lam sang 1a tao bon, hoi tha hoi, tdn thuong dau nhirc, ngia. Ngoai
nhitng tac dong gay mat tham my cua nhan mun trimg ¢ thi nhiing ching trang
trén ciing anh huong nhiéu dén chit lugng cude séng cua bénh nhan, 1am cho
bénh nhan phai quan tdm lo ling. Nhom NC diéu tri trang c& bang udng
ACNECA c6 cac chung trang tio bon, hoi thd hdi cai thién rd rét lam cho bénh
nhan rat hai 1ong v6i phuong phép didu tri. Con nhom ddi ching udng
isotretinoin cac chirng trang YHCT cai thién it, khdng khéng cai thién ma con
xuat hién thém céc tac dung khong mong muén nhu khé méi, bong vay da mat
lam cho bénh nhén lo ling phan nan trong qua trinh diéu trj mac du sy cai thién
s6 luong ton thuong tring ca trén 1am sang 1a rat tot. Hiéu qua cai thién céc chi
s6 chang trang ngira, ¢ mat caa YHCT c6 thé ly giai do trong ACNECA c6
Kim ngan hoa mot sb vi thudc ¢6 tac dung khu phong thanh nhiét giai doc, tac
dung khu phong thanh nhiét tang 1én khi ding két hop vai Lién kidu. Do do,
ACNECA c6 tac dung cai thién chung trang ngira, d6 mit do thap nhiét. Ching
trang hdi miéng do ty vi thap nhiét gay ra ciing vi thé ma cai thién theo. Theo ly
luan ngii hanh, than hanh thay, phé hanh kim, than am bét tac khong nuéi dudng
duoc tang phé, dan dén phé am hu, 4m hu sinh ndi nhiét nén tring ca co chung
trang khd mi¢ng, tiéu vang. O mat chi yéu kinh phe va kinh vi, phe chu bi mao,
phé biéu Iy voi dai truong, néu ché do an khong tét, an qué nhiéu cao luong my
vi, dai trang tich nhiét, nhiét gay ra chirng trang hdi miéng va tao bon, nhiét tu
dai truong sang phé vi. Tir d6 gay ra phé vi huyét nhiét sinh ra ching trang mat



d6, san mun, mun ma. Vi thuéc Hoang cam c6 téc dung thanh moi ching nhiét
& phé, Puong quy, Bach Thuoc c6 tac dung bo am huyét, can huyét, Trinh nir
tir, Phlic bon ta, Tho ty tir bo can than, cac vi thude phdi hop véi nhau co tac
dung cai thién ching trang khd miéng, tiéu vang, dai tién tao do 4m hu, huyét
nhiét ma thanh. Mu 1a do huyét nhuc héa thanh, néu mu dac la khi huyét day du,
néu mix lodng 14 khi huyét hu. Chung trang dau 1a do khi huyét & tré, kinh mach
bé tic. Do than &m bat tdc, phé vi huyét nhiét, 1au ngay chung dt tan dich tich
tu thanh dam, 4m hu huyét khong luu thong ma @ lai ma gay dau. Dam va huyét
{r két giao & mit sinh ra nang cuc, seo. Vi thuéc Pan bi, Pan sdm c¢o tac dung
luong huyét, hoat huyét, gitip khir mu tiéu viém; Ha khé thao, B cong anh cé
tac dung nhuyén kién, tiéu ung lam cai thién chting trang dau trén 1am sang

Téc dung c6 lgi cho sic khoe dugce danh gia trén chi sé chat lwong
cudc sdng bénh Da lidu va mac d6 hai 1ong cua bénh nhan. Mun tring ca
thuong khdng anh huong I6n dén suc khoe, khong nguy hiém dén tinh mang
nhung anh huong nhéu dén thim my, tam ly bénh nhan. Viéc danh gia tac
dong cua trimg ca dén chat lugng cudc song 1a can thiét dé phat hién nhitng
bénh nhan c6 nguy co bi anh huong tiéu cuc dé cé thé lya chon cac phurong
phap diéu tri tich cuc hon, tranh lya chon phuong phéap lam ning thém anh
hudng dén tam Iy cia bénh nhan va dung dé danh gia tac dung c6 loi cho
suc khoe cua phuong phéap dang diéu tri. Diéu tri 1am cai thién diém sb chat
lwong cudc song cua nhém nghién ciu tir 10,06 + 4,11 xudng con 2,98 +
3,98 sau 60 ngay diéu tri (p<0,001). Két qua nghién ctu cia dé tai twong
duong véi két qua nghién ctru cua tac gia Phan Thi Hoa nim 2018 danh gia
diém s chét lugng cudc sbng cia 109 bénh nhan trimg cé trudc khi boi dich
chiét ré cay Ba bét lun 1a 11,26 va sau khi diéu tri 1a 2,41 (p<0,001). Khi so
sanh su cai thién diém sé chat luong cudc song (DLQI) cua hai nhoém
nghién ctru va nhom ddi ching sau 60 ngay diéu tri thi nhom dbi ching cai
thién tot hon nhoém nghién ctu (p<0,05). Do bang cau hoi danh gia chit
lwong cudc séng chi tap trung vao mirc d6 anh hudng cua biéu hién bénh ly
trén da (biéu hién tring & trén da) cia bénh nhan dén sinh hoat hang ngay,
dén tam 1y, dén cong. Sy cai thién s6 luong tén thuong trimg c4 nhom doi
chirng nhanh va nhiéu hon nhém nghién ctru 1am cho chat lugng cude séng
bénh nhan nhom ddi ching cai thién tét hon nhém nghién ciu. Tuy nhién,
khi hoi vé muc do hai 1ong véi phuong phap diéu tri va hiéu qua thi hai
nhém nghién ctru va nhom déi ching 1 nhu nhau. Bénh nhan nhém nghién
ctru khong chi hai 1ong vé hiéu qua diéu tri cai thién sé luong tén thuong,
ché pham d& udng, tién sir dung ma con hai 1ong véi nhiing cai thién chimng
trang YHCT nhu kho miéng, tao bon, hoi thd hoéi, nuéc tiéu vang, ngira.
Trong khi nhom di chirng cAc ching trang tdo béon, hoi thé hoi, nudc tiéu
vang cai thién rat it lai con xuit hién thém mot s6 tac dung khong mong



mudn nhu khé méi, bong vay da mat, rung toc, dau nhirc xwong, lam cho
bénh nhan khé chiu thiy khong yén tim diéu tri, bac si phai thudng xuyén
giai thich dong vién dé bénh nhan tiép tuc liéu trinh. Do d6, xu huéng ngay
cang nhiéu bénh nhan trang ca lya chon thuéc YHCT it tac dung khong
mong mudn dé diéu tri. Nam 2016 tac gia Pinh Thi Lé Thanh nghién ciu
trong s6 118 bénh nhan trimg ca dén kham tai Bénh vién Da liéu Trung
wong thi ¢6 14 bénh nhan duoc khao sat c6 tién sir di hoic dang sir dung
thubc dong y dé diéu tri triing ca. Thoi quen sir dung thuéec YHCT dé phong
va chita bénh cta ong cha ta dwoc hinh thanh truéc khi xuat hién thudc Tay
y, n6 da chirmg minh dwoc tinh an todn va hiéu qua qua nhiéu thé hé c6 xua.
Thudc y hoc ¢ truyén dé dang duoc don nhan nho bé day lich sir ciing nhu
nguoi dan tin rang thuéc YHCT c6 ngudon gbc tir thao duoc it tc dung phu
hon so véi thudc tay y.

4.2.3. Tac dung khdng mong muén

Trong qua trinh diéu tri nhoém nghién ctru khong xay ra tac dung khong
mong mudn nao. Két qua nghién ctru nay gdp phin chimg minh tinh an toan
ctia thude udng YHCT trong cham soc va diéu tri bénh nhan tring ca va n6
turong dong voi nhidu nghién ctru st dung thude YHCT trong diéu tri trimg
c4. Nguoc lai, sau 30 ngay diéu tri bénh nhan nhom DC 100% déu gip tac
dung khong mong mudn 1a kho méi va 96,0% kho miéng.

Khong co su khac biét gitra chi s6 sinh hoa va huyét hoc cua bénh nhan
nhom nghién ctru ¢ thoi diém trude va sau nghién ciru 60 ngay (p>0,05). Két
qua nay chimg minh thudc nghién ctru khong anh huéng dén chirc ning gan,
than, chi s6 md mau, cong thirc mau sau 60 ngay diéu tri. O Nhom dbi chimg,
hau hét cac chi sé sinh hoa va huyét hoc truge va sau nghién ciru 60 ngay khong
6 su khac biét (p>0,05), chi s6 Creatinin, AST, tleu céu co sy khac biét khi so
sanh trudc va sau didu tri 60 ngay nhung céc chi sO van ¢ trong giéi han binh
thuong (p<0,05). Tuy nhién, nhiéu nghién ciru 1am sang chi ra tac dung khong
mong muon 1én chirc ndng gan thén, m& mau, huyét sac t6 khi st ~dung
isotretinoin uéng lau dai, nén van can phai theo ddi cac chi s nay khi tiép tuc
diéu tri 14u dai isotretinoin dudng ubng.



KET LUAN

Qua két qua nghién ctru dgc tinh va tadc dung cia ACNECA trén thuc
nghiém ciing nhu trén 1am sang, chung toi rat ra mot s6 két luan nhu sau:

1. Xac dinh dc tinh cép, ban truwong dién va tic dung diéu tri bénh
trirng ca cia ACNECA trén thuc nghiém

- ACNECA khong gay doc tinh cap trén chudt nhat tring ¢ lidu dung
nap tbi da 75g/kg/ngay. ACNECA khong gy dc tinh ban truong dién trén
chuot cong trang voi lidu 0,72 g/kg/ngay va lidu 2,16 g/kg/ngay (chudt duoc
udng thudc thir lién tuc trong 90 ngay). ,

- ACNECA c¢6 tac dung uc ché 3 ching vi khuan C. acnes, S.
aureus, S. epidermidis véi cac gia tri MIC (MBC) lan luot 1a 0,534 (4,272)
mg/ml, 1,068 (8,5)mg/ml, 1,068 (8,5)mg/ml. Véi lidu 4,32 g/kg/ngay
ACNECA c¢¢ tac dung chéng viém cép, béan cap trén mo hinh phu tai chuot
nhét trang v6i mirc d6 wre ché viém lan luot 14 46,74% va 14,17% (p<0,05)
va liéu 1,44 g/kg/ngay chi co tac dung trén mo hinh viém cp voi mirc d6 e
ché viém 13 43,24%. ACNECA c6 hiéu qua diéu trj trén mo hinh trimg cé do
vi khuan C. acnes tai vanh tai chudt cong tring voi lidu 0,72 g/kg/ngiy va
lidu 2,16 g/kg/ngay (p<0,05).

2. Panh gia hiéu qua ciia ACNECA trén lam sang trong diéu tri bénh
trirng ca thong thwong mirc d vira.

ACNECA c¢6 tac dung diéu tri trimg ca thong thuong trén ngudi
v6i lidu 0 ,12g/kg/ngay. Sau 60 ngay didu tri, nhom nghién ctru (uong
ACNECA) ¢6 s6 lugng ton thuong trung binh giam tir 66,32+25,27 xudng
19,74+15,56, 100% bénh nhan dwgc ghi nhan vdi sy cai thién (Tot 22%,
Khd 40%,Trung binh 38%). Nhém dbi chimg (udng isotretinoin
0,5mg/kg/ngay) c6 hidu qua t6t hon nhom nghién ctru. Tuy nhién, nhom
nghién ctru khong c6 tac dung khong mong mudn va cai thién chimg trang y
hoc ¢6 truyén tot hon nhom ddi chimg.

KIEN NGHI

Ttr két qua nghién ctru, dé nghi:
1. ACNECA c6 thé ap dung diéu tri bénh trimg ca thong thudng.
2. Pang ky thubc dé hop 1y héa ké don, thuong mai héa dugc rong
rai hon, bao ché dang vién nang, vién nén cho tién sur dung
3. Nghién ciru hidu qua diéu tri chia ACNECA trén bénh nhén trimg
ca la tré em, phu nit mang thai hoac mic cac bénh 1y khong duogc
chi dinh diéu tri bang thudc y hoc hién dai.

HAN CHE CUA LUAN AN

1. Chua nghién ctru xem ACNECA c¢6 tac dung giam tiét diu hay



giam dy stng hay khong. o
2. Thoi gian nghién ctru con ngan, s6 lugng bénh nhan con it.
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PART A: INTRODUCTION OF THE THESIS

5. INTRODUCTION

Acne vulgaris is a chronic disease skin that is very common, particularly
common in adolescents. The disease has little effect on health, but it greatly
affects psychology and quality of life. Treatment of acne takes a long time, after
the induction treatment period, it is necessary to continue the maintenance
treatment to prevent the relapse. Current topical and oral medications of Western
medical treatment are highly effective, but they all have adverse effects, such as
skin irritation, digestive disorders, and fetal deformities.The prolonged acne
treatment can cause anxiety for patients, especially women of childbearing age,
pregnant women, children, and patients who do not respond to treatment and
often recur. Current traditional medical treatment has proven the mechanism of
action of traditional medications on the four mechanisms of acne formation,
which was described by modern medicine. The medicines of traditional
medicine have also proven safety and effects through many studies in Vietnam
as well as in the world.

ACNECA preparations are manufactured to meet the needs of patients in
the use of herbal medicines to treat acne. ACNECA is made up of medicinal
herbs that treat acne and are non-toxic. ACNECA is a new preparation that
needs to be proved about the safety, mechanism of action, and effects for acne
vulgaris.

6. OBJECTIVES

The thesis was conducted with the two objectives, as follows:

- To determine the acute toxicity, semi-chronic toxicity and effects of
ACNECA on experimental studies.

- To assess the clinical effects of ACNECA in treating moderate acne
vulgaris.

2. NEW CONTRIBUTIONS OF THE THESIS
- The thesis provides scientific evidence on the effects and safety of
ACNECA in the treatment of acne vulgaris according to the pathogenetic.

- ACNECA will be an additional option for clinicians to prescribe
medications for patients with acne vulgaris. Using ACNECA will meet the needs
of patients using herbal remedies for acne, especially for female patients at
reproductive age etc.

- ACNECA is easy to use, easy to store, and suitable for acne that needs
long-term treatment.

- Take advantage of available herbal resources to provide care for the
people following the motto of the Party and Government

- In the context of difficult economic conditions of the country, the
research and production of medicinal products from locally available materials
to provide health care for the community is the right and practical direction for
socio-economic development.



3. THE LAYOUT OF THE THESIS

The main content of the thesis consists of 141 pages, dividing into four
chapters: Introduction (02 pages); Overview (37 pages); Materials, Subjects and
Methods (23 pages); Results (39 pages); Discussion (37 pages); Conclusion (01
pages); Recommendation (01 page); Study limitation (01 page). The thesis
includes 35 tables, 1 figure, 19 images and 178 references (26 references in
Vietnamese, 126 references in English, and 26 references in Chineses, 57
references in the last 5 years) and 6 related annexes.

PART B: THE CONTENT OF THE THESIS
CHAPTER 1: OVERVIEW

1.5. Acne vulgaris according to modern medical science

According to Layton, acne is a chronic inflammatory disease, characterized
by papules, clinically manifested as whiteheads, blackheads, erythematic
papules, pustules, nodules or cysts. Causes of acne include four main factors:
increased sebum secretion, hyperkeratosis of hair follicles, P. acnes/ C.acnes
bacteria and inflammation. The definitive diagnosis of acne vulgaris is based
mainly on clinical symptoms. It is necessary to diagnose the level of acne to
choose the appropriate treatment regimen and monitor the effectiveness of the
treatment process. Factors related to acne include age, gender, family factors,
weather, race, occupation, stress, endocrine diseases, medications, local causes,
diets that increase blood sugar, milk and dairy. Treatment of acne includes
lifestyle adjustments (diet and lifestyle), control of related factors, and the use of
medication or other alternatives. Current ache medications include topical and
systematic medications. Topical medications are recommended for the treatment
of mild or moderate acne. The topical medications using the most are antibiotics,
retinoids and other substances, such as benzoyl peroxide, azelaic acid, salicylic
acid, and dapsone. These topical medications are often used together to treat as
many of the factors in the pathogenesis as possible. Systemic treatment is
generally recommended in patients with moderate to severe acne, acne that is
resistant to topical treatments, and in cases where acne is likely to cause
scarring. Systemic medications for acne include antibiotics, isotretinoin, and
hormones. Alternative methods include laser and biological light such as KTP
laser, 1320nm YAG laser, LED light, Photodynamic therapy (PDT), biological
skin replacement, acne incision, cosmetic treatment, etc.
1.6. Acne vulgaris according to traditional medicine

According to traditional medicine, acne is a skin disease called Cuo
Chuang, Fen Ci. According to Pham Thuy Cuong in the book Chinese-Western
Medicine combined with clinical skinology in 2002, acne is mainly due to
kidney yin insufficiency, heat of lung and stomach and blood, impediment to
connection due to dampness stagnation, phlegm stasis and disharmony of the
Thoroughfare and Conception vessels. There are many different ways of
categorizing acne, but when conducting research, most of the Chinese scientists



categorize acne into four forms: wind-heat, dampness-heat, blood stasis,
disharmony of the Thoroughfare and Conception vessels (according to "
National standard of the People's Republic of China. Clinical term for Eastern
medicine diagnosis”). Treatment includes topical, oral, fumigating, topical or
acupuncture medications.
1.7. The situation of studies on acne vulgaris

Previously, researches on the method of traditional treatments for acne only
assessed the clinical effects, but they did not clarify the mechanism and
pharmacological components of the medications that affect the pathogenesis of
acne. Currently, traditional medicine preparations used to treat acne have been
prepared with modern technology. They have been analyzed the pharmaceutical
ingredients in the preparation, and they were proved the effects, safety, and
mechanism of action on the acne formation mechanism by scientific methods.
1.8. Overview of ACNECA
1.8.1. The origin of ACNECA

The origin of ACNECA is derived from the remedy of “Wu wei xiao du
yin” in the “Yi Zong Jin Jian. Wai ke xin fa jue ” of Wu gian. In order to
increase the effectiveness of treatment according to the mechanism
phathogenesis of moderm medicine and ease of use, we added and removed
some herbal rmedicines to increate a new remedy. The remedy was prepared in
the form of soluble nuggets. The name ACNECA is an abbreviation of the
terms ACNE and CARE.
1.8.2. The formula of ACNECA

The formula for a packaging unit includes 14 elements: Flos Lonicera 1.28
g; Fructus Forsythiae suspensae 2.4 g; Spica Prunellae 2.4 g; Herba Lactucae
indicae 1.6 g; Herba Lactucae indicae 2.4 g; Semen Cuscutae 2.4 g; Radix
Ligustri Lucidi 2.4 g; Radix et Rhizoma Glycyrrhizae 0.96 g; Radix Angelicae
sinensis 1.28g; Radix Paeoniae lactiflorae 1.6g; Radix Salviae miltiorrhizae
2.4g; Radix Scutellariae 1.6g; Cortex Paeoniae suffruticosae 2.4 g; Fructus
Amomi 0.64g.
1.4.3. The manufacturing of ACNECA

The herbal elements are processed according to the traditional method and
formulated ACNECA by the method of preparing soluble nuggets. ACNECA
soluble nuggets are small brown bronze, aromatic bitter with medicinal herbs,
packed in silver tin film, each packet contains 6 grams of melted nuggets,
produced at the Department of Pharmacy - Central Traditional Medicine
Hospital. All  pharmaceuticals to produce ACNECA met Vietnam
Pharmacopoeia IV standards, 2009 Chinese Pharmacopoeia, and the ACNECA
product met basic standards. Clinical dose: 0.12g/kg/day. Dissolve the soluble
nuggets ACNECA in distilled or filtered water before drinking.
1.4.3. The commen effects of ACNECA



The effect of ACNECA according to traditional medicine: clear heat
detoxifies, activate blood anti - inflammation, enrich liver - kidney yin.

The effect of ACNECA according to modern medicine: In ACNECA
remedy, most of the herbs have anti-inflammatory and anti-bacterial and they
are all in the group of medicines to treat heat conditions such as Flos Lonicera,
Fructus Forsythiae suspensae, Radix Scutellariae, Radix et Rhizoma
Glycyrrhizae. In addition, Flos Lonicera, Fructus Forsythiae suspensae, Radix
Scutellariae can also kill Staphylococcus aureus and Staphylococcus
epidermidis. Outside, Flos Lonicera, Fructus Forsythiae suspensae, Herba
Lactucae indicae, Cortex Paeoniae suffruticosae, Spica Prunellae, Radix salvie
miltiorhizae, Paeonia lactiflora, Scutellaria baicalensis Georgi also has anti-
inflammatory effects. The antibacterial effect increases the anti-inflammatory
effect of traditional medicine. Fructus Amomi, Radix Salviae miltiorrhizae,
Radix et Rhizoma Glycyrrhizae, Scutellaria baicalensis Georgi have been
reported to have the effect against androgen and phytoestrogen. Radix Angelicae
sinensis has been shown that topical or oral extracts increase the protective
barrier of the skin, prevent water cell dehydration, limit inflammation in patients
with atopic dermatitis, acne patients. Radix Ligustri Lucidi, Herba Lactucae
indicae, Semen Cuscutae was found that they have antioxidant effects consistent
with chronic inflammation of acne.

CHAPTER 2: MATERIALS - SUBJECTS - METHODS
2.1 Material

- ACNECA was prepared in the form of soluble nuggets, small brown
copper beads, bitter aroma of medicinal herbs, packed in silver tin film, each
packet contains 6 grams of soluble nuggets.

- ACNECA was produced in the Department of Pharmacy - Central
Traditional Medicine Hospital.

- All herbal ingredients met Vietnam Pharmacopoeia standards 1V, Chinese
Pharmacopoeia 2009 and the ACNECA product met basic standards.

- Clinical dose: 0.12g/kg/day.

- Usage: Dissolve ACNECA in distilled or filtered water before drinking.
2.2. Subjects - Study locations
2.2.1. Determining the acute toxicity, semi-chronic toxicity and treatment
effects of ACNECA on experimental studies
2.2.1.1. Determining the acute toxicity, semi-chronic toxicity

- Determining the acute toxicity: 60 Swiss white mice, both breeds,
healthy, weighing 20 + 2g provided by the National Institute of Hygiene and
Epidemiology.

- Determining the semi-chronic toxicity: 30 Wistar white mice, both
breeds, healthy, weighing 160g + 20g provided by Dan Phuong - Ha Tay
Experimental Animal Supply Center.



- Acute and semi-chronic toxicity studies were conducted at the
Department of Pharmacology at Hanoi Medical University from March to
August 2016.
2.2.1.2. Effects in the treating acne

- Antibacterial effects: Cutibacterium acnes ATCC 6919 strains (C.acnes),
Staphylococcus aureus ATCC 25925 (S. aureus), Staphylococcus epidermidis
ATCC 12228 (S. epidermidis) manufactured by Microbiologics - USA
(American Type Culture Collection) with ATCC certification. Bacteria are
cultured and tested at the Department of Microbiology - National Institute of
Hygiene and Epidemiology in February 2019.

- Anti-inflammatory effects on mice edema model: 80 Swiss white mice,
healthy, both breeds, weighing 25 £+ 2g provided by the National Institute of
Hygiene and Epidemiology. The study was conducted at the Department of
Pharmacology at Hanoi Medical University at Hanoi Medical in February 2019.

- Treatment effects on animal acne model: 70 Wistar white male healthy
mice (from 10 to 12 weeks of age, the weight of 180g - 220g) provided by Dan
Phuong - Ha Tay Experimental Animal Supply Center. The study was conducted
at the Department of Pharmacology at Hanoi Medical University at Hanoi
Medical from July to October 2017.

2.2.2. Assessing the clinical effects of ACNECA in treating moderate acne
vulgaris

- Inclusion criteria for study subjects:

+ Patients were diagnosed with acne vulgaris, at a moderate level and
corresponding to damp heat according to Traditional Medicine

+ Agreed, voluntarily participated in the study

+ Patients >15 years (if 15 - 18 years old must have the consent of a
parent or guardian)

- Exclusion criteria:

+Women who were pregnant or breastfeeding

+Allergy to any component of the drug

+ Severe impairment of liver and kidney function, dyslipidemia.
+Not following the treatment course

- The study was conducted at the National Hospital of Dermatology and the
National Hospital of Traditional Medicine from March 2018 to February 2019.
2.3. Methods
2.3.1. Determining the acute toxicity, semi-chronic toxicity and treatment
effects of ACNECA on experimental studies
2.3.1.1. Determining the acute toxicity, semi-chronic toxicity

+« Determining the acute toxicity

Determining acute toxicity of ACNECA was conducted by Litchfied -
Wilcoxon method.



Sixty white mice were fasted overnight, divided into 6 different lots, each
lot included10 mice. Mice were fed ACNECA with increasing doses with a
curved needle, drinking 0.2ml/10g/day to determine the lowest dose that caused
100% of deaths and the highest dose did not cause death.

Monitoring indicators included mice general condition, signs of
intoxication (such as vomiting, seizures, agitation, excretion, etc.) and the
number of mice that died within 72 hours after taking ACNECA. All dead mice
were operated to evaluate their gross injury. The linear graph was developed to
determine the LD50 of reagents. Live mice were followed up until the 14th day
after taking the reagent.

+«» Determining the semi-chronic toxicity

Determining the semi-chronic toxicity is performed according to the World
Health Organization guidelines. Thirty Wistar white mice were randomly
divided into 3 lots:

- Lot 1 (Biological control) n = 10: Drink distilled water 1ml/100g/day.

- Lot 2 (ACNECA dose 0.72 g/kg/day) n = 10: Taking ACNECA with the
dose of 0.72g/kg/day, equivalent to clinical dose, calculated by a factor of 6,
taking 1ml/100g/day.

- Lot 3 (ACNECA dose 2.16 g/kg/day) n = 10: Taking ACNECA with a
dose of 2.16 g/kg/day, equivalent to 3 times the clinical dose, calculated by a
factor of 6, take 1mlI/100g/day.

Mice were drunken distilled water or ACNECA for 90 consecutive days,
once a day in the morning.

Monitoring indicators before and during the study include:

- The general condition and weight of the mice

- Hematopoietic function through the number of red blood cells, the
amount of hemoglobin, hematocrit, the average volume of red blood cells, the
number of white blood cells, the formula of white blood cells and the number of
platelets.

- Indicators assess liver function by quantifying ALT and AST enzyme
activity in blood.

- Indicators evaluating renal function through quantification of serum
creatinine concentration.

- Histopathology includes general images of all organs and microscopic
structures of the liver and kidney.

The above indicators were checked at the time after 30 days, after 60 days
and after 90 days of drinking distilled water or medications. Particularly,
histopathological indicators were assessed after 90 days of taking the
medications. The mice were then operated on to observe the entire organ and
randomly examine the liver and kidney microstructures of 30% of the mice in
each lot.
2.3.1.2. Effects in the treating acne



< Antibacterial effects

- Principle: Strains of bacteria were cultured on plates of Brucella HK agar
with different concentrations of reagents. The minimum inhibitory concentration
(MIC) is determined on the plate of bacteria where the colonies change
morphology (colony size) and/or a significant decrease in density. The minimal
bactericidal concentration (MBC) is determined in the medium of the
environment at which bacteria are completely destroyed (without germs).

< Anti-inflammatory effects on mice edema model

The anti-inflammatory effect was investigated on acute and subacute
inflammation of croton oil in white mice ears following the Andre Barbosa
model of 2017.

- Acute anti-inflammatory effects

The white mice were randomly divided into 4 groups of 10 mice, which
were modeled with edema and given the following medications:

+ Lot 1 (Model) n = 10: Modeled by applying 20uL of mixed croton oil to
the right ear, drinking distilled water of 0.2mL/10g.

+ Lot 2 (Positive control) n = 10: Modeled by applying 20uL of croton oil
mixed to the right ear and taking methylprednisolone at a dose of 6 mg/kg/day,
taking 0.2mL/10g.

+ Lot 3 (ACNECA dose of 1.44q /kg /day) n = 10: Modeled by applying
20pL of croton oil mixed to the right ear and taking ACNECA at 1.44g/kg/day
(clinically equivalent dose, calculated on a factor of 12), taking 0.2 mL/10 g.

+ Lot 4 (ACNECA dose 4.32g/kg/day) n = 10: Modeled by applying 20uL
of mixed croton oil to the right ear and taking ACNECA at 4.32g/kg/day (3
times clinically dose, calculated by the factor of 12), taking 0.2mL/10g.

In all mice, the left ears were not modeled (without applying croton).

Before modeling, measuring the thickness of the right ear thickness in all
lots. After applying 20uL of croton oil mixed in acetone to the two sides of the
right ear, giving medication for mice after 1 hour of applying croton to mice.
After 6 hours, measuring the thickness of the right ear, taking the skin
organization in the center of the ears with a diameter of 7 mm with a biopsy
device to measure the weight.

- Subacute anti-inflammatory effects

The white mice were randomly divided into 4 groups of 10 mice, which
were modeled with edema and given the following medications:

- Lot 1 (Model) n = 10: Modeled by applying 20 pL of mixed croton
solution to the right ear on days 1, 3, 5, 7 and drinking distilled water of
0.2mL/10g/day.

- Lot 2 (Positive control) n = 10: Applied 20 uL of croton oil solution to
the right ear on days 1, 3, 5, 7 and taking methylprednisolone at a dose of 6
mg/kg, drinking 0.2mL/10g on days 5, 6, 7, 8.



- Lot 3 (ACNECA dose of 1.44 g/kg/day) n = 10: Applied 20 uL of croton
oil solution to the right ear on days 1, 3, 5, 7 and taking ACNECA dose of 1.44
g/kg/day (clinically equivalent dose, calculated by a factor of 12), drinking 0.2
mL/10 g on days 5, 6, 7 and 8.

- Lot 4 (ACNECA dose of 4.32 g/kg/day) n = 10: Applied 20 pL croton oil
solution to the right ear on days 1, 3, 5, 7 and taking ACNECA dose 4.32
g/kg/day (triple clinical dose, calculated on a factor of 12), drinking 0.2 mL /10g
on days 5, 6, 7, 8.

In all lots of mice, the left ears were not modeled (without applying croton
oil). Measuring the thickness of the right ear in all lots at the time before
conducting the study and continuously for the next day. On the ninth day of the
study, the thickness measurements of the right ear were taken, taking the ear
organ in the center of both ears with a diameter of 7 mm using a biopsy device
to measure weight.

Indicators for monitoring and evaluating acute and subacute anti-
inflammatory effects include the thickness of ear, the weight of ear, the
percentage change in ear thickness, the percentage change in the weight of ear,
degree of inhibition inflammation.

% Treatment effects on animal acne model

Modeling acne by bacteria C. acnes in white rats, which was conducted
according to the study by Pandey Chetana et al. in 2012. Dividing 70 Wistar
white male rats into 2 groups:

+ Biological control group of 15 rats: injected once under the skin of the
ear the diluted solution with PBS bacteria, injected 20 pl /1 ear.

+ Model group of 55 rats: injected once under the skin of ears C. acnes the
diluted solution with PBS reaches 108 bacteria/ml, injecting 20 pl/1 ear.

Observing daily changes around the injection site and measuring the
thickness of ear in both groups. On the 6th day, randomly selected each group of
5 rats to take the samples with a size of 3 x 3 mm around the injection site on the
ears of the rats for pathology (HE dye). Evaluating whether the change of
histopathological lesions in mice ear was similar to those of human acne
histopathology to confirm that the acne models were created successfully.

After creating acne model, rats in the biological control group were put into
group 1, mice in the model group were divided into 5 groups from 2 to 6, each
group of 10 rats.

+ Group 1 (Biological control) n = 10: injected PBS, drinking distilled
water 1ml /100g/day.

+ Group 2 (Model) n = 10: injected C. acnes, drinking distilled water
1ml/100g/day.

+ Group 3 (Positive control 1) n = 10: injected C. acnes, taking isotretinoin
with dose of 3 mg/kg/day, equivalent to taking 1ml/100g/day.



+ Group 4 (Positive control 2) n = 10: injected C. acnes, taking
Doxycycline at a dose of 12 mg/kg/day, equivalent to taking 1ml/100g/day.

+ Group 5 (ACNECA dose of 0.72g/kg/day) n = 10: injected C. acnes,
taking ACNECA at 0.72g/kg/day (dose equivalent to the expected clinical dose,
calculated by a factor of 6), equivalent to taking 1ml/100g/day.

+ Group 6 (ACNECA dose of 2.16g/kg/day) n = 10: injected C.acnes,
taking ACNECA at a dose of 2.16g/kg/day (triple the expected clinical dose,
calculated by a factor of 6), equivalent to taking 1ml /100g/day.

Observing daily changes around the injection site, and measuring the
thickness of ear in all 6 groups at the time after To (not yet taking the drug), T1
(after 1 week of taking the drug), T2 (after 2 weeks of taking the drug) , T3
(after 3 weeks of taking the drug). At the time of T3, take the samples with a
size of 3 x 3 mm around the injection site on the ears of the rats for pathology
(HE dye), evaluating the change of histopathological lesion of model group, the
control group, the ACNECA groups compared to the biological control group.

Evaluating treatment effects on animal acne model through the thickness of
rat ear, and the extent of the histopathological lesion.

2.3.2. Assessing the clinical effects of ACNECA in treating moderate acne
vulgaris
% Study design: Randomized control trial.
«» Sample size: The sample size is calculated using the formula
for clinical intervention:
n=n, ZZZ(a,ﬁ)xM
(pl - pz)
«» Sampling: 100 patients were drawn with even and odd
numbers, then divided into two groups:
The patients with the odd number were enrolled in the intervention group,
nl=50.
The patients with the even numbers were enrolled in the control group, n2 =
50.

% Treatment regimen

The intervention group was taking ACNECA with a dose of 0.12g/kg/day.
Dissolving one - package of ACNECA 6 gram in 300ml filtered water before
drinking, taking eithere before, middle or after the meal.

The control group was taking isotretinoin with an oral dose of 0.5
mg/kg/day, taking once time after dinner.

The patients with the odd number were enrolled in the intervention group,
nl= 50, taking ACNECA with a dose of 0.12g/kg/day. Dissolving ACNECA in
filtered water before drinking.
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« Data collection: Collecting data according to a standard
medical record, through physical examination to determine position,
quantity, categorization according to traditional medicine, level of
lesion before treatment (T0), monitoring and assessing effects, adverse
events after 30 days of treatment (T30), after 60 days of treatment
(T60). Conducting tests for liver function tests (AST, ALT), kidney
function (urea, creatinine), blood lipid (triglycerides, cholesterol), blood
counts before treatment (TO) and after 60 days of treatment (T60).

«+ Criteria of observation and evaluation for the treatment effects
on patients, including:

* Number of the lesion * Level of the lesion according to Jerry KL Tan — 2008
* Level of treatment effects | * Dermatological quality of life index (DLQI)

* Status of traditional * Clinical adverse event

medicine

* Level of satisfaction * Adverse event on laboratory test results

2.4. Data analysis

-Data entry: Excel and Epidata 3.1.

-Data analysis by software SPSS 18 and STATA 12.

-Qualitative data were expressed as frequency and percentage, and
quantitative data were presented as mean and standard deviation (X % SD). The
difference and correlation between variables were tested by statistical tests x2,
Fisher-exact test (qualitative variables), Student t-test (quantitative variables).
The difference was considered statistically significant when p <0.05.

2.5. Ethical consideration

- ACNECA was tested and met the standards. It was approved for doing this
study by the Medical Ethics Council of Hanoi Medical University under
Decision No. 187 / HDHYHN, dated February 20, 2016.

- The National Hospital of Dermatology and the National Hospital of
Traditional Medicine agreed to study of the ACNECA product.

- Patients were consulted and voluntarily participated in the study.

- The patient’s personal information was kept confidential.

- Patients who refused to participate in the study were still consulted and
treated thoughtfully.

- For cases that did not respond to the study drug, they were changed to
another appropriate treatment.

CHAPTER 3: RESULTS
3.1. Determining the acute toxicity, semi-chronic toxicity and treatment
effects of ACNECA on experimental studies.
3.1.1 Determining the toxicity
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+ Determining the acute toxicity: The maximum tolerated dose
was 75 g of dissolving nuggets/kg on mice, which was 52 times higher
than the expected clinical dose in humans, but there was no dead mice,
no manifestation of toxicity (vomiting, convulsions, excretion,...), the
general condition of normal rats. Thus, no acute toxicity was
determined in experimental mice.

+ Determining the semi-chronic toxicity: ACNECA at a dose of
0.72 g/kg/day and the dose of 2.16 g/kg/day (equivalent to triple human
dose, calculated on the basis of a factor of 6), the rats absorbed well,
without affecting on the rats in terms of overall condition, weight,
hematopoietic function, liver function, kidney function, Kkidney
structure, liver structure on both macroscopic and microscopic. Thus,
the semi-chronic toxicity of ACNECA was not determined at a dose of
0.72 g/kg/day and a dose of 2.16 g/kg/day when white rats were given
drugs continuously for 90 days.

3.1.2. Effects in the treating acne
3.1.2.1. Antibacterial effects

ACNECA had the effect of inhibiting 3 strains of C. acnes, S. aureus, S.
epidermidis. The MIC (MBC) of ACNECA with S. aureus, S. Epidermidis were
1.068 (8.5) mg/ml, and for C. acnes was 0.534 (4.272) mg/ml.
3.1.2.2. Anti-inflammatory effects on mice edema model

On the acute inflammatory model, after 6 hours applying croton, the
thickness of the mice right ear in lot 1 (drinking distilled water) was 33.40 +
3.53, it increased significantly as compared to that before applying 22.20 £ 3.10
(p <0.001). Mice in Lot 2 took methylprednisolone 6mg/kg/day, the thickness of
mice right ear was 26.40 £ 1.78, and the percentage of change in the thickness of
the mice right ear was 23.13 + 9.29, which decreased significantly compared to
the lot 1 (p21<0.001). In lots of mice taking ACNECA with high doses of
4.32g/kg/day and low doses of 1.44g/kg/day had the thickness of mice ear were
27.60 £+ 3.03 and 27.7 + 1.89, with the percentage of changes in the thickness of
mice right ear was 24.61 + 11.88 and 23.44 + 6.39. They all significantly
reduced as compared to the model of drinking distilled water with the thickness
of mice right ear as 33.40 + 3.53, the percentage of change on the thickness of
the mice right ear was 53.19 + 26.441 (p<0.01), of which, the decrease was
equivalent to the dose of methylprednisolone as 6 mg/kg/day (p>0.05). The
weight of the mice right ear mass in the model lot was 31.35 + 5.38, which
increased significantly as compared to the mice left ear of 21.70 + 3.17 (p
<0.05), while the weight of the mice right ear and the percentage of change in
the weight of the mice right ear in lot taking methylprednisolone and lot taking
two doses of ACNECA decreased significantly as compared to the model lot (p
<0.05), the decrease in the lot taking two doses of ACNECA was equal to the lot
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taking methylprednisolone (p>0.05). The level of anti-inflammatory of
methylprednisolone was 49.64%, the low-dose of ACNECA was 43.42% and
the high-dose ACNECA was 46.74%. On the subacute inflammatory model,
after 9 days when applying croton, the thickness of mice right ear between lot at
the time (N1) before applying croton did not differ significantly (p>0.05). On the
ninth day of the study (N9), Lot 2 took methylprednisolone 6 mg/kg/day and Lot
4 took ACNECA at 4.32 g/kg/day that significantly decreased as compared to
Lot 1 drinking the distilled water model (p <0.001 and p <0.05), and Lot 3
taking ACNECA with dose of 1.44 g/kg/day tended to reduce the thickness of
mice right ear; however the difference was not statistically significant (p> 0.05).
The weight of the mice right ear in the model lot was 28.79 = 5.69, which
increased significantly as compared to the weight of the mice left ear which was
13.88 £ 1.74 (p <0.05). The weight of the mice right ear and the percentage of
change in the weight of the mice right ear in the lot taking methylprednisolone
(22.05 = 4.79 and 63.36 + 24.11) and lot taking ACNECA with high dose
4.32g/kg/day (23.18 + 5.24 and 76.89 + 26.10) were significantly reduced as
compared to the model lot (p <0.05), there was no difference between the two
lots (ps2> 0.05). The level of inflammatory inhibition of Lot taking
methylprednisolone was 31.93%, Lot taking ACNECA with a high dose was
14.17%. In the Lot with a low dose, the dose of1.44g/kg/day had 6.03% of anti-
inflammatory, the weight of mice right ear and the percentage of change on the
weight of decreased as compared to the model Lot, but the difference was not
statistically significant (ps.1> 0.05).

3.1.2.3. Treatment effects on animal acne model
Creating animal ache model
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Image 3.1. Imag]e of macroscopic and microscopic of the mice ear after 6 (_1ays with
injecting PBS
Note: The epidermis and sebaceous gland and surrounding tissues were normal (HE

x400)
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Image 3.2. Image of macroscopic of the mice ears after 6 days with injecting C. acnes

7
0.0




\k‘:" ';'L’.&:‘-X -

Image >3.3. I_mage of microscopic

13

of the mice ears aﬁer6 .dayél\'/;i'th ihje(‘:vtiﬁg' CT ac
(HE x400)

s
nes

Note: 1 - Keratosis and clogged hair follicles; 2- The epidermal overproduction; 3- Intracellular edema in the
epidermis; 4- Increase the size and degeneration of sebaceous glands; 5- Infiltrating inflammatory cells;

6 - Blood congestion

Comments: Histopathological results on the white rat ears after injection
of P. acnes/C.acnes is similar to histopathological lesions of acne in humans:
increase the size of sebaceous glands sebaceous, thickening of epidermal surface
and hair follicles, intracellular edema, invading major inflammatory cells,
congestion, possibly having an abscess

«» Assess treatment effects on animal acne model on the thickness of mice ear
Table 3.1. The treatment effects of ACNECA on the thickness of mice ear

The thickness of mice ear (X + SD, 10"'mm)

Before

Lot of mice intervention Aftez_l} ;/veek Aftez_lg ;Neek Aftel(’_? ;Neek
(TO) 1 2 3
Lot 1: Biological control
(distilled water) (n=10) 28.40+0.97 28.70+1.16 28.80 +£0.63 29.10+0.74
Lot 2: Model 39.60+ 37.30%
(distilled water) (n=10)  3.13%** 0 qqwex 36302106 35.10+1.97
% change as compared to | 5.45% 1 7.95% 1 11.11%
To
Lot 3: Isotretinoin with
dose of 3mg/kg/day . 3260:255"* 3130%149' 30204123
(n=10) )
% change as compared to L 17.71% 1 20.85% 1 23.67%
To . . .
Lot 4: Doxycyclin with - -
39.90+ 2960+£1.71 29.00 £1.25
dose of 12 mg/kg/day 31.20 £2.20***
(n=10) 3.21%** ps4-1>0.05 pa1>0.05
# change as compared to 121.65% | 25.56% 127.01%
0
Lot 5: ACNECA with
dose of 0.72g/kg/day ggg’fj 33.30 42,00 32,50 +2.46* 31.20 +1.87*+
(n=10) '
% change as compared to 1 15.49% 1 17.62% 120.88%

To
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The thickness of mice ear (X + SD, 10"'mm)

Lot of mice . Before' After 1 week  After 2week  After 3 week
Intervention (Tl) (TZ) (Ta)
(To)
Lot 6: ACNECA with
dose of 2.16g/kg/day g%gf*i 3230 +2.11** 3060+ 1,65+ 2290 §10.3075
(n=10) ' Po1> 7.
UBETRITEE asTcomparEd 0 1 18.45% 122.71% | 24.45%
0

(T-test student)

Comparing to the lot of biological control: *p<0.05; **p<0.01; ***p<0.001
Compareing to the lot of model: *p<0.05; **p<0.01; ***p<0.001

Comments: After 3 weeks of treatment, the average thickness of mice ear
in Lot taking ACNECA with dose of 0.72g/kg/day, Lot taking ACNECA with
dose of 2.16g/kg/day, Lot taking Isotretinoin with dose of 3mg/kg/day, and Lot
taking Doxycyclin with dose of 12mg/kg/day decreased significantly as
compared to thickness of mice ear in Lot of model (p <0.001), there was no
difference when comparing the average thickness of mice ear between Lots
taking treatment medications (p> 0.05). After 3 weeks of treatment (T3), the
average thickness of mice ear in Lot taking Doxycycline with a dose of
12mg/kg/day and Lot taking ACNECA with a dose of 2.16g/kg/day did not
differ as compared to Lot of biological control (p > 0.05). Thus, Lot taking
Doxycycline with a dose of 12mg/kg/day and Lot taking ACNECA with a dose
of 2.16g/kg/day recovered the lesion of acne after 3 weeks of treatment.

- Level of histopathological lesion:

The level of the histopathological lesion intracellular edema, escaping cells
in Lot taking ACNECA dose 0,72g/kg/day improved significantly as compared
to the Lot model drinking distilled water (p <0.05). The Lot taking ACNECA
with dose of 2,16g/kg/day not only improved significantly in the level of the
histopathological lesion intracellular edema, escaping cells also improving
obstruction of sebaceous follicles as compared to the Lot model drinking distilled
water (p <0.05). The Lot taking ACNECA with dose of 0.72g kg/day and dose of
2.16g/kg/day had improved the level of the histopathological lesion
hyperkeratinization, sebaceous gland, inflammatory cells similar, congestion as
compared to the Lot model drinking distilled water but no significant difference (p
>0.05). The level of the histopathological lesion of the Lot taking ACNECA with
dose of 0.72g kg/day and dose of 2.16g/kg/day had not significantly different from
Lot taking Isotretinoin with dose of 3mg/kg/day and Lot taking Doxycycline with
dose of 12mg/kg/day (p> 0.05).

3.2. Clinical effects of ACNECA on treating moderate acne vulgaris
3.2.1. General characteristics of study patients

The factors of sex, age group, time of getting acne, favorable factors for

acne, the number of lesions before the intervention in the intervention group and
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the control group did not differ significantly (p> 0.05, 2 ). This showed that the
intervention and control groups had similarities to compare treatment effects.
3.2.2. Clinical effects of human

¢ Number of basic lesions after 30 and 60 days of treatment

Evaluation of treatment results after 30 days and 60 days of treatment in each
intervention group and control group, the number of basic lesions and the total
number of lesions decreased as compared to that before treatment (35,72+18,20
compared to 32,96+16,76), the difference was statistical significance (p<0.05, T-test
Student). Comparing the treatment results after 30 days between the intervention and
control groups, the total number of lesions in the control group was much lower than
in the control group, but the difference was not statistically significant (p> 0.05,
Student t-test). Comparing the 60-day treatment results between the intervention and
control groups, the total number of lesions in the control group decreased more than
in the study group (11.24+9,59 compared to 19.74+15.56) and the difference was
statistically significant (p< 0.05, T-test Student).

Table 3.2. Evaluating the level of treatment effects after 30 and 60 days of treatment

Interv?ntion)group Con;crol g;oup

n=50 n=50 .

Levelof ~After30  Afer60  After30  After60  (isher
days days days days test)
n % n % n % n %

Good 0 0.0 11 22.0 0 0.0 24 48.0

Fair 13 26.0 20 40.0 17 34.0 20 40.0 p:1>0.05

Moderate 33 66.0 19 38.0 33 66.0 6 12.0

Poor 4 8.0 0 0.0 0 0.0 0 0.0 p2<0.01

Total 50 100.0 50 1000 50 100.0 50  100.0

Comments: After 30 days of treatment, it was showed that the level of treatment
effect between the intervention and control groups did not differ significantly (p1>
0.05). After 60 days, the control group had a better level of treatment effect than the
intervention group, the difference was statistically significant (p2 <0.01).

Table 3.3. Level of acne lesions by Jerry KL Tan -2008

Level of lesion TO T30 T60 Po-30 Po-60
(X«SD, score) (X%SD, score)  (X+SD, score)

Intervention

group 1.98 £0.14 1.58 £ 0.50 1.18 + 0.56 <0.001 <0.001
(n=50)
Control group
(n=50) 2.06 £0.24 1.64 + 0.56 1.1+0.30 <0.001 <0.001
P p>0.05 p>0.05 p>0.05

(Student t-test)

Comments: At the time of T30 and T60, both the intervention and
control groups reduced the level of an acne lesion as compared to the time
before taking medication (p <0.001). When comparing the level of acne lesions
between the intervention and the control at the time of T30, there was no
significant difference (p>0.05), at the time of T60, the acne lesions of the control
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group decreased more than that in the intervention group (p<0.001).
Table 3.4. Criteria to monitor the status of traditional medicine

(X + SD, score)

Intervention group

Control group

Status (n=50) (n=50) P p
_ T0 T60 TO0 T60

gr:i zoorm of lesion 2.9610.530.03.16210.92 2.9010.;130.0011.2810.83 >0.05 >0.05
rC):cgtij'r;en.alnce 0.7810.4‘1)2< 0'005.5410.50 O.8Oir0r.)4< 5 81.4010.49 50.05 >0.05

Ipt?l;g 0.4810.?)(10'0%2810.45 0.6810.4:)10'0%5010.51 <0.05 <0.05

Eil?eo_ - 0.6410.§<20.08.118i0.40 0.6810.310-081.1810.39 50.05 >0.05
Sg?iﬂpa“_on 1.1210.830.08.10210.14 1'2010.:33;0,0é'1210.70 >0.05 <0.001
E)((EIJ::V urine 0.76t0.g<20.08.10410.20 0.6010.%10-0(;.5810.64 50.05 <0.001
F[))?{ go.uth 1.5610.;30.08.10&0.24 0.7010.§<10'0011.3610.90 <0.001 <0.001
gil,lt;sls 0.9810.;30.08.10&0.27 0.8410.?)2>O'0(;.8210.80 50.05 <0.001
gc;tilsoscores 9.1412.;10.03.18611.59 8.5812.330-051.1812.15 >0.05 <0.001

(Studer)lt t-test), p1 (before treatment of two groups); p. (after treatment of two

groups

Comments: Assessing indicators of traditional medicine status, all
indicators of traditional medicine status in the intervention group decreased as
compared to that before the intervention with a statistically significant difference
(p <0.05). Whereas in the control group after treatment, the condition of dry
mouth was worse than that before treatment (p <0.001); indicators of itching,
constipation, yellow urine, halitosis did not improve as compared to the time
before the study (p> 0.05), the status of lesions, facial color, pain improved more
as compared to that before treatment (p <0.001). The intervention group
improved the overall traditional medicine status better than that in the control
group (p <0.001).

Table 3.5. Assessment of the Dermatology Life Quality Index (DLQI)

Group T ~T60 0
(X £ SD, score) (X £ SD, score)
Intervention group (n=50) 10.06 +4.11 2.98 +3.98 p<0.001
Control group (n=50) 10.26 + 3.49 1.32£2.27 p<0.001
p p>0.05 p<0.05

(Student t-test)

Comments: The analysis of the table shows that patients in both groups
had a decrease in the quality of life after treatment as compared to that before
treatment (p <0.001). Besides, in the intervention group, the average quality of
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life index was higher than that in the control group, indicating that the control
group improved the quality of life better than the intervention group (p <0.05).
Table 3.6. Assess the level of patient satisfaction

Intervention group Control group
(n=50) (n=50)
Level After 30 After60  After30  Aftereo Pt P2
days days days days

n % n % n % n %

Normal 42 840 41 820 44 880 44 880

Satisfaction 8 16.0 9 18.0 5 10.0 5 10.0 >0.05 >0.05

No satisfaction 0 0.0 0 0.0 1 2.0 1 2.0

n 50 100.0 50 100.0 50 100.0 50 100.0

(Fisher exact test)
Comments: Satisfaction after treatment in the intervention groups and control
groups at 30 and 60 days after treatment did not differ statistically (p> 0.05).
3.3. Adverse effects
¢ Clinical adverse effects
After 30 days of treatment and after 60 days of treatment, the intervention
did not see any adverse effects. After 30 days of treatment, the control group
showed clinically adverse effects with symptoms of 100% of dry lips, 48% of
dry mouth, 15% of skin desquamation, 8% of conjunctivitis, 5% of arthralgia,
2% of hair loss. After 60 days of treatment, the control group appeared clinically
adverse effects with 43% of dry lips, 40% of dry mouth, 16% of skin desquamation,
8% of conjunctivitis, 7% of arthralgia, 2% of hair loss. Thus, the control group had
more unwanted effects than the study group (p <0.001 and p <0.05).
« Adverse effects on laboratory tests
The majority of blood biochemical values, the hematological value of the
intervention group, the control group before and after treatment did not differ
significantly (p> 0.05). The creatinine, ALT, and platelets of the control group at the
time of TO and T60 had statistically significant differences as compared to that in the
intervention group (p <0.05), but the values were still within the normal limits.
CHAPTER 4: DISCUSSION
4.1. The acute toxicity, semi-chronic toxicity and treatment effects of
ACNECA on experimental studies
4.1.1. The acute toxicity, semi-chronic toxicity
ACNECA is a new remedy that has not been studied, and it was formulated
in the form of soluble nugget, so it is necessary to determine the acute toxicity
and lethal dose of 50% of experimental animals to assess the level of toxicity. It
would be the basis for selecting test dose effects for further studies. The result of
the study to determine the acute toxicity showed that ACNECA did not present
acute toxicity in white mice at the maximum dose that mice could drink, and the
tolerated dose was 75g/kg on mice, it was 52 times higher than the expected
dose on humans.
As acne is a chronic skin disease, it requires long-term treatment.
Therefore, the study of ACNECA semi-chronic toxicity is necessary to
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recommend the duration of use in patients. The test dose in the semi-chronic
toxicity study was calculated from the clinically expected dose of 0.12g/kg/day
and was converted to an equivalent dose in white mice by a factor of 6.
Therefore, the semi-chronic toxicity study was performed at a dose of
0.72g/kg/day (equivalent to a clinical dose) and a dose of 2.16 g/kg/day (triple
the clinical dose). The test was conducted in parallel with a Lot of biological
controls drinking distilled water, with the number of mice equal to the number of
mice used in the reagent group (n = 10 mice). As a result, it was not determined
the semi-chronic toxicity of ACNECA at a dose of 0.72g/kg/day and a dose of
2.16 g/kg/day when the mice were taken ACNECA continuously for 90 days.

The results of the study did not identify the acute and semi-chronic toxicity
of ACNECA, which was consistent with the study results of each element that
constituted ACNECA preparations. In the medical literature, all14 medicinal
herbs in ACNECA were not toxic, and they were regularly clinically prescribed
by physicians. They also showed no signs of toxication, so it was consistent with
the long-term therapeutic properties of acne, providing the basis for data for
effective and efficacy of ACNECA in the experiment as well as in clinical.

4.1.2. Effects on experiments
4.1.2.1. Antibacterial effects

In addition to the role of P. acnes/C. acnes, the growth of other bacteria in
hair follicles and sebaceous glands, such as S. aureus and S. epidermidis, also
plays a role in the development of acne. Recent studies indicated that acne could
be a result of an imbalance in the skin microflora. Therefore, the thesis studied
the effect of ACNECA on three common bacterial strains in acnhe pathology,
including C. acnes, S. aureus, and S. Epidermidis.

Antibacterial effect of ACNECA on S. aureus, S. epidermidis, and
C.acneswas thanks to a combination of some herbs. Phenolic acid, glycoside,
flavonoid and volatile oil in Flos Lonicera, Herba Lactucae indicae, Fructus
Forsythiae suspensae had the effect of inhibiting many bacteria with different
levels.
4.1.2.2. Anti-inflammatory effects on mice edema model

There are two phenomena that always occur in most stages of the
pathogenesis of acne, even when there are no clinical lesions, that is the acne
microbe and the inflammatory process. Therefore, anti-inflammatory drugs used
to treat acne may work in all stages of the lesion. So, does ACNECA have anti-
inflammatory effects? To answer this question, the thesis conducted a model of
acute and subacute inflammation by applying 20ul of croton oil on both sides of
the mice right ear according to the model of Andre Barbosa in 2017. The
mechanism of inflammation of croton oil due to active 12-o-tetracanoilphorbol-
13-acetate (TPA) and phorbol esters highly irritating on the skin, increasing the
activity of Phospholipase A2 (PLA2), leading to increased arachidonic acid
production and then factors involved in inflammatory processes such as
leukotriene (LTC4, LTD4) and prostaglandin E2. The skin-stimulating
mechanism of croton oil is also involved in the activation of two enzymes:
Cyclooxygenase (COX) and Lipoxygenase (LOX).

The anti-inflammatory effect of ACNECA on the mice edema model by
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croton oil due to the glycoside active ingredients in Flos Lonicera, Fructus
Forsythiae suspensae that inhibits the synthesis and releases of inflammatory
factors, reduces the activity of proteinase enzymes as well as the expression of
molecules involved in the immune response. The study of Yulie showed that the
polyphenols contained in Flos Lonicera reduced inflammatory mediators. In
vitro, the forsythoside A component of the Fructus Forsythiae extract had the
effect of inhibiting the enzyme 5-lipoxygenase (LOX), cyclooxygenase (COX-1,
COX-2) and elastase, inhibiting the cytokine secretion of endothelial cells
thereby reducing inflammatory responses.

The anti-inflammatory effects of ACNECA have only been evaluated in
animal models by the weight of mice and the thickness of mice ear, it is
necessary to evaluate at the molecular level whether ACNECA can reduce IL-1a
or not by the ELISA method or immunohistochemistry. In 2018, Li Si Qi studied
the remedy of qging cuo fang, which has an anti-inflammatory effect by
measuring the concentration of IL-1a and TNF-a by the ELISA method. After
30 days of taking the reagent, the levels of IL-1a and TNF-a in three doses of
ging cuo fang and spironolactone were much lower than those in the control
group (p <0.05).
4.1.2.3. Treatment effects on animal acne model

¢+ The treatment effects of ACNECA on the thickness of mice ear

The thickness of the mice ear is an inflammatory response of mice ears to
P. acnes/C. acnes, the strongest inflammatory response on the 6th day after
injection, gradually decreased to normal within 20 days, could persist until day
35. The study results showed that ACNECA with a dose of 0.72g /kg/day and
with a dose of 2.16g/kg/day reduced the thickness of mice ear as compared to
the model of drinking distilled water (p <0.05). It was proven that ACNECA had
an anti-inflammatory effect on the acne model of injecting C.acnes and the anti-
inflammatory effects of ACNECA were similar to the anti-inflammatory effects
of isotretinoin and doxycycline (p <0.001).

+» The treatment effects of ACNECA on the level of the histopathological lesion

Histological diagnosis is used by clinicians to support the most appropriate
diagnosis and clinical interventions. After injecting C. acnes, the white rat ear
changed the microscopic structure similar to the microscopic structure of acne
patients: increase the size of sebaceous glands sebaceous, thickening of
epidermal surface and hair follicles, intracellular edema, invading major
inflammatory cells, congestion, possibly having an abscess. The thickened
epidermal surface and thickening of the hair follicles may be caused by
C.acnesthat increase expression and activation of TLRs (Toll-like receptor) 2
and 4, followed by the release of inflammatory factors IL-1a, IL-8, IL-12, and
TNF-o. Interleukin-lo. (IL-1e) increases the keratosis of keratinization of the
hair follicles, activates keratin 16-expressing keratinocytes and causes an
inflammatory reaction with manifestations of invasive inflammatory cells,
congestion, intracellular edema, and possibly having an abscess. Sebaceous
glands increase in size and number due to C.acnes enhances sebum synthesis in
the sebaceous glands through an increased production mechanism of 15-deoxy-
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Delta (12,14) -prostaglandin J (2) (15d-PGJ (2), a type of sebum linked to
cytochrome P450 (CYP).

ACNECA effectively improved the level of histopathological lesion in
animal acne model of C.acnesbacteria because ACNECA was made up of anti-
inflammatory, antibacterial and anti-inflammatory elements, which resistant to
three common bacterial strains causing acnhe (C. acnes, S. aureus and S.
Epidermidis), and it was proven on experimental studies.

Due to limited time and financial resources, the thesis only assessed the
effects of ACNECA on the animal ache model caused by P. acnes/C. acnes, the
effects of antibacterial, the effects of anti-inflammation, but we had not
evaluated whether ACNECA was effective in reducing hyperkeratosis,
seborrhea or anti-androgenic effects or not. Although the remedy has elements
that were studied to prove the effect of anti-androgen: Fructus Amomi, Radix
Salviae miltiorrhizae, Radix et Rhizoma Glycyrrhizae, Radix Scutellariae. This
is also an open direction for further studies to clarify the mechanism of action of
ACNECA. In China, Ly Tu Ky in 2018 demonstrated that the ging cuo fang
remedy had the effect of reducing the sebaceous gland size of the yellow
hamster on the animal ache model.

4.2. Clinical effects of ACNECA on treating acne vulgaris
4.2.1. General characteristics of study patients

Study to evaluate the effects of ACNECA on people using the study design
of the clinical randomized controlled trials. The randomized controlled trial
requires that the intervention and control groups have similarities in criteria
before the intervention. The results showed that most factors of sex, age groups,
duration of getting acne, favorable factors for acne, the number of lesions of the
intervention and control group did not differ significantly (p> 0.05). Both the
intervention and control group had acne vulgaris according to modern medicine
and acne with low temperature according to traditional medicine. This shows
that the intervention group and the control group had similarities to conduct a
comparison of treatment effects between the two groups. The similarity between
the intervention group and the control group helped evaluate the treatment effect
in humans of ACNECA with scientific significance.

4.2.2. Clinical effects

Assessing the clinical effect based on the treatment effect is the effect of
reducing or curing the disease. The beneficial effect on health is the effect of
increasing the quality of life of the patient. The treatment effect was assessed by
counting the number of acne lesions and assessing the effect of ACNECA
treatment on the status of traditional medicine. Based on the total number of
acne lesions before and after treatment to calculate the level of acne lesions and
the degree of treatment effect. The health benefit is assessed by the
Dermatological Quality of Life Index and patient satisfaction. Evaluation of
treatment results after 30 days and 60 days of treatment in each intervention and
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control group, the number of each basic lesion, the total number of lesions decreased
compared to before treatment, the difference was statistical significance (p <0.05).
Comparing to the treatment results after 30 days between the intervention and
control groups, the total number of lesions in the control group was much lower
than in the intervention group, but the difference was not statistically significant
(p> 0.05). Comparing the 60-day treatment results between the intervention and
control groups, the total number of lesions in the control group decreased more
than that in the intervention group, the difference was not statistically significant
(p> 0.05). When assessing the effects of treatment based on changes in the
number of lesions, it is only possible to assess whether the number of lesions
before and after treatment decreases statistically or not, but it did not reflect the
level of improvement in treatment effect of each group to compare the treatment
effect between intervention and control group. Therefore, the thesis assessed the
treatment effect based on the improvement of the treatment effect. Results
before the intervention showed that in the intervention group taking ACNECA,
the percentage of patients with "Good" effect increased from 0% (T30) to 22%
(T60), and the percentage of patients achieving "Fair" effect from 26% ( T30) to
40% (T60), the total treatment effect after 30 days was 92.0%, the total treat
effect after 60 days was 100.0% [Table 3.2]. Comparing the treatment effect
between the intervention and control group after 60 days, the intervention group
had patients with good and fair results of 26% in the intervention group and 34%
in the control group, the difference was not statistical significance (p> 0.05).
After 60 days, the control group had patients with a good and fair treatment
effect of 88% higher than that in the intervention group with 62%, the difference
was statistically significant (p <0.05). The results of the thesis were lower than
those in the study of Doan Chi Cuong in 2018 using Hoang lian jie du tang for
40 patients with mild and moderate levels of acne vulgaris, dampness heat. After
28 days of treatment, 92.5% achieved the treatment effect, of which no patient
achieved good results, 52.5% of patients achieved fair results, 40% of patients
achieved moderate results. Perhaps because the subjects in Doan Chi Cuong's
study had both mild and moderate levels of acne, the total number of the lesion
was 32.1 + 18.1, far less than the group drinking ACNECA with a total of 66
lesions as 32 + 25.27. The research results of the thesis are higher than those of
Tham Tan Long in 2018 using Wu wei xiao du yin combined with vitamin A acid
to treat moderate and severe acne in men (heat poison and blood stasis). After 8
weeks of treatment, 100% of patients had treatment effect, of which the good
effect was 19.0% lower than that in the study result of the thesis with good effect
22.0% after 60 days, probably due to the patient were men belonging to severe
form of heat toxic, blood stasis in the status of traditional medicine. The study
results of the thesis were lower than that of Ly Tinh Tinh's study in 2013 using Wu
wei xiao du yin for taking and covering to treat 60 patients with the status of
dampness heat. After 4 weeks of treatment, 100% of the patients had treatment
effect, of which the patient achieved a good result of 71.43% higher than that of
the thesis results, probably because Ly Tinh Tinh combined in topical and oral
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administration that increased the treatment effects of the remedy.

When evaluating treatment effects based on the extent of the lesion before
and after treatment, the control group was the same.

In summary, when evaluating the treatment effect based on the basic acne
lesions, after 30 days of treatment, the intervention and control groups had the
same treatment effect; after 60 days, the control group had treatment effect
better than that in the intervention group. Perhaps the control group taking
isotretinoin, which was the effective medicine for all types of acne, especially
acne with pustules. It was proven through many clinical studies and thesis using
isotretinoin with a dose of 0.5 mg/kg/day, which was an average dose, so its
treatment effect was higher than that in the intervention group taking ACNECA.
Therefore, it is necessary to conduct clinical trials with more doses to find the
optimal dose of ACNECA in clinical practice. Or study combination taking
ACNECA and Western topical medicine or Eastern medicine to increase the
treatment effect.

In addition to the desire to use the criteria of modern medicine to prove the
treatment effect of ACNECA in clinical, the study of the thesis also wants to
evaluate the treatment effect of the status in traditional medicine - this is also a new
point in the criteria for evaluating the treatment effect for acne by traditional
medicine in Vietham. Most patients as well as physicians are only concerned about
acne lesions but have not paid attention to systematic status according to traditional
medicine criteria such as heat, rheumatism, stasis in acne, leading to clinical
manifestations with constipation, halitosis, painful lesions, itching. In addition to the
aesthetic effects of acne, these statuses also affect the patient's quality of life, causing
concern for patients. In the intervention group taking ACNECA for treating acne, it
was shown that the status of constipation, halitosis improved markedly, making
patients very satisfied with the treatment. In the control group taking isotretinoin, it
was shown that the status of traditional medicine conditions had little or no
improvement, but also adverse effects such as dry lips, desquamation of face skin
make patients worried during treatment, although the improvement in the number of
clinical acne lesions was very good. The effect that improved itching and blush in
the status of traditional medicine can be explained by the fact that in ACNECA,
there are Flos Lonicera, which has the effect of dispel wind - clear heat -
toxicfication, the effect of clear heat - toxicfication increased when it combined with
Fructus Forsythiae Suspensae.Therefore, ACNECA can improve the itching and
flushing caused by dampness - heat. Halitosis caused by spleen stomach dampness
heat also improves accordingly. According to the five phase theory, the kidneys are
water, the lung is metal, the kidneys deficiency do not nourish the lung, leading to
the yin lung deficiency, yin deficiency creating internal heat, so the acne has a
condition of dry mouth, yellow urine. In the face, the main lung and stomach
meridians, lung dominate skin and body hair and have exterior - interior relation with
large intestine. If the diet is not good, eat too much delicacy, heat accumulate the
large intestinal, heat cause bad breath and constipation, heat from the large intestinal
to the lung. From there, causing lung stomach blood heat syndrome resulting in
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blush, papules, pustules. Radix Scutellariae has the effect of eliminating all heat
conditions in the lung, Radix Angelicae sinensis and Radix Paeoniae lactiflorae have
the effect of tonifying yin blood, tonifying liver blood, Radix Ligustri Lucidi, Herba
Lactucae indicae, Semen Cuscutae have the effect of tonifying liver kidney, the
herbs work together to improve the condition of dry mouth, yellow urine,
constipation which is caused by yin deficiency, blood heat aspect. Pus is caused by
the blood. Condensed pus means blood and qgi sufficiency, dilute pus means blood
and qi deficiency. Pain symptom is from blood and qi stagnation, blocked
meridians and vessels. Kidney yin insufficiency, blood heat of stomach and spleen
for a long time that burns fluid- humor into phlegm, so yin deficiency and no
circulation of blood cause pain. The joining up of dampness and bloos stasis
causes pimples, cysts and scars. Cortex Paeoniae suffruticosae, Radix Salviae
miltiorrhizae has a blood-dissipating, blood-activating, cool blood effect, helping to
draw out pus; Spica Prunellae, Herba Lactucae has the effect to soften hardness and
dissipate blinds, improving pain’symdrom in clinic.

The health effects were assessed by the dermatological quality of life index and
patient satisfaction. Acne does not usually have a great effect on health, and it is not
dangerous to life, but it affects the aesthetics and psychology of patients. Assessing
the impact of acne on the quality of life is necessary to detect patients at risk of being
adversely affected so that more appropriate treatments can be selected, avoiding the
option that increases the situation, and affecting psychology. It can be used to
evaluate the health effects of the treatment method. Treatment improved the DLQI
score from 10.06 = 4.11 to 2.98 + 3.98 after 60 days of treatment (p <0.001). The
study's results were similar to the results of Phan Thi Hoa's study in 2018
evaluating the DLDI scores of 109 acne patients before applying Ba Bet Lun
root extract was 11,26 and after treatment was 2.41 (p <0.001). When comparing
the improvement in the DLQI of the intervention and the control group after 60
days of treatment, the control group improved better than the intervention group
(p <0.05). Because the questionnaire assessing the DLDI only focuses on the
degree of influence of the pathological manifestations on the skin (acne
manifestations on the skin) of patients on daily activities, to psychology, to
work. The improvement in the number of acne lesions in the control group was
faster and more than the intervention group, so the DLDI of patients in the
control group improved better than the research group. However, when asked
about the level of satisfaction with the treatment and the effect, the intervention
and control groups were the same. The patients of the intervention group were
not only satisfied with the effects of the treatment to improve the number of
lesions, easy-to-use preparations, but also satisfaction with the improvement of
traditional medicine status such as dry mouth, constipation, bad breath, yellow,
itchy urine. While in the control group, constipation, bad breath, yellow urine
improved very little, there were some adverse effects such as dry lips,
desquamation of facial skin, hair loss, bone aches, made patients feel
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uncomfortable with treatment, the doctor must often explain and encouraged the
patient to continue the course. Therefore, the trend of more and more acne
patients choosing traditional medicine with less adverse effects for treatment.In
2016, Dinh Thi Le Thanh studied among 118 acne patients who came to the
Central Dermatology Hospital, 14 patients reported that they used traditional
medicine to treat acne. The habit of using traditional medicine for the prevention
and treatment of our ancestors was formed before the appearance of Western
medicine, it was proven to be safe and effective through many ancient
generations. Traditional medicine is easily accepted thanks to its long history as
well as people believe that traditional medicine has fewer adverse effects than
Western medicine.

4.2.3. Adverse effects

During treatment, the intervention group did not experience any adverse
effects. The results of this study contribute to proving the safety of traditional
medicine in the care and treatment of acne patients and it is similar to many
studies using traditional medicine in the treatment of acne. In contrast, after 30
days of treatment, 100% of patients in the control group experienced adverse
effects like dry lips, and 96.0% of patients had dry mouth.

There was no difference between the biochemical and hematological values
of patients in the intervention group at the time before and after the 60-day study
(p> 0.05). This result proves that the study drug does not affect liver function,
kidney, blood fat, blood count after 60 days of treatment. In the control group,
most of the biochemical and hematological indicators before and after the 60-
day study were not different (p> 0.05), Creatinin, AST, platelets were different
before and after 60 days of treatment, but the values were still within normal
limits (p <0.05). However, many clinical studies have shown adverse effects on
liver and kidney function, blood fat, hemoglobin when using isotretinoin for
long-term, so it is still necessary to monitor these values when continuing
treatment isotretinoin for long-term.
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CONCLUSION
Through the results of studying the toxicity and effects of ACNECA in the
experiment as well as in clinical, we draw some conclusions as follows:
2. Determining the acute toxicity, semi-chronic toxicity and treatment
effects of ACNECA on experimental studies
- ACNECA did not cause acute toxicity in white mice at the
maximum tolerated dose of 75g/kg/day. ACNECA did not cause semi-
chronic toxicity in white rats at a dose of 0.72 g/kg/day and a dose of
2.16 g/kg/day (rats taking ACNECA continuously for 90 days.
- ACNECA had the effect of inhibiting 3 strains of bacteria C.
acnes, S. aureus, S. epidermidis with the MIC (MBC) were 0.534
(4.272) mg/ml, 1.068 (8.5) mg/ml, 1.068 (8.5) mg/ml. With the dose of
4.32 g/kg/day ACNECA had anti-inflammatory effect on mice edema
model with the level of inhibiting inflammation in acute and sub-acute
inflammation was 46.74% and 14.17%. ACNECA dose of 1.44
g/kg/day was only effectiveness on acute inflammatory model with the
level of inhibiting inflammatory of 43.24% . ACNECA had effects on
acne treatment model caused by C. acnes in the rat ear with a dose of
0.72 g/kg/day and a dose of 2.16 g/kg/day
2. Clinical effects of ACNECA on treating moderate acne vulgaris.
ACNECA had the effect of treating acne vulgaris in humans with the dose of
0.12g/kg/day. After 60 days of treatment, the intervention group had the average
number of lesions reduced from 66.32 + 25.27 to 19, 74 + 15.56, 100% of
patients were noted with improvement (Good 22%, Fairly 40%, Average 38 %).
The control group (drinking isotretinoin 0.5mg/kg/day) had better results than
that in the intervention group. However, the intervention group had no adverse
effects and had improvement of traditional medicine status better than that in the
control group.

RECOMMENDATION

From the study results, suggest:
4. ACNECA can be applied for the treatment of acne vulgaris.
5. Registering drugs for prescriptions, commercialize more widely,
prepare capsules and tablets for convenient use.
6. Effects of ACNECA on acne vulgaris patients who are children,
pregnant women or not indicated for treatment with modern
medicine.

STUDY LIMITATION

3. Still not studied on whether ACNECA reduced oil secretion or
keratosis.
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4. The study time was short and the sample size was small.



