PAT VAN PE

Malassezia spp. 1a nAam men wa lipid thudc hé vi sinh vét binh
thuong trén da nguoi va dong vat mau nong. Nam 1853, Robin phat
hién ra sy hién dién cua vi nim trén thuong ton bénh nhan lang ben.
Dén nim 1874, Malassez dit tén 1a Malassezia furfur. Hién nay, dua
trén dic diém hinh thai, dic tinh sinh hoc va siéu céu trac, chi
Malassezia gém 14 loai trong d6 M. globosa, M. furfur,
M. sympodialis thuong gip nhat. Nhiém Malassezia c6 thé gip ¢ moi
Iira tudi, ca hai gidi va cac vung dia 1y khi hau khac nhau [1]. Bénh Iy
lién quan dén Malassezia bao gdbm lang ben, viém da dau, viém da co
dia, viém nang long, vay nén, tham chi ung thu da... Géan day, y van ghi
nhén nhiu trudng hop Malassezia xam nhép vao cc co quan bd phin
gdy nhiém ndm noi tang va nhiém ndm huyét [2].

Lang ben 1a bénh 1y thuong gip, phd bién khip noi trén thé
gidi, dic biét nhitng ving ¢ khi hau nhiét d6i néng am chiém18%
dan sb, ving 6n d6i chi chiém 0,5% dan s [3]. Cin nguyén chu yéu
do M. globosa giy nén. Mic du bénh khoéng nguy hiém dén tinh
mang nhung anh huéng nhiéu téi thim my, tdm 1y va chit luong
cude séng ngudi bénh. Xac dinh ndm giy bénh mot cach chinh xac 1a
budc dau tién quan trong tim nguyén nhéan va danh gia d nhay cam ctia loai
nim vé6i khang sinh khang nam, tir d6 lya chon thude diéu tr thich hop va
hiéu qua. Phat hién Malassezia giy bénh lang ben, c6 nhiéu k¥ thuat
nhu: soi dén wood, soi truc tiép, nudi ca‘iy dinh danh, PCR
sequencing... Trong d6, nudi cdy dinh danh Malassezia thuong duoc
sir dung nhu mot tiéu chuan vang” dé khang dinh can nguyén giy
bénh. Tuy nhién, vi ndm khéng moc & mdi truong nudi cy thong
thuong ma doi hoi diéu kién ddc biét co co chat va dau oliu véi ty 1&

phut hop. Tai Viét Nam, mot sé phong xét nghiém dang ap dung k§



thuat soi truc tiép bang dung dich KOH 20% don thuan dé phat hién
nam Malassezia. Tuy nhién, vi nAm c6 hinh thai da dang va kich
thudc rat nho nén nhiéu trudng hop kho nhan dinh va dé bo sot. Tai
Bénh vién Da lidu Trung wong, lan dau tién da trién khai va ap dung
thanh cong k¥ thuat nudi ciy dinh danh c6 cai tién va PCR giai trinh
tur gen dé phan loai Malassezia.

Diéu trj lang ben nham muc dich: (1) &rc ché sy phét trién cia
nam, (2) giam triéu ching, (3) tai phat phong bénh. Khang sinh
khang nim nhém azole trong d6 ketoconazole, fluconazole va
itraconazole 14 nhing Iya chon dau tay . Phac d6 didu tri c6 thé boi,
ubng thudc khang ndm hodc phdi hop. Thudc béi chi ap dung véi
thuong ton khu tri nhung bénh nhan c6 thé bo sét thuong tén va gip
phai mot s6 phién ha nhu: kich (mg, bong rét tai chd, boi nhiéu lan
trong ngay... Udng thudc khang ndm theo phac d6 thuong quy c6 thé
tén kém va dic biét anh huong khong nho dén chirc ning gan, than
nhét 12 & nguoi suy giam mién dich va tién sir suy gan, than [4].

Do vdy, d& gop phan nghién ciru ddy du va hé thong vé cin
nguyén, co ché bénh sinh vi nAm Malassezia, dong thoi ap dung
phuong phap chan doan va diéu tri hiéu qua bénh lang ben, chung toi
tién hanh d& tai: “Xac dinh Malassezia trong bénh lang ben va hiéu
qua diéu tri bang thudc khang ndm nhom azole” véi myc tiéu:

1. Xdc dinh cdc loai Malassezia gdy bénh lang ben tai Bénh vién
Da liéu Trung wong tir thang 01/2016 dén thang 12/2016.

2. Ddnh gid hiéu qua diéu tri bénh lang ben bang thuoc khding nam
nhom azole.

NHUNG PONG GOP MOI CUA LUAN AN
Luan 4n dd dua ra dugc cac két qua hay, dang tin cdy, c6 nhiéu y

nghia thyc tién, 13 nghién ctru dau tién 4p dung thanh cong k¥ thuét



nudi cdy dinh danh cé cai tién va ky thuat PCR sequencing dé xac
dinh dugc cac loai Malassezia trong mot bénh 1y rat thudng gip tai
Viét Nam nhung cho dén nay chua c6 nghién ctru day da va hé théng
vé cian nguyén gdy bénh ciing nhu sy phan bd, méi lién quan giira cin
nguyén véi mot sd phuong phap diéu tri theo loai gdy bénh. Két qua
thu dugc di xac dinh Malassezia trong bénh lang ben bang nudi ciy
v6i ti 18 (90,3%), dinh danh chinh xic 97,0% s loai Malassezia
trong d6 co6 11 loai: M. globosa (42,4%) cao nhat; tiép d6 M.
dermatis (17,3%), M. furfur (14,4 M. globosa giy bénh chu yéu
nhém 20-29 tudi chiém 36,5%, mirc do bénh vira 69,6%, phan bb hau
hét mau sac dat, gap cac vi tri trén co thé v6i hinh thai chu yéu dang
s0i va té bao nim men (42,2%). Xac dinh Malassezia trong bénh lang
ben bang PCR sequencing c6 ti 1¢ thanh cong 1a 59,7%, dinh danh
chinh xac 1a 91,1% trong d6 c6 4 loai: M. globosa (73,7%), M.
restricta (11,7%), M. sympodialis (5,0%), M. cuniculi (0,6%). Déi
vo1 muc tiéu diéu tri, két qué thu duogc co6 ti 1€ khdi hoan toan sau
diéu tri 4 tuan 1a 73,8%, ti 18 d& giam 1a 26,2%, khong c6 bénh nhan
khong khoi. Trong d6 phuong phap diéu tri két hop udng fluconazole
va tim g0i ketoconazole cho ti 1¢ khoi cao nhét (79,0%), tiép dén 1a
ubng itraconazole don thuan 71,3%, tim gdi ketoconazole don thuan
A 71,1%. Ti 1& khéi cao nhdt & mac dd bénh nhe (87,5%). M.
globosa c6 ti 1€ khoi (76,3%) cao hon so vai cac loai con lai.

CAU TRUC LUAN AN

Ludn an day 165 trang khong ké phu luc va tai liéu tham khao,
gdm 4 chuong, 35 bang, 7 biéu d0, 26 hinh anh minh hoa, 110 tai liéu
tham khao (tiéng Viét 10, tiéng Anh 100) va phu luc. B6 cuc luan 4n
gdm: dit vn dé 2 trang, tong quan 40 trang, dbi tuong va phuong
phap nghién ctru 21 trang, két qua 30 trang, ban luan 30 trang, két
luan 2 trang, kién nghi 1 trang, dong gop ciia dé tai 1 trang va 6 bai

bao c6 ndi dung lién quan véi luan an da dugc cong bo.






CHUONG 1. TONG QUAN TAI LIEU

1.1. Nam Malassezia
1.1.1. Vai nét lich st

Nam 1874, Malassez md ta tac nhan gay lang ben c6 hinh anh
“mi éng” va “thit vién”, dat tén 1a Malassezia furfur. Va cho dén nay
téng s6 loai Malassezia dugc y vin cong nhén 1én toi 14 loai.
1.1.2. Pic diém nAm Malassezia

Malassezia spp. 1a nAm men thudc vi hé ndm trén da nguoi va
dong vat mau nong. Thudc nganh Basidomycota, phén nganh
Ustilaginomycotina, 16p Exobasidomycetes, b6 Malasseziales, va ho
Malasseziacae.
1.1.3. Vai trd ciia nim Malassezia trong bénh da

Malassezia séng ky sinh vi hé, giy bénh co hoi khigip diéu kién
thudn loi. Ching thich nghi bang cach san xut cac enzym sinh ning
luong bao gdm 8 loai lipase va 3 loai phospholipase. Pong thoi, tong
hop mot sb chét co hoat tinh sinh hoc nhu indole va hoat dong thdng
qua cac thu thé hydrocacbon (Ahr) tap trung & té bao 16p biéu bi. . Tac
dong cua ndm men ddi véi lan da bao gdm: (a) c6 thé ton tai vi hé & da;
(b) tac dong chirc ning té bao sic td dan dén sy thay doi mau sic dat
ctia da; (c) kich thich qué trinh viém qua dap Gmg mién dich dich thé
(trong bénh viém da dau); (d) gy ra cac dap tmg mién dich dich thé
(trong bénh viém da co dija); (e) kich thich t& bao viém va pha huy
nang 16ng (trong bénh viém nang long).
1.1.4. Mt s6 bénh 1y do nam Malassezia
- Lang ben, viém da dau, viém da co dia, viém nang 16ng, nim
mGéng, xAm nhap co quan va nhiém nim huyét...
1.2. Bénh lang ben
1.2.1. Pai cwong



1.2.1.1. Tinh hinh bénh tai Viét Nam va trén thé gioi.

Lang ben 1 bénh da pho bién, ti 1& khoang 5-8% dan so thé gidi,
thudng gip & cac nude nhiét doi, nhom 20-29 tudi, giéi tinh nam.
Bénh hay gip vao nhiing thang cudi hé¢ dau thu va dau mua dong
xuan. Tai Viét nam, theo Nguyén Thi Tuyét Mai, ti 1€ bénh 1a 1,76%
s6 bénh nhan dén khoa kham bénh tai bénh vién Da lidu Trung Uong
1.2.1.2. Mot s6 yéu t6 thuan loi
- pH da kiém duoc coi 1a quan trong nhat. Ngoai ra mot sd yéu tb
khéc nhu cit bo tuyén thugng than, dai thio duong, c6 thai, suy dinh
dudng, diéu tri corticoid toan than, dung thudc rc ché mién dich.
1.2.2. Can nguyén va sinh bénh hgc

Can nguyén chinh 12 M. globosa, bao gom hé Enzym phong phu:
MgLip2, carbonic anhydrase (MgCA). M. furfur c6 enzym MfTamLl.
M. sympodialis c6 1—6-p-D-glucan & mang té bao.

1.2.3. Xac dinh Malassezia trong bénh lang ben
1.2.3.1. Soi tryec tiép tim nAm

Nhudm soi KOH don thuan két hop Parker blue ink déng vai tro
nhu mot chit mau c6 i tinh véi té bao ndm. Hinh thai vi nim dién
hinh quan sat duoc 1a nhitng sgi ndm tho ngan nhu mién vun, cac té
bao ndm men dung tap trung thanh dam gidng hinh anh “mi dng” va
“thit vién”
1.2.3.2 Nuai cdy dinh danh

Cac moi truong nudi cdy co thé sir dung bao gdom: thach
Sabouraud, thach m-Dixon, thach Leeming- Notman. Pinh danh
bé‘mg Catalase, Tween 20, Tween 40, Tween 60, Tween 80,
Cremophor EL, beta Glucosidase va kha nang phat trién & cac nhiét
d6 khac nhau (32 °C, 37 °C, 40 °C), Chromoagar Malassezia. Két
qua nguoi ta da phan bi¢t dugc 9 loai: M. furfur, M. sympodialis, M.
globosa, M. obtusa, M. slooffiae, M. restricta va M. pachydermatis,
M. dermatis va M. japonica



1.2.3.3. Phan tich phan tir va PCR

K§ thuat phan tir 4p dung trong dinh danh nim c6 nhiéu phuong
phép trong d6 PCR sequencing. Bénh pham c6 thé duoc sir dung vay
da hodc khuan lac.
1.2.3.4. Cac phuong phap khac
1.2.4. Chén do4n bénh lang ben
1.2.4.1. Pic diém 1am sang

Thuong ton co ban: Dat, mang hinh tron hodc bau duc, d =1-3
cm, thay dbi mau sic, thé ting hodc giam sic t6, doi khi hdn hop, bé
mit c6 vay da am, mong dinh nhu vay cam, khi ding dao cun cao
nhe ¢6 diu hiu “vo bao”. Co ning thuong gip 1a ngira khi van dong
hoic ting tiét md hoi.
1.2.4.2. Céc thé 1am sang

Thé gidm sdc to, thé tang séc to, thé viém, thé theo Vi tri, thé theo
tudi, thé dao nguoc, thé theo hinh thai, thé viém nang 106ng
1.2.4.3. Chan do4n xic dinh

Dua vao biéu hién 1am sang va cén 1am sang
1.2.4.4. Chin doan phan biét

Cham kho (pityriasis alba), giam sic t6 sau viém, bach bién,
phong thé I, viém da dau, vy phan hong Gilbert, nim than minh,
giang mai 11, vay nén thé giot, viém nang l16ng do nguyén nhan khac.
1.2.5. Piéu tri bénh lang ben
1.2.5.1. Gido duc strc khée

GDSK ¢ day chu yéu la huéng dan cho ban than ngudi bénh hiéu
16 12 bénh 1y nhiém nam, tién trién man tinh, d& tai phat. Can két hop
phong bénh va chira bénh.
1.2.5.2. Diéu tri tai chd

Str dung cac hoat chét co tinh bat simg (acid salicylic), xa phong
c6 thanh phan acid salicylic va luu huynh, thay d6i pH da.



1.3.5.3. Piéu tri toan than

Cac thuoc khang nidm azole: Ketoconazole, Fluconazole,
Itraconazole

Lua chon thudc: Lira chon ddu tién 13 itraconazole 200mg/ngay
X 7 ngay. Dung dau goi ketoconazole 2% don thuan; Fluconazole
300mg 1 tuan x 2 tuan két hop dau goi ketoconazole 2% cé hiéu qua.
Két hop thudc mang lai hiéu qua cao.
1.2.6. Phén bd cac loai Malassezia va bénh lang ben
1.2.6.1. Phén b cac loai Malassezia véi dic diém 1am sang

Vé6i M. globosa, vi tri gdy bénh chu yéu 14 lung va da dau. M.
furfur va M. dermatis gy bénh ¢ ving lung nguc, it gip da dau.
1.2.6.2. Phan bd cac loai Malassezia véi khang sinh khang nim

Fluconazole c¢é gia tri MIC50 va MIC90 cao hon cac thudc cing
nhom nhu: Itraconazole, ketoconazole.
Chuong 2: POI TUQNG VA PHUONG PHAP NGHIEN CUU
2.1.D6i twgng nghién ciru
2.1.1. Poi twgng nghién ctru cho muc tiéu 1
% Tiéu chudn lia chon

Bénh nhéan chan doan 1am sang bénh lang ben. Xét nghiém soi
tryc tiép im ndm duong tinh. Khong gi6i han do tudi, khéng ding
thudc khang nam, thudc bong simg bat vay truéc d6 7 ngay, dong y
tham gia nghién cuu.
% Tiéu chudn logi triv

Khong ddng ¥ tham gia nghién ctru, bénh nhan dang ding thubc
khang nam, thudc bong simg bat vay, thubc mau.
2.1.2. Poi twgng nghién cieu cho muc tiéu 2

«» Tiéu chuan lwa chon



Bénh nhéan lang ben c6 xét nghiém nudi cdy dinh danh loai
Malassezia gay bénh. Bénh nhéan trén 16 tudi., khong ding thudc
khang nam, thudc bong simg bat vay trudc d6 7 ngay, tuan thu didu tri,
dong y tham gia nghién ctru
% Tiéu chudn logi triv

Bénh nhan dang cd thai hodc cho con bu, bdi thuéc khang nim,
thudc bong simg bat vay trudc d6 7 ngdy, cO tién sir di Gng véi
fluconazole, ketoconazole, itraconazole, hién tai mic méot sd bénh nhu
suy gan, thin, bénh toan than ning hoac suy gidm mién dich nhu:
HIV/AIDS, tim mach, nim sau, bénh ndm da khéc...
2.2.Dia diém, thoi gian nghién ciru
< Pia diém

Khoa Kham bénh va khoa Xét nghiém Nam-vi sinh-ky sinh triing
Bénh vién Da liéu Trung Uong; Khoa xét nghiém Bénh vién Bénh
Nhiét déi Trung Uong.

% Thoi gian tién hanh

Tir thang 01/2016 dén thang 12/2016
2.3.Vit liéu, dung cu nghién ciru
2.3.1. Vit liéu, dung cu nghién ciru cho muc tiéu 1

* Dung cu tham kham

Kinh lup, Dermascopy, dén wood

% Vit ligu soi truc tiép tim ndm

Dung dich KOH 20%, dung dich Parker™ ink blue black

% Vit ligu nuéi cdy dinh logi

SDA, m- Dixon, Catalase, Ceremophor, Urease, TE, Esculin,
Tween 20, Tween 40, Tween 60, Tween 80, Chromagar Malassezia

@

« Vit liéu PCR sequencing
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May GenAmp PCR System 9700 AB (Applied Biosystems,
USA); May soi gel Wealtec Corp Model MD-20 (USA); May chup
anh gel Geldoc (Biorad, M¥); bd kit Big Dye X Terminator (M¥).
2.3.2. Vit liéu nghién ctru cho muc tiéu 2

Thubc: Salgad® (Fluconazole) vién, 150mg: sb ding ky VN
3274-07. Nha san xuat: cong ty TNHH dugc phim An phu — Viét
Nam. Spobet® (Itraconazole) vién, 100 mg: Hop 6 vi, mdi vi 5 vién
nang. S6 dang ky VN 14580-12. Nudc san xuat: Romania. Dezor®
shampoo (Ketoconazole 2%) 60 ml. S6 ding ky VN 13169-11.
Nudc san xuat: Malaysia.
2.4.Thiét ké nghién ciru theo muc tiéu nghién ctiu
24.1. Phwong phap nghién ctru muc tiéu 1
2.4.1.1. Thiét ké nghién ciru

Mo ta cat ngang
2.4.1.2.Cé mdu nghién ciu

Mau nghién ctru duoc tinh theo cong thirc tinh ¢& mau mo ta ti 1é:

. Pl-p)

=24 X 2
(pe)

n: ¢& mau cho nghién ciru nhém bénh
a: Hé s6 tin cdy 95%
Zyo12= Lo = 1,96
p: ty 1& nudi cdy c6 ndm moc tir bénh pham vay da bénh nhén lang
ben va c6 xét nghiém soi tim ndm duong tinh p=0,8
&: gid tri trong ddi (=0,06)
Két qua tinh ¢& miu 14 n= 267 bénh nhan
2.4.1.3.Cac ky thuat cho muc tiéu 1
% Ky thugt soi truc tiép siv dung KOH 20%+ Parker™ blue black
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ink (1:2) va lay bénh pham bang bing dinh trong (dao cun): chon
thwong ton dién hinh, nho 1-2 giot hoa chat KOH 20% + Parker™ Blue
Black ink (1:2). Quan sat dudi kinh hién vi vét kinh 10x, 40x. Két luén c6
s01 va té bao ndm men, t& bao nAm men hoic soi nim.
% Ky thugt nuéi ciy dinh danh loai ndm bang nuéi cdy: chon
thuong ton dién hinh, 1dy bénh pham cy trong SDA va m-Dixon. Tir
khuén lac nudi céy duoc dinh danh b?mg cach su dung test catalase,
Tween 20, Tween 40, Tween 60, Tween 80, nudi cay trén Chromo
agar Malassezia nhan dinh hinh thai va tinh chat.
% Ky thuit xiac dinh Malassezia bang PCR sequencing: chon
thuong ton dién hinh, 14y bénh pham, chay PCR sau d6 dién di trén
gel, do ndng do PCR, giai trinh tw gen so sanh v&i ngan hang dir liéu
qudc t& NCBI (Genbank).
2.4.2. Phuong phap nghién ctru muc tiéu 2
2.4.2.1.Thiét ké nghién ciu
Mo ta cit ngang €6 so sanh trude va sau diéu tri
2.4.2.2.Cé miu
Cong thirc tinh & mau cho mot ty 1¢:
. pl-p)
N=Z" ap X 2
(pe)
Z,.2: Hé 56 tin cay 95% (= 1,96)
Z: Lyc mau 80% (= 0,842)
n: ¢& mau ctia nhém diéu tri bang thude khang nAm nhém azole
p: ty 1€ chita khoi, p= 0,7
&: gid tri trong dbi (=0,09)
Thay vao cong thirc ta c¢6: n=1,96%x 0,7(1-0,7)/(0,7%0,08)= 203,26

Nhu vay ¢& miu tdi thiéu trong nghién ctru 1a 204 bénh nhan.
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2.4.2.3. Cac k¥ thuat cho muc tiéu 2
- Chia ngdu nhién thanh 3 nhom: Nhém 1 udng Salgad®
(Fluconazole) 300mg liéu duy nhat 1 lan/tuan trong 2 tuan lién tiép va
tam gbi Dezor® gel (Ketoconazol 2%) 2 1an/ 1 tuan thay xa phong, luu
dau khoang 5-10 phut trong 2 tuan lién tiép; Nhém 2 uéng Spobet®
(itraconazole) 200mg/ngay trong 1 tuan; Nhém 3 tim goi Dezor® gel
(Ketoconazol 2%) hang ngay thay xa phong, trong 2 tuan.
- Panh gia hidu quéa diéu tri 3 nhom tai thoi diém 4 tuan sau ngay dau
tién ding thudc. Theo doi va liét ké cac tac dung phu cia thude, ching
t6i ngimg diéu tri va theo ddi cho bénh nhén tac dung phu
2.5. Cac chi tiéu nghién ciru
2.5.1. Pic diém chung
- Tuédi, Giéi, Dia du
2.5.2. Pic diém lAm sang bénh

Thoi gian méc bénh, tinh chat bénh, ngtra. vay da, mau sic dat, vi
tri thuong ton, mirc 4o bénh, két qua soi truc tiép tir vay da.
2.5.3. Cac chi tiéu danh gia cho muc tiéu 1
- Xic dinh loai Malassezia bing nudi ciy dinh danh: Ti 1& nudi
cdy; Phan bd cac loai Malassezia ; Phan bé theo: tudi, gidi, dia du,
thoi gian, tinh chét bénh, mau sac dat, vi tri, soi truc tiép tim nAm.
- Xic dinh loai Malassezia bang PCR sequencing : Phan b6 cic
loai Malassezia; Phan b theo: tudi, gidi, dia du.
- So sanh két qua dinh danh loai theo k¥ thuat nuéi ciy va PCR
sequencing
2.5.4. Cac chi tiéu danh gia cho muc tiéu 2
- Danh gia sy thay dbi cac triéu chirng 1am sang: ngira; vay da;
mau sic dat; dién tich; téng diém murc dd bénh; xét nghiém.

- Ket qua diéu tri: theo miic 4§ bénh va xét nghiém nudi cay nam.
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2.6.Céac bién phap han ché sai s6

Thiét ké nghién ciru chit chg, cac cong cu thu thap sb liéu; phong
xét nghiém chuan; cac thuat toan théng ké thuong dung.
2.6. Phwong phap xir Iy s6 li¢u

Dit liéu vé mau nghién ctru s& duoc 1ap thanh file Epidata, xir 1y
bang phin mém SPSS 23.0. Théng ké mé ta: dugc tinh theo tan sb ti
1& %, va dugc trinh bay duéi dang bang biéu. Thong ké phan tich:
Dung phép kiém dinh khi binh phuong va RR & mirc y nghia 5%,
khoang tin cay (KTC) 95% dé do luong sy khéc biét trong cac mdi
lién hé cua két qua nghién ctru; Str dung test Fisher voi cac gia tri
nho hon 5; Dung phép kiém One-way-ANOVA dé so sanh trung binh
ciia mirc dd bénh trude va sau diéu trj 4 tuan.
2.7.DPao dirc trong nghién ciru

Nghién ctru khong vi pham y dirc vi tat ca nguoi bénh dong ¥ tham
gia nghién ciru. Cac thu thuat kham, 1dy bénh pham déu khong xam
hai dén ngudi bénh. Pay ciing 1a cac xét nghiém thuong quy ap dung
hang ngay duogc ban lanh dao bénh vién phé duyét. Cac théng tin thu
nhan dugc tor nguoi bénh duogc gilt bi mat.
2.8.Han ché cia dé tai

Nghién ctru cia chuing t6i lan dau tién thyc hién & Viét Nam,
chua phan anh hét sy phan b cac loai Malassezia va tinh hinh dich
t& ctia bénh. Ching t6i tién hanh nghién ctru danh gia hiéu qua diéu
trj bénh lang ben sau 4 tuan, chua c6 diéu kién theo ddi su tai phat
ctia bénh sau 3 thang dén 1 nam.

Chuong 3: KET QUA NGHIEN CUU

3.1.Xac dinh cac loai Malassezia trong bénh lang ben

C6 300 bénh nhan lang ben trong d6 271 bénh nhan thoa man tiéu

chuan lya chon.
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3.1.1. Xéc dinh cac loai Malassezia bang nudi cay
3.1.1.1. Két qua nudi ciy dinh danh tir vay da

B 6 moc

¥ Khéng moc

Biéu do 3.1. Két qua nudi ciy tir vay da

Bang 3.1. Két qua dinh danh cac loai Malassezia bing nudi cay

Loai n %
M. globosa 115 42,4
M. furfur 39 14,4
M. dermatis 47 17,3
M. sympodialis 13 4.8
M. restricta 12 44
M. obtusa 16 59
M. slooffiae 5 1,8
M. pachydermatis 1 04
M. japonica 11 41
M. equine 3 11
M. cuniculi 1 0,4
Malassezia spp. 8 3,0

Téng 271 100

3.1.1.2. Phan bo cac loai Malassezia theo diic diém chung

C6 271 mau bénh pham tir 271 bénh nhan nudi ciy cho két qua:
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100%

90% .
80% 1 i
70% =
60%
50%
40%
30% 62.5
20%
10%
0% — — — —
Dwéi 10 10-19 tudi 9tudi 30-39tudi  40-49tudi Trén 50 tudi
tudi
V. globosa | M. furfur M. dermatis M. sympodialis
B M. restricta H M. obtusa W M. slooffiae B M. pachydermatis
B M. japonica W M. equina B M. cuniculi B Malassezia spp.

Biéu d6 3.2. Phian b6 Malassezia giy bénh lang ben
theo nhém tudi
3.1.1.3. Phén bo céc loai Malassezia theo 14m sang, cin 1dm sang

100%
80% 18.6
5
60% 19
40%
47.5 35.8
20% 37.3
0%
Dét trang D&t nau Dét hong D&t hon hop
B M. globosa | M. furfur B M. dermatis
M. sympodialis W M. restricta m M. obtusa
B M. slooffiae B M. pachydermatis B M. japonica

Biéu d6 3.3. Phan b loai Malassezia gdy bénh lang ben

theo mau sac dat
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Chi dué6i 52 4 48 19 |
CiRichl 389 | 168 214 | |
Bung —
Ngue ]
Lung |
il 3/ [ 159 983 & |
Mt 50 19.2
Da dau

0% 20% 40% 60% 80% 100%
m M. globosa = M. furfur = M. dermatis
M. sympodialis = M. restricta = M. obtusa
M. slooffiae m M. pachydermatis M. japonica
=M. equina m M. cuniculi m Malassezia spp.

Biéu do 3. 4. Phan b loai Malassezia giy bénh lang ben theo vi tri
thuong ton

s R N
Soi ndm + TB ndm men 42.2 17.9 -

0% 20% 40% 60% 80% 100%

B M. globosa u M. furfur W M. dermatis
M. sympodialis W M. restricta B M. obtusa
H M. slooffiae B M. pachydermatis B M. japonica

Biéu d6 3.5. Phan b Malassezia gay bénh lang ben theo két qua

soi trire tiép tir vay da
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3.1.2. Xéc dinh cac loai Malassezia bang PCR sequencing
3.1.2.1. Két qua dinh danh bing PCR sequencing
Trong 300 mau bénh pham tir 300 bénh nhan, két qua PCR c6 san
pham & 179 miu véi ti 1¢ 59,7%.
Biang 3.2. Két qua Malassezia dinh danh theo PCR sequencing

Loai n %
M. globosa 132 73,7
M. sympodialis 9 5,0
M. restricta 21 11,7
M. cuniculi 1 0,6
Malassezia spp. 16 9,0
Tong 179 100

3.1.2.2. Phan bo cac loai Malassezia theo diic diém chung

3.1.3. So sanh két qua dinh danh céa nudi cidy va PCR
sequencing

Bang 3. 3. So sanh két qua dinh danh giira nudi ciy va PCR
sequencing

Nudi cay 2
3 N Tong
Cé Khdng
PCR Co 167 12 179
sequencing Khong 104 17 121
Téng 271 29 300

Nhan xét: Ti 1€ dinh danh dugc loai cua 2 ky thuat 1a 167/300; ky
thuat nudi cdy la 271/300 va PCR sequencing 1a 179/300.
3.2. Hiéu qua diéu tri bénh lang ben bing cac thuéc khang nim
nhom azole

C6 271 bénh nhan (10 bénh nhan khong du tiéu chudn lwa chon;
17 khéng kham lai va khéng tuan tha diéu tri), con 244 bénh nhan:




nhém 1 ¢c6 81, nhém 2 ¢6 80, nhom 3 ¢6 83. Tudi
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trung binh ¢

nhém 1, nhém 2, nhém 3, nhém tudi chung lan luot 1a 30,4+10,5;
29,9+9,3; 29,449,4; 29,9 + 9,7. Ti 1€ bénh nhan ¢6 mirc dd bénh vira

65,4%.

3.2.1. So sanh triéu chirng lam sang va cidn lam sang trwdc, sau

diéu tri 4 tuin
Bang 3.4. Thay déi tong diém ciia mirc d9 bénh trude va sau diéu tri

Mirc d§ Nhém 1 | Nhém 2 | Nhdm 3 | Chung
bénh (n=81) | (n=80) | (n=83) | (n=244) P
p12>0,05
Trude diéu

o 47+15|45+16|46+14|46+15 | Pr>005
' P25>0,05
p12>0,05
Saudidutri | 22+12 | 25+14 | 25+12 | 2,4+13 | Pe>0.05
P23>0,05
p12<0,05
Ppgiam | 25+1120+10(21+08]22+1,0 | ps>0,05
p23>0,05

ptru(re—sau < 0;001 < 0;001 < 0,001 < 0,001
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Bang 3.5. So sanh xét nghi¢ém nudi cy nim trwéc va sau diéu tri

Xét nghiém nudi Nhém 1 | Nhém 2 Nhom 3 Chung
cdy ndm n] % |n|l% | n] % | n|%]| P
Dwong | 81 | 100 | 80 | 100 | 83 | 100 | 244 | 100 D>
Truéc tinh 0,05
diéu tri Am 0 0 0 0 0 0 0 0
tinh P1s>
Dwong | 15 | 185 | 19| 23, | 23 | 27,7 | 57 | 23,4 0,05
Sau tinh 7 828;
diéu trj Am 66 | 815 |61 | 76, | 60 | 72,3 | 187 | 76,6 '
tinh 3
Téng 81| 100 | 80 | 100 | 83 | 100 | 244 | 100 --
Piruée-sau < 0,001 < 0,001 <0,001 < 0,001 --

Nhan xét: Sau diéu tri, ti 1é nudi cdy nim duong tinh (23,4%) thap hon so
voi trude diéu tri (100%). Su khéc biét co ¥ nghia thong ké p < 0,001.
3.2.2. Két qua diéu tri

Bing 3.6. Két qua diéu tri sau 4 tuin

Két qua diéu tri 86 bénh nhén (n) Til¢ %
Khéi 180 738
D& giam 64 26,2
Khong thay déi 0 0
Tong 244 100

Nhén xét: Sau diéu tri 4 tudn, c6 180 bénh nhan dat két qua diéu tri
t6t chiém ti 1¢ 73,8%, khong c6 bénh nhan nao khong khoi bénh.
Bing 3. 7. Két qud diéu tri theo 3 nhém
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Nhém 1 | Nhém 2 | Nhém 3 Chung
Két qua diéu tri n| % [n| % |n| % | n | %
Khéi 64 | 79,0 |57 | 71,3 |59 | 71,1 | 180 | 73,8
D6 giam 17 1 21,0 {23288 |24 |289 | 64 | 26,2
Tong 81| 100 | 80 | 100 | 83 | 100 | 244 | 100
p > 0,05 --

Nhan xét: Nhom 1 ¢6 ti 18 khoi (79,0%) cao nhat, nhom 3 thap nhat
(71,1%). Su khac biét khong c6 ¥ nghia théng ke.
Bang 3.8. Két qua diéu tri theo tudi

Két  qua

10-19

20-29

30-39

40-49

>50

Tong so

diéu tri

n

% | n

% | n

% | n

% | n

%

n| %

Khaéi

12

60,0

88

71,5

50

73521

91,3 90

0

180 | 73,8

Do giam

8

40,0

35

28,5

18

265| 2

8,7 10

0

64 | 26,2

Tong

20

100

123

100

68

100 | 23

100 | 10

100

2441100

p

<

0,05

Bang 3.9. Két qud diéu tri theo mirc dp bénh nhe (n=56)

Két qua
diéu tri

Nhém 1

Nhém 2

Nhom 3

Chung

n %

n %

n %

n %

p

17 | 89,5

18 | 90,0

14

82,4

49 | 87,5

2 105

2 (10,0

3

17,6

7 1125

p12>0,05
p13>0,05
P23>0,05

19 | 100

20 | 100

17 | 100

56 | 100

Nhén xét: Ti 1& khoi & nhém 2 cao nhit 90,0%, ti 1¢ khoi &

nhom 3 thip nhét 82,4%, su khac biét khong c6 ¥ nghia thong ké véi

p> 0,05.

Bing 3.10. Két qua diéu tri theo mirc d) bénh vira-ning (n=188)
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Kétqua | Nhdbm1 | Nhom2 | Nhém3 | Chung

didutri [n ] % | n | % | n| % | n| % P
Khéi |47 | 758 | 39 | 650 | 45 | 68,2 | 131 | 69,7 | P2>0.05
p13>0,05

Do gidm | 15| 242 | 21 [ 350 (21 | 318 | 57 | 303 | [ 405

Tong |62 | 100 | 60 | 100 | 66 | 100 | 188 | 100 -

Nhin xét: Ti 1& khoi & nhém 1 cao nhat 75,8%, ti 1& khoi &
nhém 2 thép nhét 65,0%, su khac biét khong c6 y nghia théng ké voi
p> 0,05.

Bang 3. 11. Két qua diéu tri theo loai M. globosa

M. globosa | Cdc loai con lai Téng sé
Két qua diéu tri n % n % n %
Khoi 74 | 705 | 106 76,5 180 | 73,8
D& giam 31 | 295 33 23,7 64 26,2
Tong 105 | 100 139 100 244 | 100
P > 0,05 --

Nhan xét: Ti 1¢ khoi ¢ loai M. globosa la 70,5%, khong c6 sy khac
biét v&i cac loai con lai.
Bang 3. 12.Két qua diéu tri voi M. globosa ciia 3 nhém (n=105)

Két qua didu tri Nhém 1 | Nhém 2 | Nhom 3
€t qua dicu tr1 n % n % n % p
Khéi 28 | 77,8 | 25| 6255 | 21 | 72,4 | P>0.05
P13>0,05
Do giam 81222 115|375| 8 | 27,6 | p,>0,05
Téng 36| 100 | 40 | 100 | 29 | 100 -

Nhin xét: DSi voi M. globosa, ti 18 khoi & nhém 1 cao nhit
77,8%, ti 16 khoi & nhém 2 thip nhét 62,5%, su khac biét khdng c6 y
nghia thong ké vai p> 0,05.
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CHUONG 4: BAN LUAN
4.1.Xac dinh cac loai Malassezia trong bénh lang ben
4.1.1. Xac dinh cac loai Malassezia bang nudi cdy dinh danh
4.1.1.1.Két qua dinh danh bang nudi ciy.

Tir 300 miu bénh phim vay da cta bénh nhan lang ben, c6 271
truong hop ndm moc chiém 1& 90,3% (biéu d6 3.1). Nghién ciru cia
ching t6i cao hon Dutta S va cs (2002) 58,5%, Kindo AJ va cs
(2004) 68,6%, Karakas va cs (2009) 45,4%, Rasi A va cs (2010)
69,9%; thap hon Gaitanis G va cs (2006) 93,4%, Chaudhary R va cs
(2010) 96%. Tai Viét Nam, Nguyén Pinh Nga va cs di nudi cdy 75
loai Malassezia tir vay da bénh nhan lang ben, gau da dau va nguoi
binh thudng, chiing t6i khong tim thiy ¢& miu nén chua co so sanh.

Trén 271 mau nudi cdy thanh cong, chung t6i tién hanh dinh danh
duge 11 loai Malassezia: M. globosa, M. furfur, M. dermatis, M.
sympodialis, M. restricta, M. obtusa, M. slooffiae, M. pachydermatis,
M. japonica, M. equina, M. cuniculi. Két qua nay phu hop véi cac
nghién ctru trén thé gidi: Bita Tarazooie va cs (2004), Ben Salah va
cs (2005, Asja Prohic va cs (2006), Karakas va cs (2009) véi 47,7%.
4.1.1.2. Phan bo cac loai Malassezia theo dic diém chung
< Phan bo loai Malassezia theo tudi

Két qua tir biéu dd 3.2 cho thiy tit ca cac loai déu giy bénh lang
ben. Trong d6, M. globosa chiém wu thé hon vdi ty 18 36,5% & nhoém
tir 20-29 tudi. Két qua trén phu hop voi Abbas Rasi va cs (2009),
Rezvab Talaee va cs (2014); co su khac biét voi nghién ctru cta
Karakas va cs (2009).
4.1.1.3. Phan bd cac loai Malassezia ciia nudi cdy dinh danh

theo 1am sang, cin lAm sang
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% Phan bd loai Malassezia theo mau sic thuong ton

Trong nghién ctru, chiing t6i nhan thay dat nau chiém da sé véi ty
1¢ 58,3%. Dat trang, dat hong va dat hdn hop tuong duong nhau (biéu
dd 3.3). Nhitng noi khi hau tuong dong, két qua nghién ctru cua
chung t6i phu hop voi cac tac gia khac: Talaee va cs (2014) voi dat
nau chiém 50%; Karakas va cs v6i 47,4%. Chung t6i thiy rang nhiing
thuong ton c6 dat sic t6 mau nau lién quan chu yéu dén loai M.
globosa phu hgp véi Talace va cs (2014), Karakas va cs (2009),
Prohic va cs (2006).
< Phan bd loai Malassezia theo vi tri ton thwong da

Lung, nguc, bung 13 nhirng vi tri thuong xuyén thiy su xuét hién
ctia cac loai vi ndm (biéu d6 3.4). Chu yéu gip nhiéu & chi trén
(131/271 truong hop). Mit, ¢, chi chi dudi 1a nhimg vi tri it gip
hon. Vi M. globosa, vi tri giy bénh thuong gip nhat 1a lung, it gip
nhit 1a da dau, phu hop voi Ben Salah va cs (2005), Krisanty va cs
(2008), Karakas va cs (2009). Chi c6 duy nhit mot truong hop ching
t6i bit gip ton thuong lang ben do M. pachydermatis & vi tri chin
bénh nhan. Piéu nay ciing phu hop véi dic diém M. pachydermatis
t6n tai trén da dong vat va gy bénh khi lay nhiém sang ngudi.
< Phan bd loai Malassezia theo mirc d9 bénh

Chung t6i nhan thay 3 loai chu yéu (M. globosa, M. dermatis va
M. furfur) lién quan véi cac mirc d6 bénh lang ben (bang 3.9). Nhiing
loai con lai, hau nhu chi gap & muc do bénh vira, it hon & muc do
bénh nang, thdm chi c6 loai khong gip nhu M. slooffiae, M.
pachydermatis, M. japonica, M. equina, M. cuniculi. Két qua nay
tuong ddng v4i Prohic va cs.
<+ Phén bd loai Malassezia theo hinh thai nAm trén kinh hién vi
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Hau hét cac trudng hop quan sat trén KHV ¢ dang soi va té bao
nam men, lién quan M. dermatis va M. globosa chiém 82,3%, (biéu
d6 3.5). Két qua nay ciing twong duong nghién clru cia tac gia
Prohic va cs (2006) véi 97,8% [39]. M. globosa dugc phat hién thdy
nhiéu nhat v&i 40%, tiép do 1a M. dermatis, M. furfur. Day chinh Ia
dang gy bénh chi yéu cua cac loai vi nAm.

4.1.2. Xac dinh cac loai Malassezia bing PCR sequencing

Tir 300 mau bénh pham vay da bénh nhan lang ben, c¢6 179 miu
dwong tinh chiém 59,7%, x4c dinh 4 loai Malassezia bao gom: M.
globosa, M. sympodialis, M. restricta, M. cuniculi trong do M.
globosa cao nhét 73,7% (bang 3.3). Két qua nay phu hop voi Rezvan
Talaee (2014), Gaitanis (2006), Mojtaba Didehdar (2014) .

4.2. Hiéu qua diéu tri lang ben biang thudc khang nim nhém
azole

421. Sosanh tri¢u chimg lAm sang, cAn Iim sang trudc va sau diéu tri
% Mirc do bénh

Két qua trong bang 3.4, tong diém ciia mirc d6 bénh sau diéu tri 2,4
+1,3 thép hon so véi trude didu tri 4,6 + 1,5, su thay ddi ¢co v nghia
thong ké voi p < 0,001. DPbi véi cac nhom diéu tri, dd giam tong diém
ctia nhém 1 cao nhét (2,5 + 1,1), nhém 3 thap hon (2,1  0,8), nhém 2
thap nhat (2,0 + 1,0). Két qua nay tuong tu khi danh gia cac triéu ching
vay da, ngtra, hay dién tich thuong ton don 1&.

% Xét nghiém nudi cdy nAm

Bang 3.5 cho thiy xét nghiém ndm am tinh sau didu tri 1a 76,6%
giam so vai trude diéu tri co ¥ nghia thong ké p< 0,001. Nhom 1 ¢6 ti 18
xét nghiém am tinh v6i ndm sau diéu tri 1a 81,5%. Két qua nay thap hon
cua Talel Badri (91%); Fonzo va cs (100%); cao hon Fernando Monten-
Gei va cs (77%), Mehme Karakas va cs (77,5%). Nhom 2 sau diéu tri c6



25

76,3% bénh nhan am tinh v6i ndm, twong duong voi Fernando Monten-
Gei (73%); Wahab 78%, thap hon Pham Thu Hién (90%), Nguyén Vin
Hoan (77,8%), cao hon Bui Van Buc (72,7%). Nhom 3 cé ti 1& xét
nghiém nim 4m tinh 13 72,3%, thip hon Rigopoulos (81%), Di Fonzo
(100%), twong duong Shi (72%).
422. Két qua diéu tri ‘
42.2.1. Keét qua dieu tri sau 4 tuan

Sau 4 tuan, ti 1& khoi chung ctia 3 nhém dung thudc khang nam
nhom azole la 73,8% (bang 3.6). Ti 1€ d& giam 1a 26,2%, va khong co
bénh nhan nao khoéng khoi. So véi ti 1€ khoi vé mit vi sinh (xét
nghiém ndm 4m tinh), ti 1& nay thip hon (73,8% vé6i 76,6%). Nhin
chung, cac thudc nhom azole hiéu qua tét voi lang ben.
% Theo nhém diéu tri

Két qua bang 3.7 cho thdy, nhom 1 ti 1¢ bénh nhan két qua diéu tri
t6t cao nhat (79,0%), nhom 3 chiém ti 16 thdp nhat véi 71,1%, nhom 2
14 71,3%, su khac biét khong c6 ¥ nghia thong ké véi p> 0,05.
4.2.2.2.Lién quan két qua diéu tri va dic diém |am sang
< Tudi

Nhom tudi ciing c6 nhitng anh hudng nhét dinh t6i két qua diéu
tri. Theo bang 3.8 nhom tudi 10-19 ti 1& khoi thap nhét 60,0%, so véi
cac nhom khac sy khéac biét c6 y nghia thong ké véi p< 0,05.
% Mirc do bénh

Két qua bang 3.9 va 3.10, ti 18 chita khoi dbi v6i mirc d6 bénh
nhe 1a 87,5% cao hon so vai mirc d§ bénh vira-nang 69,7%. DPéi voi
mirc d6 bénh nhe, nhom 2 ¢6 hiéu qua cao nhat, con ddi vai mirc do
bénh vira-ndng, nhom 1 ¢6 hi¢u qua cao nhét.
4.2.2.3. Lién quan két qua diéu tri va loai Malassezia

Céc thudc nhoém azole déu cé tac dung tét. Vi M. globosa, ti 18
khoi 70,5% thap hon so véi cac loai con lai. P6i véi M. globosa,
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nhom 1 ¢6 ti 1& khoi cao nhat, nhom 2 thap nhat. Su khac biét khong
c¢6 ¥ nghia thong ké véi p> 0,05.

KET LUAN

1. Xac dinh Malassezia trong bénh lang ben
1.1. X4ac dinh Malassezia trong bénh lang ben bang nubi cay

- Ti 18 nudi cdy Malassezia trong bénh lang ben 90,3%, xac dinh
loai bang dinh danh c6 cai tién tim duoc 11 loai Malassezia, chiém
97,0%. Trong do6, M. globosa (42,4%); M. dermatis (17,3%); M.
furfur (14,4%).

- M. globosa gay bénh chi yéu nhom 20-29 tudi chiém 36,5%

- M. globosa phan bd hau hét dat thwong ton va cac vi tri trén co thé
voi hinh thai cha yéu dang soi va té bao ndm men (42,2%).
1.2. X4c dinh Malassezia trong bénh lang ben bang PCR sequencing
- Ti 1€ PCR sequencing Malassezia tir vay da 1a 59,7%, ti 1& dinh
danh Malassezia 1a 91,0% vé&i 4 loai sau: M. globosa (73,7%),
M. restricta (11,7%), M. sympodialis (5,0%), M. cuniculi (0,6%).
2. Hiéu qua diéu tri lang ben bing thudc khang nAm nhém azole
2.1. Két qua diéu tri chung theo 3 nhém diéu tri
- Sau diéu trj 4 tuan, tong diém mirc do bénh va ti 16 Malassezia gay
bénh déu giam so véi trude didu tri, co y nghia théng ké.
- Ti 1& khoi hoan toan sau 4 tuan diéu tri thudc khang ndm nhom
azole la 73,8%. Ti 1€ d& giam 26,2%, khong c6 bénh nhan khong
khoi.
- Két hop fluconazole va dau goi ketconazole ¢ ti 1¢ khoi 79,0% cao
hon udng itraconazole va tim goi ketoconazole (71,3% va 71,1%).
2.2. Két qua diéu tri theo dic diém lAm sang
- Két hop fluconazole va dau gbi ketconazole hiu qua tbt véi thoi
gian bi bénh trén 3 thang (82,4%), mirc d6 bénh vira-nang (75,8%).
- Udng itraconazole higu qua tot v6i thoi gian bi bénh dudi 3 thang
(76,5%), mirc d6 bénh nhe (90,0%).
- Tam goi ketoconazole it higu qua voi thoi gian va mirc d bénh.
2.3. Két qua diéu tri theo loai Malassezia
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- M. globosa c¢6 ti 1& dap ung voi thuéc khang nam nhém azole la
70,5% thap hon cac loai con lai. Két hop fluconazole va dau goi
ketconazole c6 hiéu qua tt vai M. globosa (77,8%).

KIEN NGHI

Tir két qua trén chung toi xin kién nghi:

- Xac dinh Malassezia giy bénh lang ben can xét nghiém tién hanh
xét nghiém truc tiép va nudi cay dinh danh loai.

- Phuong phap két hop duong udng bang Fluconazole va tim goi
toan than Ketoconazole rat hiéu qua, thuan tién va kinh té cho

bénh nhan lang ben.
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PREFACE

Malassezia spp. is lipophilic yeast which is of the normal
cutaneous commensal flora on humans and animals. In 1953, Robin
detected this fungus from lesion of pityriasis versicolor. Then, in
1874, Malassez named Malassezia furfur. Currently, based on
morphology, biology and ultrastructure, Malassezia genus includes
14 species, in which M. globosa, M. furfur, M. sympodialis are the
most common ones. Malassezia species can be encountered at any
age, gender, geographic region and climate. Symptoms of Malassezia
fungal diseases include pityriasis versicolor, seborrheic dermatitis,
atopic dermatitis, Malasseziafolliculitis, psoriasis, even skin cancer.
Recently, there have been reports of Malassezia species that cause
systemic disease and blood infections.

Pityriasis versicolor is a common disease, in all parts of the
world, especially in tropical countries (18% of the population), cold
countries (0.5% of the population). M. globosa is the most prevalent
specie. Although the disease is not life-threatening, it affects the
aesthetics, psychology and quality of life of patients. Detecting
pathogenic is an important step and assessing the sensitivity of the
antifungal drugs, in order to choose effective treatment method.
Malassezia has been found, with techniques such as wood light,
direct examination, culture, PCR sequencing. Malassezia culture is
commonly used as a 'gold standard’. However, the fungus does not
grow in a simply agar that requires special conditioning and olive oil
with appropriate proportions. In Vietnam, some laboratories are using
direct microscopy with 20% KOH. However, the fungus having a
variety of shapes and sizes are very particularly difficult cases to



identify and easy to miss. At The National Hospital of Dermatology
and Venereology, the first time, modified culturing techniques and
PCR sequencing have been successfully used to identify Malassezia
species.

Aims of treatment pityriasis versicolor are (1) fungal growth
inhibition, (2) reducing symptoms, (3) preventing recurrence. The
azole antifungal drugs including ketoconazole, fluconazole and
itraconazole are the first line. There are 3 applied methods as topical
antifungal, oral antifungal or combination. Topical antifungalis used
when the lesions are localized, the patient may have missed the lesion
and some problems such as burns, applied many times a day.
Systemic antifungal can be expensive and has toxic on kidney, liver
function, especially with impaired immune function

Therefore, we carry out: "Identification of Malassezia spp. From
pityriasis versicolor and efficacy treatment with azoles antifungal"
with the two objectives:

1. Identification of Malassezia species frompityriasis versicolor at
National Hospital of Dermatology and Venereology from January
2016 to December 2016

2. Assessment of the efficacy of treatment of pityriasis versicolor
with azole antifungal.

NEW CONTRIBUTIONS OF THE THESIS
The dissertation has produced good, reliable and practical results.

It was the first study in Vietnam to successfully apply modified
culturing technique and PCR sequencing to detect Malassezia species
from a very common disease. Identification of Malassezia spp. from

pityriasis versicolor by culture: high growth-rate: (90.3%), the
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detection rates is 97.0%, including 11 species: M. globosa (42.4%);
M. dermatis (17.3%), M. furfur (14.4%). M. globosa is the most
prevalent species in the 20-29 group 36.5%, in hyphae and yeast cells
(42.2%). Identification of Malassezia spp. from pityriasis verrsicolor
by PCR sequencing: the desmonstrated positive bands is 59.7%, the
detection rates is 91.1%, including 4 species: M. globosa (73.7%), M.
restricta (11.7%), M. sympodialis (5.0%), M. cuniculi (0.6%).
Treating pityriasis versicolor with azole antifungal drugs: after 4
weeks the cure rate is 73.8%, the improvement rate is 26.2%. Most
patients have improvement in treatment. Combined therapy with
fluconazole and ketoconazole gives the highest cure rate (79.0%),
followed by oral itraconazole 71.3%, and ketoconazole (71.1%). The
difference is not statistically significant. Azole drugs are highly
effective with M. globosa (76.3%), M. furfur (83.8%), poor efficacy
with M. dermatis (61.4%).

STRUCTURE OF THE THESIS

The thesis is thick, because of not including appendices and
references, There are 4 chapters, 35 chapters, 7 chapters, 2 diagrams,
22 illustrations, 110 reference materials (Vietnamese 10, English
100) and appendices. The thesis composition includes: 2- page issue,
40- page overview, 21- page objective and method of research, 30-
page result, 30-page discussion, 2- pages conclusion:, 1- page
proposal, 1- page contribution and 6 articles related to dissertation
have been published.
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CHAPTER 1: DOCUMENT OVERVIEW

1.1. Malassezia yeast
1.1.1. History

In 1874, Malassez described the pathology of pityriasis vericolor
(PV) which had hyphae and spores, the characteristic “’spaghetti and
meatballs” apperarance, named Malassezia furfur. Today, the genus
Malassezia includes 14 liphophilic species.

1.1.2. Characteristics of Malassezia species

Malassezia spp. is lipophilic yeast which is of the normal
cutaneous commensal flora on human and animals.Malassezia spp. is
lipophilic yeast which is of the normal cutaneous commensal flora
on humans and animals.

1.1.3. The role of Malassezia in skin disease

Malassezia yeats are living on the microflora humans, causing
diseases if having risk factors. Malassezia yeasts are adapted by
producing enzym that includes 8 types of lipase and 3 types of
phospholipase. Concurently, synthesis of some biologically active
substances such as indole and active through the hydrocarbon
receptor (AhR) which concentrates on epidermis.

1.1.4. Malassezia and disease

- Pityriasis versicolor, Seborrheic dermatitis, Atopic eczema,
Malassezia folliculitis, Onychomycoses, Malassezia species in
systemic disease and blood infection.



1.2. Pityriasis versicolor
1.2.1. Background
1.2.1.1. Epidemiology in the world and Vietnam

PV is the common disease which affects individuals worldwide
but at much higher percentage in tropical climates, in the 20-29 age
group, males than females, with rates of 5-8% of the population.
1.1.2.2. Factors related to PV
1.2.2. Pathophysiology

M. globosa is the most causative organisms of PV. M. globosahas
enzym MgLip2, carbonic anhydrase (MgCA). M. furfur has enzym
MfTam1l. M. sympodialis has 1—6-B-D-glucan on cell membrane.
1.2.3. Identification of Malassezia species from PV
1.2.3.1. Direct examination

Direct microscopic examination of samples from the affected
area using potasium hydroxide (KOH) with contrast stain which
includes Parker™ blue black ink and calcifluor white.
1.2.3.2. Culture

The media cultured includes: Sabouraud agar, m-Dixon agar,
Leeming- Notman agar. ldentification uses Catalase, Tween 20,
Tween 40, Tween 60, Tween 80, Cremophor EL, beta Glucosidase
and growth at32 °C, 37 °C, 40 °C, Chromoagar Malassezia.
1.2.3.3. Molecular techniques and PCR

Molecular techniques applied in identification have many
methods in which include PCR sequencing.
1.2.3.4. Other methods



1.2.4. Clinical symptoms and diagnosis
1.2.4.1. Clinical symptoms

Multiple hypopigmented and hyperpigmented macules; these
may coalesce into large, irregular patches, arc or oval 1-3 cm, and
have a fine scaly appearance which can become obvious by
stretching the skin, located in the sebum- rich body areas such as the
face, chest, back and upper arm. Some patients complain of pruritus
and tingling sensation.
1.2.4.2. Type of clinical

By hypopigmented, by hyperpigmented,byerythermatous, by
location, by age, by unsual, by form, by follicular inflammation.
1.2.4.3. Definite diagnosis

Based on clinical symptoms and paraclinical
1.2.4.4. Differential diagnosis

Pityriasis alba, postinflammatory hyperpigmentation, vitiligo,
leprosy type |, seborrheic dermatitis, pityriasis rosea, tinea corporis,
syphilis 11, psoriasis, folliculitis due to other causes.
1.2.5. Treatment
1.2.5.1. Health education

Health education is mainly the guide for patients understanding
that PV is fungal infection, chronic progression, recurrs easily.
1.2.5.2. Topical treatment

Use of active keratolytic with salicylic acid (salicylic acid),
soaping with salicylic acid and sulfur, changing the pH of the skin.
1.3.5.3. Systemic treatment

Azole antifungal drugs: Ketoconazole, Fluconazole,
Itraconazole



Opinion treatment:first line:itraconazole 200mg/day x 7 days.
Second line: ketoconazole 2% shampoo, fluconazole 300 mg/week x
2 weeks. Combining topical and systemic antifungal have good
efficacy.

1.2.6. Malassezia and pityriasis versicolor
1.2.6.1. Malassezia related with clinical characteristics

With M. globosa, the site of the disease is mainly the back and
scalp. M. furfur and M. dermatis cause disease at the back of the
chest, less scalp.
1.2.6.2. Malassezia related with azole antifungal drug

Fluconazole has the variable of MIC50 and MIC90 which is
higher than other azole such as itraconazole, ketoconazole.

CHAPTER 2: SUBJECTS AND METHODS

2.1.Subjects
2.1.1. Subject for object 1
+« Criteria of patient selection

Patients had clinical diagnosis is pityriasis versicolor. Direct
microscopic examination is positive. Patients with all ages, not using
antifungal drugs, keratolytic agents in 7 days, agreed participant.
+«+ Criteria of patient exclution

Patients used antifungal drugs, keratolytic agents within 7 days,
not agreed participant.
2.1.2. Subject for object 2
+«» Criteria of patient selection



Patients with pityriasis versicolor had direct microscopy
examination positive: >16 years old, using antifungal drugs,
keratolytic agents, adherence, agreed participant.
¢ Criteria of patient exclution

Patients who are pregnant or are breastfeeding, using antifungal
drugs, keratolytic agents within 7 days, allergic to fluconazole,
ketoconazole, itraconazole, have signs of heart, liver or lung severe
diseases, with imunodeficiency (HIV/AIDS, diabetes, immune
suppressant medication...)
2.2.Place and time of study
+» Place of study

Outpatient department and Microbiology department in National
Hospital of Dermatology and Venereology; Laboratory department in
National hospital of Tropical diseases.

«» Time of study

Duration: from 01/2016 to 12/2016.
2.3. Materials
2.3.1. Materials for object 1

¢+ Materials for clinical examination

Magnifer, Dermascopy, wood lamp

+«» Materials for direct microscopy examination

20% KOH mount, Parker™ ink blue black stain

¢+ Materials for culturing

SDA, m- Dixon, Catalase, Ceremophor, Urease, TE, Esculin,
Tween 20, Tween 40, Tween 60, Tween 80, Chromagar Malassezia

++ Materials for PCR sequencing

Materials for PCR: GenAmp PCR System 9700 AB machine
(Applied Biosystems, USA); Wealtec Corp Model MD-20 machine



(USA); gel Geldoc machine(Biorad, USA); Materials for
sequencing: Big Dye X Terminator (USA)
2.3.2. Materials for object 2

Drugs: Salgad® (Fluconazole)tablet, 150mg: Licensed in
VietNam by decision No VN-3274-07; produced by An Phu Ltd.
Spobet® (Itraconazole)tablet, 100 mg: Licensed in VietNam by
decision No VN-14580-12; produced in Romania. Dezor® shampoo
(Ketoconazole 2%) 60 ml: Licensed in VietNam by decision No
VN-13169-11; produced in Malaysia.
2.4.Methods
24.1. Method for object 1
2.4.1.1.Method

Cross-section
2.4.1.2. Sample size

Sample size is estimated according to the following sample size
calculator:

_pl-p)
N=2%.wX ~ 7
(pe)
n: sample size
a:Probability of type 1 error (o= 0,05) — Z 1-0/2 = 1,96.
p: Ratio of the positive culture in patients with PV who had direct
microscopy examination positive p=0,8

¢: Relative value (=0,06)
Result: n= 267 - The minimum sample size is 267.

2.4.1.3. Technique for object 1
% Technique: direct microscopy with 20% KOH mount+ Parker™
blue black ink (1:2) and the collected scrapings with scotch tape
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(blunt knife)

«» Culturing technigue and identification

+» Technique PCR sequencing

2.4.2. Methods for object 2

2.4.2.1. Methods for object 2

Cross-section, comparison before and after treatment

2.4.2.2.Sample size

Sample size is estimated according to the following sample size
calculator:

n: sample size

a: Probability of type 1 error (0. =0,05) — Z 1-0/2 = 1,96.

f: Probability of type 2 error — Z 1-f = 1,28.

p: ratio of cure treatment p= 0,7

¢: Relative value (=0,09)

Instead of the sample size calculator: n-1,96%x 0,7(1-0,7)/(0,7x0,08)=
203,26-> The minimum sample size is 204.

2.4.2.3. Techique for object 2

- We randomly split PV patient into 3 groups: Groups 1 will be
treated with oralllySalgad® (Fluconazole) 300mg/a week, a regimen
including shower byDezor® gel (Ketoconazol 2%) twice a week;
duration: 2 weeks. Grooup 2 will be treated with orallly Spobet®
(itraconazole) 200mg /day x 7 days; Group 3 will be treated with
shower Dezor® gel (Ketoconazol 2%) daily x 2 weeks.

- Assess the result: Assess the clinical symptoms and culturing afer 4 weeks.
2.5. Evaluation criteria
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2.5.1. General characteristic
- Age, sex, geography
2.5.2. Clinical characteristics

Duration of disease, histology of PV lesions, pruritus, scale, color
lesions, site of lesions, degree of disease, direct examination.
2.5.3. Evaluation criteria for object 1
- ldentifying Malasseziaby culturing: ratio of culturing,
distribution of Malassezia species, distribution of Malassezia with:
age, sex, geography, duration of disease, history of PV lesions, color
lesions, site of lesions, direct examination.
- ldentifying Malassezia by PCR sequencing :Distribution of
Malassezia species; distribution of Malassezia species with age, sex,
geopraphy.
- Comparing the result of culturing technique and PCR
sequencing
2.5.4. Evaluation criteria for object 2
- Evaluating the change of clinical symptoms: prutius, scale,
color lesions, are lesions, total score degree of disease, culture.
- Evaluating treatment result by degree of disease and culture

2.6.Data processing:

The data are processed and analysed by using Epilnfo
software,SPSS 23.0. Descriptive statistics: Frequently, percentage is
presented in the form of table and diagram. Statistical analysis: Use y
2 and RR at 5% significance, confidence intervals (Cl) 95% to
measure differences in the relationship of results, fisher test with
variable < 5. Using One-Way-ANOVA to compare average scores of
degrees of disease after 4 weeks of treatment.
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2.7. Research ethics

Proposal of the research was put forward by the Council of PhD
proposal of Hanoi Medical University. Patients are explained and
agreed to voluntarily participate in the study. The procedure of
examination does not harm the patient. This is routinely tested and
approved by National Hospital of Dermatology and Venereology. All
object information is kept secret through the computerized system.
2.8.Limits of the study

Our study is first conducted in Vietnam, but in a place, so no
reflection of distribution of Malassezia and epidemiology of PV.
We evaluated the treatment result after 4 weeks, did not allow
follow-up the recurrence after 3 months to 1 year.

CHAPTER 3: RESULTS

3.1.1dentification of Malassezia from pityriasis versicolor

300 patients with PV had 271 people who conform criteria of
patient selection
3.1.1. Identification of Malassezia species isolated by culture
3.1.1.1. Culturing result from skin scale

9.7%

B Growth

Mo growth

Fig. 3.1. Culturing result from skin scale
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Tab. 3.1. Distribution of Malassezia species by culture

Malassezia species n %

M. globose 115 42.4
M. furfur 39 14.4
M. dermatis 47 17.3
M. sympodialis 13 4.8
M. restricta 12 4.4
M. obtuse 16 5.9
M. slooffiae 5 1.8
M. pachydermatis 1 0.4
M. japonica 11 4.1
M. equine 3 11
M. cuniculi 1 0.4
Malassezia spp. 8 3.0
Total 271 100

3.1.1.2. Distribution of Malassezia species isolated according to
general characteristics, clinical, subclinical
There were 271 samples from 271 patients with PV result:

100%
- = = B
800/0 3 | g |

0%

60%
oo, - 13.9
40%
30%
20% 39.1 486
10%

0%

<10 10-19 20-29 30-39 40-49 »50
. giokbosa M furfur M dermatis M. sympodialis
. resthcta i obtuss m . slooffiae m\f pachydermatis
u\f. japonica u . equing M cuniculi m Walzssezia spp.

Fig. 3.2. Distribution of Malassezia species isolated according to
group of ages
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site of lesions



15

Yeast cell 2%
o | SR

|
Hyphae-+yeast cell |M

0%
50%
100%

m M. globosa u M. furfur M. dermatis
M. sympodialis u M. restricta = M. obtusa
M. sloo_ffiae M. pac_hyd_ermatis M. japonit_:a

Fig. 3.5. Distribution of Malassezia species isolated according to
direct examination

3.1.2. Identification of Malassezia isolated by PCR sequencing

From 300 samples of 300 patients, the result of PCR is positive
with 179 samples, with ratio of 59,7%.
Tab. 3.2. Ditribution of Malassezia species by PCR sequencing

Malassezia species n %
M. globosa 132 73.7
M. sympodialis 9 5.0
M. restricta 21 11.7
M. cuniculi 1 0.6
Malassezia spp. 16 9.0
Total 179 100
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3.1.3. Comparing result of Malassezia species isolated by
culturing and PCR sequencing

Tab. 3. 3. Comparing result of Malassezia species by culturing
and PCR sequencing

Culture
Total
Positive Negative
PCR Positive 167 12 179
sequencing
Negative 104 17 121
Total 271 29 300

Comments: The ratio of identification positive of both technique was
167/300; of culturing was 271/300 and of PCR sequencing was
179/300.
3.2. Efficacy of treatment by azole antifungal drugs

271 patients (10 patients not conforming criteria of patient
selection; 17 with no re-examination and no adherence), so 244
patients: Group 1 with 81, group 2 with 80, group 3 with 83.
3.2.1. Demographic data of the patients

The age of patient in group 1, group 2, group 3, group total was
30.4£10.5; 29.949.3; 29.4+9.4; 29.9+9.7, respectively. The ratio of
degree of patient with moderate is 65.4%.
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3.2.2. Comparing clinical and subclinical symptoms at baseline, 4

weeks
Tab. 3. 4. Comparing total score of degree of disease at baseline,
4 weeks
Degree of | Group1 | Group 2 | Group3 | General
disease | (n=81) | (n=80) | (n=83) | (n=244) | "
p12>0,05
Baseline | 47+15 | 45+16 |46+14 | 46+15 | P00
P23>0,05
P12>0,05
bweeks | 22+12 | 25+14 |25+12 | 24413 | P00
P23>0,05
P1.<0,05
Reduction | 25+1.1 | 20+1.0 [ 21+08 | 2.2+1.0 | ps>0,05
P23>0,05
p <0.001 <0.001 <0.001 | <0.001
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Tab. 3. 5. Comparing culture at baseline and 4 weeks

Group 1 | Group 2 | Group 3 | General p
Culture n| % |n| % | n| % n %
Positive | 81| 100 | 80 | 100 | 83 | 100 | 244 | 100 | P=>0-05
Baseline _ p15>0.05
Negative | 0 0 0 0 0 0 0 0
.- p23>0.05
Positive | 15| 18519 |23.7 |23 |27.7| 57 | 234
4 weeks
Negative | 66 | 81.5 | 61 | 76.3 | 60 | 72.3 | 187 | 76.6
Total 81| 100 | 80 | 100 | 83 | 100 | 244 | 100 --
P <0,001 | <0.001 | <0.001 <0.001 --

Comments: After 4 weeks, ratio of positive culturing is 23.4% lower
baseline (100%). the difference is statistically significant with p <

0.001.
3.2.3. Result

Tab. 3. 6. Treatment result after 4 weeks
Result n %
Cure 180 73.8
Improvement 64 26.2
No improvement 0 0
Total 244 100

Comments: After 4 weeks,the cure rates is 73.8%, no patient has no cure.
Tab. 3. 7. Treatment results according to 3 groups

Groupl | Group2 | Group3 | General
Treatmentresult | n | % | n| % | n | % n %
Cure 64 | 79.0 |57 | 71,3 |59 | 71,1 | 180 | 73,8
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Improvement 17 | 21.0 | 23 | 28,8 |24 | 289 | 64 | 26,2
Total 81 | 100 |80 | 100 |83 |100 | 244 | 100
p >0.05 --
Tab. 3. 8. Treatment results according to ages
Result 10-19 20-29 30-39 40-49 >50 Total
n| % |(n|%|n| % |n| % |n|%|n| %
Cure 12160.0| 88 |71.5(50({73.5{21{91.3| 9 |90.0(180|73.8
Improvement| 8 |40.0| 35 |28.5|18|265| 2 | 8.7 | 1 |10.0| 64 |26.2
Total 20| 100|123 | 100 | 68| 100 | 23| 100 |10 | 100 | 244 | 100
p <0.05 --
Tab. 3. 9. Treatment results according to mild degree of disease
Treatment | Group 1 | Group 2 | Group 3 | General p
Cure 1189|190 (1|82 |4] 87 | p>00
715 |8 0 (4| 4 |9 5 5
¢ 5 0 6 5 5
p23>0.0
5
Total 1/100| 2 |100 | 1 |100 | 5 | 100 -
9 0 7 6

Comment: Group 2 has the highest cure rate : 90.0% , group 3 has the
lowest cure rate: 82.4%, the difference is not statistically significant, p

>0.05.

Tab. 3.10. Treatment results according to moderately- sereve degree of

disease
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Treatment | Group | Group | Group | General p
result 1 2 3
ni % | n| % | n| % n %
Cure 4 | 75. | 3|65 | 468 | 13| 69. | p»>0.0
7 8 9 0 5 2 1 7 5
Improvemen p:15>0.0
t 1|24 |2 ) 3. | 2| 31 57 30. 5
5/ 2 [1] 0 |1] 8 3 | ps>0.0
5
Total 6 6 6 18 -
5 100 0 100 6 100 3 100

Comment: Group 1 has the highest cure rate: 75.8% , group 2 has the lowest
cure rate: 65.0%, the difference is not statistically significant, p >0.05.

Tab. 3. 11. Treatment results according to M. globosa

M. globosa Other Total
Treatment result n % n % n %
Cure 74 705 | 106 | 76,5 | 180 | 73.8
Improvement 31 29.5 33 23.7 64 26.2
Total 105 | 100 | 139 | 100 244 100
P >0.05 --

Comments: The cure rate of M. globosa is 0.5%, the difference is not
statistically significant with p>0.05.

Tab. 3. 12. Treatment results according to 3 groups

Treatment | Group 1 | Group 2 | Group 3 | General p
result ni % |n| % [n| % [n| %
Cure 2 |77 2162 [ 272 [ 2|77 | pr>00
8 8 5 5 1 4 8 8 5
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Improvemen P13>0.0
22. | 1 | 37. 27. 22. 5
t
8 2 5 5 8 6 8 2 P23>0.0
5
Total 3 4 3 3 -
6 100 0 100 0 100 6 100

Comments: Group 1 has the highest cure rate: 77.8% , group 2 has
the lowest cure rate: 62.5%, the difference is not statistically
significant, p >0.05.

CHAPTER 4: DISCUSSION

4.1.1dentification of Malassezia species from pityriasis versicolor
4.1.1. Identification of Malassezia species isolated by culture
4.1.1.1. Culturing result

From 300 specimens of skin scales, the growth rate is 271
(90.3%) (Figure 3.1). Our study has higher growth rate than that of
Dutta S et al. (2002) 58.5%, Kindo AJ et al. (2004) 68.6%, Karakas
et al. (2009) 45.4%, Rasi A et al. 69.9%; lower ones than that of
Gaitanis G et al (2006) 93.4%, Chaudhary R et al. (2010) 96%. In
Vietnam, Nguyen Dinh Nga et al. found 75 Malassezia species from
scale, dandruff and volunteer, we did not find the sample size, so
there is no comparison.

On 271 colonies, we identified 11 Malassezia species included:
M. globosa, M. furfur, M. dermatis, M. sympodialis, M. restricta,
M. obtusa, M. slooffiae, M. pachydermatis. M. japonica,
M. equina and M. cuniculi. Our findings are in accordance with other
researches in the world: Bita Tarazooie et al. (2004), Ben Salah et al.
(2005, Asja Prohic et al. (2006), Karakas et al. (2009) with 47.7%.
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4.1.1.2. Distribution of Malassezia species isolated according to
general characteristics, clinical and subclinical.

The results from Figure 3.2 show that all Malassezia isolated
causing PV. In particulars, M. globosa is present at 42.4%, most
commonly in the 20-29 age group (40.0%). The results are similar to
Abbas Rasi et al. (2009), Rezvab Talaee et al. (2014). There is a
difference with Karakas et al. (2009).

«» Distribution of Malassezia species isolated according to color
of lesions

In the study, we found that 58.3% is brown in color, while the
majority is white, pink, and both (Figure 3.3). In similar climates, our
findings are the same as other authors: Talaee et al. (2014) with 50%
brown; Karakas et al., 47.4%. Our study found that the
hyperpigmented lesions are related to M. globosa in accordance with
Talaee et al. (2014), Karakas et al. (2009), Prohic et al. (2006).

« Distribution of Malassezia species isolated according to
location of lesions

Back, chest, and abdomen are frequent sites for the appearance of
fungal species (Figure 3.4); Mainly found in the upper extremities
(131/271 cases). Face, neck and lower extremities are the less
common sites. For M. globosa, the most common pathogenic site is
at the back, which is the least common one, in the scalp, in
accordance with Ben Salah et al. (2005), Krisanty and cs (2008),
Karakas et al. (2009). There was only one case where we caught the
lesion caused by M. pachydermatis in the leg. M. pachydermatis that
exists on animal skins and causing disease when it is transmitted to
humans.



23

+« Distribution of Malassezia species isolated according to direct
examination

In our study (Figure 3.5), most cases were observed on hyphae
and yeast cells, with M. dermatis and M. globosa (82.3%). This result
is similar to Prohic et al. (2006) with 97.8%. M. globosa is found at
many location of lesions with 40%, followed by M. dermatis, M.
furfur.
4.1.2. ldentification of Malassezia species isolated by PCR
sequencing

Of the 300 sample, the desmonstrated positive bands is 179
(59.7%). After comparing the Malassezia gene bank, the detection
rates is 91.0%, including 4 species: M. globosa (73.7%),
M. restricta (11.7%), M. sympodialis (5.0%), M. cuniculi (0.6%),
in which M. globosa has the highest rate 73.7% (table 3.3). The
result is the same as Rezvan Talaee (2014), Gaitanis (2006),

Mojtaba Didehdar (2014).
4.2.Efficacy of treatment by azole antifungal drugs
4.2.1. Comparing clinical and subclinical symptoms at baseline,
4 weeks
+«+ Degree of disease

The results obtained in Table 3.4, the total score of the degree of
disease level is 2.4 £ 1.3 lower than before treatment 4.6 £ 1.5, the
change is statistically significant with p < 0.001. For treatment
groups, the highest reduction in group 1 (2.5 + 1.1), lower in group 3
(2.1 £ 0.8), the lowest is group 2 (2.0 + 1.0). This finding is similar to
assessing scaly skin, itching, or single lesion area.
« Culture
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Table 3.5 shows that after treatment the culturing growth is
76.6% lower than before treatment with a statistically significant p
<0.001. Group 1 has a negative prevalence of 81.5%. This result is
lower than Talel Badri (91%); Fonzo et al. (100%); higher than
Fernando Monten-Gei et al. (77%), Mehme Karakas et al. (77.5%).
After treatment group 2 had 76.3% of patients negative, the
equivalent of Fernando Monten-Gei (73%); Wahab 78%, Pham Thu
Hien (90%), Nguyen Van Hoan (77.8%), and Bui Van Duc (72.7%).
Group 3 has a negative examination rate of 72.3%, lower than
Rigopoulos (81%), Di Fonzo (100%), equivalent to Shi (72%).

4.2.2. Result

After 4 weeks, the cure rate is 73.8% (Table 3.6). The
improvement rate is 26.2%, and no patients have no cure. Compared
with the rate of microbiological cure rate (negative test), this rate is
lower (73.8% as 76.6%). In patients with negative tests, there is still a
small proportion of the degree of disease does not decrease or
decrease less. However, in general, the azole is highly effective in
treatment of PV.
4.2.2.1. Efficacy treatment with clinical and subclinical
% By group

The results presented in Table 3.7 show that group 1 has the
highest number of patients who were cured (79.0%); group 3 has the
lowest with 71.1%; group 2 is 71.3%, the difference is not statistically
significant among groups with p> 0.05.

« By age

Age groups also have a definite effect on the outcome. As
indicated in Table 3.8, 10-19 has the lowest cure rate (60.0%),
compared with the other groups. This difference is statistically
significant with p <0.05.
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«» By degree of disease

The results obtained in Table 3.9 and 3.10 show that mild degree
of disease has the rate cure which is higher than the moderate-severe.
For mild, group 2 is the most effecitive, so for moderate-severe,
group 1 is the most effective.
4.2.2.2. Efficacy treatment with Malassezia species

For Malassezia, azole drugs are effective. With M. globosa, the
recovery rate in Table 3.10 is 70.5% lower than that of other species,
but the difference is not statistically significant at p> 0.05. Thus, for
the M. globosa, group 1 has the highest effective, group 2 has the
lowest effective, the difference is not statistically significant with p>
0.05.
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CONCLUSION
1. Identification of Malassezia species from pityriasis versicolor

1.1. Identification of Malassezia species by culture

- The growth rate is 90.3%; the detection rate is 97.0%, including 11
species: M. globosa (42.4%), M. dermatis (17.3%), M. furfur (14.4%).

- M. globosa is the most prevalent species in the 20-29 group 36.5%,
in hyphae and yeast cells (42.2%)

1.2. Identification of Malassezia species by PCR sequencing

- The desmonstrated positive bands is 59.7%, the detection rates is
91.0%, including 4 species: M. globosa (73.7%), M. restricta
(11.7%), M. sympodialis (5.0%), M. cuniculi (0.6%)

2. Efficacy of treatment by azole antifungal drugs

2.1. Results

- After 4 weeks, total point of degree of disease and the rate finding
Malassezia has reduced significantly

- The cure rate after 4 weeks treatment by azole drugs is 73.8%. The
improvement rate is 26.2%, no patient has no cure

- Group 1 has the highest cure rate (79.0%), followed by group 2
(71.3%), and group 3 (71.1%)

2.2. Efficacy treatment with clinical

- Combined therapy with fluconazole and ketoconazole has the
highest effective rate with duration of disease from zero to 3 months
(82.4%), degree of disease from moderate to severe (75.8%).
Itraconazole has the highest effective rate with duration of disease
over 3 months (76.5%), mild degree disease (90.0%)

2.3. Efficacy treatment with Malassezia species

M. globosa responses to azole drugs: 70.5%, which is lower than
other species. Combined therapy with fluconazole and ketoconazole
has the highest effective rate with M. globosa (77.8%).
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SUGGESTION
From results we recommend:
- Identification of Malassezia spp. from pityriasis versicolor should
use direct and culturing microsopy examination.
- Combined therapy with fluconazole and ketoconazole has the
highest cure rate.





