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D3t van dé: Nam men 13 tdc nhan gay bénh quan trong & ngudi, dic biét bénh do Candida spp. 13 bénh
phé bién. Nghién clru cla chung téi dugc tién hanh trén 121 ching ndm men phan 1ap dugc tir 103 bénh
nhan thudc Bénh vién Truwdng Pai hoc Y Dugc Hué va Bénh vién Trung wong Hué tir 1/2013 - 6/2014. Muc
tiéu: Dinh danh loai mot s6 chiing ndm men phan lap dwoc tir cdc bénh nhan duoc chadn doan nhiém nam
néng hodc ndm sau. Phwong phap nghién clru: Ching téi dp dung k§ thuat khéi phd MALDI - TOF (Maldi Tof
Mass: Matrix-assisted laser desorption/ionization Mass Spectrometry), két hop v&i ki thuat PCR va giai trinh
tu gen dé dinh danh loai vi nAm. K&t qua: Cé 121 chling ndm phan lap duoc, trong d6 C.albicans 43,80%,
C.tropicalis 17,36%, C.parapsilosis 11,75%, C.glabrata 7,44%, C.orthopsilosis 4,96%, C.metapsilosis 0,83%,
C.krusei 3,31%, C.norvegensis 0,83%, C.guilliermondii 0,83%, C.digboiensis 2,48%, C.famata 1,65%, C.blankii
0,83%, C.mesorugosa 0,83%, Geotrichum capitatum 1,65%, Trichosporon asahii 1,65%. K&t luan: Trong
nghién cru clia chung téi ty 1é C.albicans, C.non albicans va cac ndm men khac lan luot 1a 43,80%, 47,9% va
3,3% (gbm Geotrichum capitatum va Trichosporon asahii). Trong d6 moét sé loai Candida non albicans hiém
gap nhu: C. orthopsilosis, C.metapsilosis, C.norvegensis, C.digboiensis, C.blankii, C.mesorugosa.
Tir khéa: ndm men, Candida sp, kj thudt khéi phé MALDI - TOF.
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Background: Yeasts are important opportunistic pathogen in human, in which Candida spp. are the most
common causative agents. This study was carried out on 121 yeast strains collected from 103 patients in
Hue University Hospital and Hue Central Hospital from January 2013 to June 2014. Objective: To identify
yeasts species from systemic mycoses and superficial mycoses. Methods: We applied MALDI - TOF Mass
Spectrometry techniques, PCR and DNA sequencing to detect yeasts species. Results: There were 121
yeast strains collected, in which C.albicans 43.80%, C.tropicalis 17.36%, C.parapsilosis 11.75%, C.glabrata
7.44%, C.orthopsilosis 4.96%, C.metapsilosis 0.83%, C.krusei 3.31%, C.norvegensis 0.83%, C.guilliermondii
0.83%, C.digboiensis 2.48%, C.famata 1.65%, C.blankii 0.83%, C.mesorugosa 0.83%, Geotrichum capitatum
1.65%, Trichosporon asahii 1.65%. Conclusions: In our study, the prevalences of C.abicans, C.non albicans
and other yeasts species were 43.80%, 47.90% and 3.30% respectively. We reported some rare species of
Candida non albicans, including C. orthopsilosis, C.metapsilosis, C.norvegensis, C.digboiensis, C.blankii, and
C.mesorugosa.
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1. DAT VAN DE

N&m men gy bénh phd bién cho ngudi gom
cac gidng Candida, Cryptococcus. Ngoai ra mot
s6 gidbng ndm men khac cling cé thé cé vai trd gay
bénh & ngudi bao gdbm Rhodotorula, Malassezia,
Trichosporon... [15]. Trong céc gidng ndm men nay
thi giéng Candida 13 gidng gay bénh phd bién nhat
[4,8,15]. V& mat bénh sinh, & ngudi khde manh mét
s6 loai Candida spp. c6 thé séng hoai sinh & mot s
v tri clia co thé va trd thanh tac nhan giy bénh trong
mot s6 diéu kién thuan loi nhat dinh [15]. Bénh ly &
ngudi do ndm Candia spp. rat da dang, bénh cé thé
13 cdc thé bénh ndm ndng nhu viém am dao - 4m ho,
viém da, viém quanh mdng - viém mong, viém giac
mac, viém 6ng tai... cho dén cac thé bénh nam sau
xam |1an nhu viém phdi, viem ndi mac co tim, nhiém
trung huyét...[15]. Candida spp. 1a tdc nhan gay
nhiém trung huyét phé bién, x&p thir 4 trong 10 tac
nhan vi sinh vat gay nhiém trung huyét phd bién nhat
@ bénh nhan diéu trij tai cac don vi chdm séc tich cuc
[4,8,12], va nhiém Candida spp. xaAm |an & cac bénh
nhan véi cdc bénh ly nang d3 1am tang ty 1é tlr vong
cling nhu tang chi phi diéu tri [4,9]. Sy da dang trong
bénh nguyén cla bénh thudc giébng ndm Candida va
sw khac nhau trong dap (ng didu tri vdi thudc khang
nam d3 lam cho viéc diéu tri bénh, dac biét |13 trong
nhitng trwdng hop bénh ndm lan tda, ndm sau trd
thanh khé diéu tri thanh céng va kho tién luong,
ty 18 t&r vong cao [7,9,10,12]. Vi vy nghién clru vé
bénh nguyén thudc gidéng Candida va mic dé nhay
v@i thu6c khang ndm clia céc loai vi ndm thudc giéng
nay dang la van dé duoc su quan tdm cda nhiéu nha
nghién ctru & nhiéu qudc gia khac nhau.

Ky thuat phan lap dinh danh ndm men cé thé
13 nhitng k§ thuat don gidn nhuw nudi cdy trén moi
trwong Sabouraud va cdy chuyén trén cic moi
trwvong thich hop nhw méi truong thach bot ngd
c6 Tween 80, méi trwdng Chromogenic agar, hodc
lam céc th& nghiém khac nhau nhu 1én men dudong,
déng hda dudng [15]. Tuy nhién, han ché cta cac ky
thuat truyén théng 1a mat nhiéu thoi gian, va trong
mot s6 trudong hop rat khé dé phan biét mot s loai
[13,16]. Sy cham tré trong chan doan céc tac nhan vi
sinh vat cé thé gay can trd trong cong tac diéu trj va
lam tang chi phi diéu trj [8]. Vi vay hién nay ky thuat
m&i dugc nhiéu nghién cru trén thé gidi dé cap dén
13 ky thuat khdi phé MALDI - TOF, wu diém cla k¥
thuat nay 13 d6 phan gidi, dd nhay, do chinh xac va
ty dong ngay cang cao lam cho ky thuat khéi phé cé
tinh &ng dung cao trong nghién clru cac tac nhan vi
sinh vat gdy bénh & ngudi trong d6 c6 ndm men. Ky
thuat khéi phé MALDI - TOF cé thé gitp dinh danh
bénh nguyén tir khuan lac trong vai phut [13]. Vi vay

chung t6i thyc hién nghién ctru nay véi viéc dp dung
ky thuat khéi phd MALDI - TOF, phé&i hop véi ki thuat
PCR va giai trinh tw gen nhdm muc tiéu: dinh danh
lodi nédm men phén 1ap duoc tir bénh nhdn bj bénh
ném néng va ndm séu.

2. OI TUQONG VA PHUONG PHAP NGHIEN cU'U

2.1. B8i twong nghién ctru: 121 ching ndm men
duoc phan lap tir 103 bénh nhan tlr Bénh vién Trung
uwong Hué va Bénh vién Trwdng Dai hoc Y Dugc Hué
trong thoi giai tlr 1/2013 - 6/2014.

2.2. Phuong phap nghién ctru: Qui trinh phan
lap duoc tién hanh nhu sau: bénh phdm duoc
nudi cdy trén mdi trudng Sabouraud dextrose agar
chloramphenicol (Biorad, France), 72 gi¢ sau dugc cay
chuyén sang mdi trudng Chromogennic agar (Biorad,
France). Cac thlr nghiém lan lvot dwoc lam dé dinh
danh ban dau bao gdbm th{r nghiém sinh 6ng mam va
thtr nghiém sinh bao tlr bao day trén mai truéng Corn
Meal Agar. Cac loai vi ndm phan 1ap dwoc sau do6 duogc
cat gilr & -20°C trong dung dich glycerol 15%.

Ky thuat khéi phd MALDI — TOF duwoc thyc hién
tai Khoa Sinh hoc phan tl&, dai hoc Sassari, Cong
hoa Y v&i hé théng may khdi phd Bruker-Daltonics,
Bremen, Germany. Cac budc tién hanh nhu sau:

- Bénh phdm duwoc nudi cdy trén mdi trudng
Sabouraud dextrose agar chloramphenicol (SC) va
duwoc phan tich bang khéi phé trong vong 48 -72g
sau khi nudi cay.

- L&y que cdy d& mot lwvgng nhd khim nam |én
dia doc kh&i phé (MALDI AnchorChip slide).

- Vi ndm duoc x&r ly bang cac héa chat sau: C6
dinh vé&i c6n Ethanol nguyén chat roi doi khd, cé
dinh ti€p bang acid Formicco 70%, dgi kho, phl bang
a-cyano-4-hydroxy cinnamic acid (CHCA) matrix.

- Dia khéi phé duogc dua vao may doc khéi phé
va phan tich déi chiéu két qua vdi ngan hang dit liéu
dé cho ra chan dodn gidng va loai vi ndm phu hop véi
hé s6 phu hop cao: cac két quad duoc lwa chon cé hé
s6 phu hop & mirc Ava B tircla co trisd gid trila >1,8.

Cac chung vi ndm cé két qua do tin cdy thap khi
dinh danh bang k{ thuat khdi phd s& duoc 4p dung
ky thuat PCR véi cdp moi ITS1 va ITS2 dé khuéch dai
vung ITS (internal transcribed spacer) trong ciu truc
ADN cta vi nAm. San pham ADN d3 khuéch dai cla
vi ndm sau khi lam tinh sach duoc goi di gidi trinh ty
gene dé xac dinh loai.

3. KET QUA NGHIEN cU'U

3.1. Piac diém cha ddi twong nghién ciru

C6 103 bénh nhan duwoc chon vao trong nghién
cltu trong thoi gian tir 1/2013 - 6/2014. Trong do c6
81 bénh nhan dén tir Bénh vién Trudng Dai hoc Y

JOURNAL OF MEDICINE AND PHARMACY 29 I



Tap chi Y Dwgc hoc - Trwdng Bai hoc Y Dugc Hué - Tép 6, s6 4 - thdng 8/2016

Duoc Hué gdbm céc Khoa: Khoa hoi stre tich cye (ICU
Intensive Care Unit) 16 ngudi (15,53%), Khoa Mat 2
nguoi (1,94%), Khoa No6i 19 nguoi (18,45%), khoa
Ngoai chan thuong 2 ngudi (1,94%), Khoa Tai Miii
Hong 3 nguoi (2,91%), Khoa Nhi 5 nguoi (%), Khoa
Ung budu 13 ngudi (12,62%), Phong Kham Da liéu 11
nguoi (10,68%) va phong kham Phy Khoa 10 nguoi

3.2. Ngudn gdc phan 13p cia cac ching vi ndm

(9,71%). Ngoai ra c6 22 bénh nhan dén tir Bénh vién
Trung wong Hué: Khoa Huyét hoc 1dm sang 14 ngudi
(13,59%), Khoa Nhi than — Tiét niéu 8 ngudi (7,77%).

Tuéi trung binh cla d&i twong 13 45 tudi, tudi
nhd nhat 1a 21 ngay tudi, tudi I&n nhat 1a 89 tudi.
Trong két qua c6 41 bénh nhan nam (39,81%) va 62
bénh nhan ni (60,19%).

Bang 1. Ngudn gdc cla céc chiing vi nAm phan lap

Nguén gdc phan lap SO lwgng Ty & (%)
Mau 1 0,97
Nuwdc tiu 16 15,53
Niém mac miéng 26 25,24
Dich choc rira phé quan 7 6,80
Dich da day 1 0,97
bam 19 18,45
Phan 6 5,83
Chat tiét mii 1 0,97
T6 chirc xoang 2 1,94
Dich am dao 10 9,71
Bot mong 9 8,74
MU vét thuong 2 1,94
T6 chirc loét gidc mac 1,94
Dich mang bung 1 0,97
Tong cong 103 100

Vi tri phan 14p cé ty |1 cao la niém mac miéng (25,24%), dam (18,45%), nudc tiéu (15,53%), tuy vy ching
toi cling ghi nhan sy da dang trong phan bé vé ngudn gdc cla céc ching vi ndm phan lap duoc.

3.2. 56 lrgng chling vi ndm phan lap

Tlr 103 bénh nhan ndi trén chung t6i phan 1ap duwoc 121 chdng ndm men, trong dé cé 87 bénh nhan chi
nhiém duy nhat 1 chling vi ndm ttr 1 vi tri phan 14p, 14 bénh nhan nhiém 2 chiing vi ndm khac nhau tir 1 vj tri
phan lap va 2 bénh nhan nhiém 3 ching ndm khac nhau tir 1 vj tri phan lap.

3.3. Két qua dinh danh bang k§ thuat khai phé MALDI — TOF

Bang 2. K&t qua dinh danh bang k¥ thuat khéi phé MALDI - TOF

Loai vi ndm S6 lwgng Ty 1€ (%)

C.albicans 53 43,80
C.tropicalis 21 17,36

C.parapsilosis 11 9,09

C.glabrata 9 7,44

C.orthopsilosis 5 4,13

C.non albicans C.metapsilosis 1 0,83
C.krusei 4 3,31

C. norvegensis 1 0,83

C.guilliermondii 1 0,83

i Geotrichum capitatum 2 1,65

Loai nGm men khdc - =

Trichosporon asahii 1 0,83

Khéng dinh danh duwoc 12 9,92
Téng 121 100
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Trong gidng Candida thi loai C.albicans van 13 loai
phd bién (43,80%). Cac lodi C. non albicans phan |ap
duoc trong nghién ctru la C.tropicalis, C.parapsilosis,
C.orthopsilosis, C.metapsilosis, C.glabrata, C.krusei,
C.norvegensis, C.guilliermondii. Ngoai ra ching t6i ghi
nhan cac loai nAm men khac la Geotrichum capitatum
(1,65%), Trichosporon asahii (0,83%) va c6 9,92 % khong
dinh danh duorc véi ki thuat khdi phé MALDI -TOF.

3.4. K&t qua giai trinh trinh tw gen cta 12 chlng
vi ndm khéng dinh danh dwoc bing ki thuat khéi
phé MALDI - TOF.

- 3 chung la Candida parasilopsis

- 3 chung la Candida digboiensis

- 2 chang 1a Debaryomyces hansenii (Candida
famata)

- 1 chung la C. blankii

- 1 chung la C.orthosilopsis

- 1 chung la Candida mesorugosa

- 1 chung la Trichosporon asahii

3.5. K&t qua dinh danh loai dwa trén két qua
tong hop tir kyj thuat khéi phd va giai trinh tw
gen.

Bang 3. K&t qua dinh danh loai bang k¥ thuat kh&i phé va gidi trinh ty gen

Loai vi ndm S6 lwgng Ty 1€ (%)
C.albicans 53 43,80
C.tropicalis 21 17,36
C.parapsilosis 14 11,75
C.glabrata 9 7,44
C.orthopsilosis 6 4,96
C.non albicans C.metapsilosis 1 0,83
C.krusei 4 3,31
C. norvegensis 1 0,83
C.guilliermondii 1 0,83
C. digboiensis 3 2,48
C.famata 2 1,65
C.blankii 1 0,83
C.mesorugosa 1 0,83
. , Geotrichum capitatum 2 1,65
Loai nGm men khdc - -
Trichosporon asahii 2 1,65
Téng 121 100

4. BAN LUAN

Su da dang clta vi nAm phan l4p duoc cho thdy
sy phd bién cla bénh Iy do ndm men trén nhitng
bénh nhan cé yéu t6 nguy co, binh thwdng ndm
Candida c6 thé s6ng hoai sinh trén mot sé vi tri cla
co thé va trd thanh tiac nhan gay bénh khi cé yéu
td thuan loi [8,15]. Cac d6i twong trong nghién clru
cla ching t6i dén tir nhiéu khoa phong khac nhau
nhung chiém ty & cao |a cidc bénh nhan bénh ning
tai cac don vi nhu ICU, Khoa Néi, Khoa Ung budu,
Huyét hoc LAm sang, bénh nhan diéu trj vai liéu
phdp corticoides tai khoa Nhi Tiét niéu. Theo mét
bai bdo téng quan cta Gary W. yéu t8 vat ch( cd vai
trd quan trong trong bénh do vi ndm, cac bénh nhan
bi bénh nang diéu tri tai ICU, bénh bdng, phau thuat,
chan thuong 1a cdc nhém nguy co cda bénh ndm do
giam strc dé khang, luén dung khéng sinh liéu cao
phé réng, réi loan khuan chi tao méi trwdong thuan

lgi cho ndm phat trién [3]. Vi vy bénh ndm sau, diac
biét bénh do ndm Candida spp. dang dwoc danh gia
la nhém bénh méi ndi trong cac bénh nhiém trung
& cac ddi twong suy giam mién dich bam sinh hoic
mac phai. Nghién ctru cla ching toi cling ghi nhan
duwoc mét ty 1& nhat dinh nhiém 2-3 loai vi ndm tur
mot vi tri phan lap.

Theo k&t quad nghién clru cla cac tic gid &
nhiéu quéc gia khac nhau vé mat bénh nguyén
thudc giéng Candida, c6 5 loai gy bénh phé bién la
Candida albicans, Candida glabrata, C.parapsilopsis,
C.tropicalis va C.krusei [4,8,15]. K&t qua nghién ctru
clia Nguyén Khac Luc va cong sy & Hoc vién Quan y
ghi nhan cac loai Candida spp. phé bién |a C.albicans
65%, C.glabrata 6,67%, C.tropicalis 6,67%,
C.parapsolosis 5%, C.krusei 3,33% [2]. Theo tac gia
Giri S. vé bénh nguyén ndm Candida gay nhiém trung
huyét thi hon 90% thudc cac loai néi trén [4]. Nghién
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ctru cha Li F. va cdng sy tai Trung Quéc tir 2006 -2011
ghi nhan trong tng s6 91 chlng vi ndm phan lap tir
mau va dich tiét clia co thé ty 1& nhiém nam Candida
spp. lan luot 1a: C. albicans véity 18 41,29% & bénh
pham mdu va 59,06% trong cac dich tiét clia co thé,
ty 1& nay 13 18,06% va 25,72% v&i C.tropicalis, C.
parapsilosis la 17,42% va 5,43%, C.glabrata la
11,61% va 3,99%, mét s6 loai Candida spp. khéc
la 11,61% va 5,80% [10]. Yashavanth R. va cong sv
nghién clru vé nhiém nam Candida spp. duwdng tiét
niéu ghi nhan C. albicans 30,3%, C.glabrata 9,09%,
C.tropicalis 45,45% va C.krusei 15,15% [9]. Ngoai ra
mot s6 loai vi ndm thudc giéng nay cling dwoc ghi
nhan Ia bénh nguyén nhw C.kefur, C.guilliermondii,
C.lustitaniae, C.stellatoidea, C.dubliniensis [4].
K&t qua dinh danh loai thudc gidng Candida trong
nghién ctru cla ching téi cho thay C.albicans chiém
ty 1& 43,80% cao hon so nhitng loai khac, diéu nay
phu hop védiy vin 1a C.albicans |13 loai gdp phé bién
nhat [3,15]. Tuy nhién chdng tdi cling ghi nhan ty 1é
nhiém nhdm C.non albicans 1a 43,82%, twong dwong
ty 1& C.albicans (43,80%), diéu nay phu hop véi ghi
nhan cla nhitng nghién clru gan day 1a cé sy troi
[én ctia nhdm Candida non albicans. Nghién clru cla
Hall G. va cong su tai My 2003 vé nhiém trung huyét
do Candida spp. ghi nhan 57% thuéc nhém C.non
albicans [6]. Trong nhdm C.non albicans, ching toi
ghi nhan cac loai co ty 1é cao 1a C.tropicalis 17,36%,
tiép dén la C.parapsilosis 9,09%, C.glabrata 7,44%.
DPanh gid vé su pho bién cla C.tropicalis, nhiéu khao
sat cho két qua day la loai duwoc ghi nhan vdi tan
xuat x&p th 2 - 3 trong nhdm C.non albicans [11]. C.
glabrata thuworng dwoc ghi nhan cé tan xuat phd bién
th& hai sau C.albicans trong giéng Candida sp néi
chung [14], tuy vay k&t qua nghién clru cla ching
tdi ghi nhan su trdi hon vé ty 1& cta C.tropicalis va
C.parapsilosis, c6 thé day la mot diém khac biét vé
phan b6 loai cta giéng Candida & ngudi Viét Nam.

Ngoai C.parapsilosis, dinh danh dua vao ky thuat
kh&i phé cé thé phan biét cac thanh vién khac co
cau tric genom twong ty loai nay |1a C.orthosilosis va
C.metapsilosis, day chinh 1a diém manh cta k§ thuat
kh&i ph6 so véi cac ki thuat dinh danh ¢6 dién khac
nhw dya vao hinh thai hoc hodc dua vao cac phan
rng 1én men dudng hodc déng hda duong [15].
Nghién ctru cta ching téi cling ghi nhan cé céc loai
nam Candida non albicans nhv C.glabrata, C.krusei,
C.norvegensis day |a nhitrng loai vi ndm cé xu huéng
dé khang thu6c da dwoc cac nghién clru trong nwdc
va trén thé giéi dé cap dén [1,5,7].

Trong két qua cla ching t6i ¢6 9,92% ndm men
khoéng dinh danh dwoc véi ky thuat khdi phé MALDI -
TOF. Diéu nay cling twong tu vé&i ghi nhan cda mot s6
tac gid khac trén thé gidi, van dé nay duwoc giai thich
14 do thiéu co s& di liéu va da duwoc dé cap tdi trong
mot s6 nghién clru clia cac tac gia khac nhau [13,16].
V@i cac chiing khong xéac dinh nay, két qua giai trinh
ty xac dinh cédc loai ndm men 1a C.parapsilosis,
C.orthopsilosis, C. digboiensis, C.blankii, C.famata,
C.mesorugosa, Trichosporon asahii. Trong d6 mot s6
loai ndm rat hiém gdp & ngudi va cé thé 13 [an dau
tién dugc cdng bb phan lap tir ngudi Viét Nam nhw
C.digboiensis, C.blankii, C. mesorugosa.

5. KET LUAN

D& tai clia ching t6i 4p dung ki thuat khdi phd
MALDI - TOF va giai trinh tu gen dé xac dinh loai cla
121 ching ndm men phan |ap tir 103 bénh nhan thudc
Bénh vién Truwdng Dai hoc Y Duwoc Hué va Bénh vién
Trung wong Hué, két qua nhu sau: C.albicans 4,80%,
C.tropicalis 17,36%, C.parapsilosis 11,75%, C.glabrata
7,44%, C.orthopsilosis 4,96%, C.metapsilosis 0,83%,
C.krusei 3,31%, C.norvegensis 0,83%, C.guilliermondii
0,83%, C.digboiensis 2,48%, C.famata 1,65%, C.blankii
0,83%, C.mesorugosa 0,83%, Geotrichum capitatum
1,65%, Trichosporon asahii 1,65%.
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