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Tom tit

Candida mi¢ng la mot bénh pho bién thuong gap ¢ nhimg doi tuong bi suy giam mién dich va
dac biet ‘nghiém trong véi nhitng bénh nhan ung thu dang trai qua liéu phap hda, xa tri. Bé diéu
tri, rat can so bd dinh danh va khao sat mirc @6 nhay cam cua cac chung Candida spp. véi cac
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thuéc khang nim, nham han ché tinh trang khéng thudc. Vi 60 ching Candida spp. phan lap
dugc, bang céc thir nghiém khao sat hinh thai khuan lac trén méi truong CHROMagar Candida,
kha ning sinh bao tir bao day trén méi truong thach bot ngd va thir nghiém sinh 5ng mam trong
mdi trudng huyét thanh ngudi, da so bo dinh danh dén mirc loai dwoc 51 chung: 34 chung C.
albicans, 14 chang C. tropicalis, 3 chung C. krusei. Str dung phuong phap khuéch tan dia theo

huéng dan cia CLSI M44 — A dé danh gia mirc d6 nhay cam cua 60 chung Candida spp. véi cac
thudc khang nim clotrimazole, nystatin, amphotericin B, fluconazole va miconazol. Két qua cho
thdy, tit ca cac chung déu nhay cam vai nystatin, khéng c6 ching nao dé khang véi voi
amphoterin B, cac thuéc nhém azole bi d& khang nhiéu véi véi fluconazole (11,67%),
miconazole (10%) va clotrimazole (5%). Trong cac loai Candida spp. phéan lap duoc, C.

tropicalis ¢4 ti 1& dé khang cao nhat.
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1 M& dau

Ti 1é mic ung thu trén thé gidi ngay cang gia ting. Piéu
dang lo ngai 13, nhitng dbi twong nay lai rat d& bj nhidm
nim miéng Candida, dac biét 1a d6i twong dang trai qua
liéu phap xa tri, héa tri vi tac dung phu cta né lam khé
miéng, giam tiét nuoc bot. Cac thubc dung trong didu tri
Candida miéng phan 16n thuoc nhom azole: miconazole
(gel boi), itraconazole, fluconazole (ubng), clotrimazole
(ngam, bdi) va nhém polyene: nystatin (ngam, béi),
amphotericin B (udng). Tinh trang d& khang thudc cua
Candida dang c6 ddu hiéu gia ting, dic biét d6i vai nhom
thudc azole. Muén Iya chon ding thude, can tién hanh dinh
danh va thir nhay cam cua Candida véi cac thubc khang
nim. Nhimg nim gin diy, & Viét Nam chwa c6 nhiéu
nghién ctu khao sat vé Candida ¢ dbi tugng bénh nhan ung
thu. Vi vay nghién ctu nay thuc hién dinh danh so bd cac
chiing Candida spp. gay bénh va kiém tra tinh nhay cam/dé
khang thudc ciia chiing nham phuc vu cho cong tac phong
va diéu tri.

2 Pbi tuong va phuong phéap nghién cau
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2.1 Bbi tugng nghién ciru

60 chung Candida spp. da phan 1ap tir niém mac miéng
bénh nhan ung thu tai Bénh vién Ung buéu Tp. Ho Chi
Minh tir thang 9/2018 dén thang 4/2019.

2.2. Vat liéu nghién ctu

Céc dia tam thudc thir nghiém gom: clotrimazol 10 pg/dia
(CLT), nystatin 100 IU/dia (NY), amphotericin B 100
[U/dia (AMB), fluconazole 25 pg/dia (FLU) va miconazol
10 pg/dia (MIZ), xuat xtr Bioanalyse (Thé Nhi Ki)

Mbi truong thir nghiém gdom CHROMagar Candida
(Himedia, An D0), Muller Hilliton Agar (Merck, Dirc),
Sabouraud Dextrose Agar (Merck, Duc), thach bot ngd
(Corn Meal Agar — Himedia, An Do)

2.2 Phuong phap nghién cuu

Cac mau Candida spp. sau khi li trich tir bénh nhan dugc
bao quan trong nudc tiét trung ¢ nhiét do phong. Cac mau
nay duoc so bd dinh danh bing cac thir nghiém gom khao
st hinh thai trén moéi truong CHROMagar Candida, tht
nghiém sinh bao tir bao day va thir nghiém sinh éng mam
dé phan biét C.albicans, C.tropicalis, C.krusei va Candida
spp. khac; khao sat mirc do nhay cam cua cac mau Candida
spp. véi mot s6 thube khang nam [1]

https://doi.org/10.55401/g8yv8e75
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2.2.1 Khao sat hinh thai khuan lac trén moéi truong
CHROMagar Candida

Cac mau Candida spp. dugc phan lap trén moi truong
CHROMagar Candida va u trong diéu kién hiéu khi ¢ 37°C
trong 48 gio. Tién hanh ghi nhan cac dic diém bé mat, mau
sic va kich thudc cua khuan lac. Tir nhitng dic diém nay,
c6 thé so bo dinh danh céc loai C.albicans (khuan lac tron,
mau xanh 14), C.tropicalis (khuan lac tron, mau xanh tim
hodc xanh dwong) va C.krusei (khuan lac nhin, mau hong
vién tring) voi do chinh xac 1én dén 99% [2]

2.2.2 Thu nghiém sinh 6ng mam [3]

Cac mau Candida spp. duoc hoat héa trén moi truong SDA
trong 48 gio. Méi truong dugc sir dung trong thir nghiém la
mdi truong huyét thanh ngudi. Sau do6, cdy vi nim vao éng
nghiém c6 chira 0,5 ml huyét thanh nguoi va u ¢ 37°C trong
4 gio. Lay mot giot huyét thanh dudi day 6ng nghiém,
nhudém bang fuchsin, xem dudi kinh hién vi dé ghi nhan sy
Xuét hién va dac diém cua 5ng mam.

- Néu thdy c6 éng mam: so bdo xac dinh vi nim la
C.albicans;

- Néu khéng thdy éng mam: C.non-albicans.

2.2.3 Thir nghiém sinh bao tir bao day [3]

Cac mau Candida spp. duoc hoat hoa trén méi trudng SDA
trong 48 gio. Moi truong dugc st dung trong thir nghiém
sinh bao tir bao day 1a méi trudng thach bot ngd bd sung
tween 80. Vi ndm duoc cdy sau vao 1ong thach thir nghiém
thanh hai duong song song va duong zigzac trén bé mat
thach. Pay lamelle 1én dwong cdy rdi u & nhiét do phong
trong 48 gio. Sau do, soi truc tiép dudi kinh hién vi quang
hoc & vat kinh 40X dé ghi két qua cua thir nghiém sinh bao
tir bao day gdm cac trudng hop sau:

- Néu chi thdy hat men: c6 thé khong thudc chi Candida;

- Néu thdy hat men va soi nam gia: C.non-albicans;

- Néu thay hat men, sgi nam gia va bao tir bao day: c6 thé
la C. albicans

2.2.4 Khao sat muc d6 nhay cam cau Candida spp. véi mot
s6 thudc khéng nam

M6i truong thi nghiém:

Moi truong MHA bé sung 2% glucose va xanh methylene
0,5 pg/ml. Sir dung dia petri duong kinh 90 mm véi bé day
I6p thach 4 mm, khéng nén qua day hoac qua mong vi sé
lam khéng sinh khuéch tan theo chiéu sau hay chiéu ngang
lam sai két qua.

Vi nam thir nghiém:

Vi nim duoc hoat héa va phan lap trén méi truong SDA
v6i didu kién u & 37°C trong 48 gid. Sau do, tién hanh
chuan bi huyén dich vi nam. Lay khoang 5 khuan lac nam
c6 duong kinh khoang 1 mm hoa vao éng nghiém chira 9 ml
nuéc mudi sinh 1i c6 0,05% Tween 80, vortex dich nim
20 - 30 gidy. Diéu chinh dich treo nim bang dich dém. Xéc
dinh lai ndng d6 vi ndm bang may do OD & budc séng 530 nm
VGi gi4 tri OD xép xi 0,1 (0,08 — 0,12), twong duong Vi
1 -5 x 10° té bao/ml.

Phuong phap khuéch tan dia:

Dung que béng vé tring thim huyén dich vi nim va trai
déu trén bé mat thach. Sau khi trai, d& khd mat thach &
37°C trong 15 phit trwéc khi tién hanh dat dia khang nam.
Dung kep da tiét khuan dé lay dia gidy rdi dat Ién mat thach
sao cho dia gidy tiép x(c hoan toan mit thach, khoang cach
gita cac dia gidy va giita dia gidy v6i thanh dia petri phai
phd hop. Biéu kién u ¢ 37°C trong 48 gio. Thir nghiém
duoc tién hanh lap lai 3 lan. Po duong kinh vong khang
nim va dbi chiéu theo bang tham chiéu dé xac dinh muac do
nhay cam thudc cua vi nim gdm 03 muc: nhay cam (S),
nhay cam trung gian (I) va d& khang (R).

Bing 1 Bang tham chiéu duong kinh vong khéng nim (theo CLSI va thdng tin nha san xuét).

STT khThU&i Néng do/dia Puong kinh vong khang nam (mm)
ang nam S [ R
1 Clotrimazole 10ug >20 12-19 <11
2 Nystatin 100U >15 10-14 <10
3 Amphotericin B 100U >15 10-14 <10
4 Fluconazole 25ug >19 15-18 <14
5 Miconazole 10pg >20 12-19 <11

3 Két qua va ban luan
3.1 So b dinh danh
Bang 2 Két qua dinh danh so b cuia 60 chung Candida spp.

Két qua dinh danh so b ciia 60 ching Candida spp. dugc
thé hién trong Bang 2.

x Hinh thai Ong Bao tir Két luan S6 lwong
STT Mau khudnlac | mam | bao day Y (ti 18)
1 -3XL-4-7XL-8XL
—9XL -11-13XLB - 14a Khuan lac
1 ~15XL ~24 - 25 - 262~ tron, mau + + C.albicans 34

26b —-27-28-30-32- xanr; 14 ' (56,7%)
34 —38 - 41XL —44 - 45 -
49 -53-54-55-57-61
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- 62-63-66-72-75
L 3
2 2-68-69 K T teom + - C.tropicalis (5%)
XD — 4XMN -5 - 5XL — mau ianﬁcduorn’ 11
3 14b - 16 — 36 — 56 — 58 — & - C.tropicalis 0
65 67 (18,3%)
Khuan Iag nhan, 3
4 6THC —8TX —41T mau hong, - - C.krusei
ALy (5%)
vién trang
5 8TT - 10T - 13T -29 -39 | Khuan lac tron, ) i Candida 9
— 41 trang — 46T —59 — 74 mau hong spp. (15%)

Véi ¢& mau thuc hién trong nghién ctu 1a 60, bang céac thir
nghiém di ap dung so bd dinh danh dugc 51 mau dén muc
loai, chiém ti 1& 85%. Két qua nghién ctu cho thay
C.albicans van la loai chiém wu thé gay bénh ¢ miéng bénh
nhan ung thu - chiém 56,7%, cac loai C.non-albicans chiém
43,3%. Trong s cac loai C.non-albicans, C.tropicalis

Khuan lac xanh 14 trén

CHROMagar Candida

Ong mam uon;g moi truong
huyét thanh

chiém ti Ié cao nhét (23,3%), ké dén I1a C.krusei (5%) va cac
loai Candida spp. khéac (15%).

Cac mau nghi ngo la C.albicans déu cho khuin lac mau
xanh 14 trén mdi truong CHROMagar Candida, dong thoi
tao 6ng mam trong moi truong huyét thanh va bao tir bao
day trén moi truong bot ngod.

éo tr bao day trong moi tredng
thach bot ngd

Hinh 1 Dic diém hinh thé caa C. albicans trén cac méi truong

Céac mau nghi ngo 1a C.krusei déu tao khuan lac nhin, mau
hong nhat, vién tring trén CHROMagar Candida, thu
nghiém sinh 6ng mam va bao tir bao day am tinh.

Hinh 2 Khuén lac C. krusei trén méi treong CHROMagar
Candida

Cac mau nghi ngo 1a C.tropicalis déu tao khuan lac mau
xanh duong trén moi truong CHROMagar Candida va
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khéng sinh bao tir bao day trén thach bot ngd. Cé 3/13
chung C.tropicalis (mau 2, 68, 69) cho két qua dwong tinh
véi thar nghiém sinh dng mam. Két qua nay phu hop véi
nhiéu nghién ctu vé kha ning sinh 6ng mam cua
C.tropicalis, dién hinh 1a nghién ctu vao nim 1975 cua
Huppert M. cung cong su sir dung thr nghiém sinh 6ng
mam dé xé&c dinh nhanh 46 lodi nim men cho két qua
ngoai C.albicans va C.stellatoidea san xuit 6ng mam thi
C.tropicalis ciing tao ra nhiing cau trdc giéng nhu 6ng
mam [4]. Mac du thir nghiém sinh dng mam trong moi
truong huyét thanh dugc coi la thir nghiém chuyén biét va
hién nay duoc Bo Y té khuyén cdo ap dung trong cac
phong xét nghiém dé chan doan phan biét C.albicans,
nhung véi két qua nghién ctu gitp khiang dinh tim quan
trong cua viéc phdi hop cac thir nghiém dé c6 thé dinh
danh chinh x4c Candida spp. bang cac phwong phap
truyén thong.
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Khuan lac xanh dwong trén CHROMagar Candida

Ong méam trong moi tredng huyét thanh

Hinh 3 Dic diém hinh thé caa C. tropicalis trén cac méi truong

3.2 Két qua sy nhay cam cua Candida spp. véi mot s6 thuce khang nam:
Két qua su nhay cam cua Candida spp. vai mot s6 thudc khang ndm duoc thé hién trong Bang 3.
Béng 3 Ti 1é cac muc dap tng véi mot sé thude thir nghiém caa Candida spp. phan lap dugc tir miéng bénh nhan ung thu.

Mikc d§ nhay cam
STT | Thubc Nhay cam Nhay cam trung gian Pé khang
S6 miu Ti 18 (%) S6 miu Ti 18 (%) S6 miu Ti 18 (%)
1 CLT 54 90 3 5 3 5
2 NY 60 100 0 0 0 0
3 AMB 59 98,33 1 1,67 0 0
4 FLU 51 85 2 3,33 7 11,67
5 MCZ 46 76,67 8 13,33 6 10

60 mau Candida spp. phan lap dugc c6 do nhay cam cao
v6i nystatin va amphotericin B véi ti 1¢ lan luot 12 100% va
98,33%, nhay cam thiap hon véi clotrimazole (90%),
fluconazole (85%) va thap nhit la miconazole (76,67%).
Két qua nay phl hop vai cac nghién ctu trude day, tiéu
biéu 1a nghién ciru cua Madiyal M. vao nam 2016 véi két
qua thir nhay cam caa 79 mau Candida spp. cho thiy tit ca
c4c miu déu nhay cam véi nystatin nhung co 12 méau dé
khang fluconazole va 14 mau nhay cam phu thudc liéu voi
fluconazole [5]. Két qua thir nghiém cho thay, trong 5 thuéc
thir nghiém nystatin nén 1a lya chon wu tién trong diéu tri
bénh Candida miéng. Két qua nay phu hop véi khuyén cao
cia Bo Y t& vao nam 2015. Piéu dang quan tim trong
khuyén céo nay la viéc sir dung cac thudc thudc nhdm azole
nhu fluconazole, ketoconazole cho bénh nhan nang, nhung
v6i két qua nghién ctru thi diéu nay khong con phu hop do
ti 16 dé khang cao, cu thé 1a 10% va 11,67% ddi véi
miconazole va fluconazole. Khi so sanh két qua nghién ciru

vai khuyén co cia Hiép hoi bénh nhidm Hoa Ki 2016, c6
mot vai diém can luu y: Tha nhat, khuyén cao nay néu, doi
véi cac tinh trang bénh nhe, st dung vién ngam
clotrimazole dwoc wu tién hang dau, lya chon thay thé la
hdn dich nystatin; nhung véi két qua nghién ciru nay cho
thiy su nhay cam cua cac chung cua Candida spp. véi
clotrimazole thap hon so véi nystatin. Thi hai, theo khuyén
cao nén sur dung fluconazole cho tinh trang bénh trung binh
dén nang; néu xay ra tinh trang dé khang véi fluconazole,
amphotericin B dang hdn dich la mot trong nhing lya chon
thay thé. Trong khi d6, két qua nghién ctru nay lai cho thdy ti
1& nhay cam cua fluconazole thap hon c6 ¥ nghia thong ké so
v6i amphotericin B. Nhiing su khac biét nay c6 thé do sb
lwong mau trong nghién ctru con it cling nhu c6 sy khac biét
vé dic diém co dia ciia nguoi Viét Nam va nguoi Hoa Ki.

Ti ¢ dap ung thudc cua cac loai, nhom loai Candida spp.
v6i 5 loai thudc khang ndm thir nghiém dugc thé hién trong
Bang 4.

Bang 4 Ti & dap tng thudc (%) caa cac loai/nhém loai Candida spp. vai 5 loai thubc khang nim thu nghiém.

Thuéc C.albicans C.tropicalis C.krusei Candida spp.

S 34 (100) 8 (57,14) 3 (100) 9 (100)
CLT [ 0 3(21,43) 0 0
R 0 3(21,43) 0 0

S 34 (100) 14 (100) 3 (100) 9 (100)
NY [ 0 0 0 0
R 0 0 0 0

AMB S 34 (100) 14 (100) 2 (66,7) 9 (100)
[ 0 0 1(33,3) 0
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R 0 0 0 0
S 34 (100) 7 (50) 2 (66,7) 8 (88,9)
FLU [ 1 0 1(7,4) 0 1(11,1)
R 0 6 (42,86) 1(333) 0
S 34 (100) 3(21,43) 2 (66,7) 7 (77.8)
MCZ | | 0 5 (35,71) 1(33,3) 2 (22,2)
R 0 6 (42,86) 0 0

C.albicans la tdc nhan chu yéu gay tinh trang Candida
miéng & bénh nhan ung thu tham gia thir nghiém. Tuy
nhién, tit ca cac chung C.albicans phan lap dwoc van con
nhay cam véi ca 5 loai thudc thir nghiém véi ti 16 100%.
Day la mot tin hiéu tot va 1a co s dé cac bac si diéu tri co
nhiéu lya chon hon trong viéc diéu tri bénh Candida miéng
do C.albicans gay ra.

Tét ca cac mau C.tropicalis van con nhay cam véi nystatin
va amphotericin B véi ti I¢ 100%. Diéu dang quan tim &
day 1a ti 16 d& khang véi cac thubc nhom azole
(clotrimazole, fluconazole, miconazole) cua C.tropicalis rat
cao, lan luot 1a 21,43%, 42,86% va 42,86%. C.tropicalis c6
muc do dap ung thudc thip nhat trong nghién ciu nay la
mau 4XMN - 36 - 68 d& khang ca 3 loai thubc nhém azole
trong thtr nghiém; mau 2 - 16 - 65 cung khang fluconazole
va miconazole. Trong cac thudc azole dugc nghién cuu,
miconazole 1a thubc khong con tac dong manh in vitro dbi
véi C.tropicalis, véi mirc d6 nhay cam chi c6 21,43%,
trong khi d6 ti 1& nhay cam trung gian va dé khang rat cao,
lan luot 1a 35,71% va 42,86%. Trong khi d6 hién nay, mot
trong nhitng lya chon cua bac si trong diéu tri nhiém ndm
Candida miéng ¢ bénh nhan ung thu 1 miconazole (ché
pham dang gel Daktarin - dang bao ché sir dung tai chd nén
han ché tac dung phu), do dé véi cac két qua nay da cung
cAp mot thong tin hiru ich trong viéc can nhéc st dung céac
ché pham chta miconazole dé diéu tri Candida miéng trong
lam sang, dac biét trong truong hop do C.tropicalis.

Ca 3 mau C.krusei nay van con nhay cam vaéi clotrimazole
va nystatin. Pang luu ¥ chang C.krusei 41T xuét hién tinh
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trang dé khang voi fluconazole, nhay cam trung gian véi
amphotericin B va miconazole.

Trong nghién ctu nay, ¢6 9 mau khéng thé dinh danh so bo
dén muc loai. Khi danh gia mirc do nhay cam cua cac mau
nay véi cac thudc khang nam thir nghiém cho két qua ca 9
mAau van con nhay cam 100% véi clotrimazole, nystatin va
amphotericin B, khéng c6 ching nao dé khang véi tat ca 5
loai thudc. 2 thudc c6 mirc do nhay cam thap la fluconazole
va miconazole véi ti 1¢ lan luot 1a 88,9% va 77,8%.

4 Két luan

Tom lai, nghién ctru di dinh danh so bo dén muc loai 51/60
ching Candida spp. gdbm C.albicans (34), C.tropicalis (14)
va C.krusei (3) phan lap tir miéng ciia bénh nhan dang diéu
tri ung thu bang liéu phap xa tri tai Bénh vién Ung buéu
thanh ph H6 Chi Minh. Bdng thoi, nghién ciru ciing da danh
gia mac do nhay cam cua cic chung Candida spp. phén lap
dugc voi mot sb thudc khang nam (clotrimazole, nystatin,
amphotericin B, fluconazole va miconazole). Thir nghiém
cho két qua C.albicans nhay cam hoan toan véi cac thude thur
nghiém; trong khi do, cac loai C.non-albicans dang c6 xu
hudng ting dan vé muc do dé khang thubc, dic biét 1a
C.tropicalis d& khang cao vai céc thude trong nhém azole.

Loi cam on

Nghién ctru dugc tai tro bai Qui Phat trién Khoa hoc va
Cong nghé - Pai hoc Nguydn Tat Thanh, d& tai ma sb
2019.01.63/HD-NCKH.
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The antifungal susceptibility of Candida spp. isolated from oral’s cancer patients

Dinh Quang Long, Pham Ben Chi*
Microbiology and Parasitology Department, Faculty of Pharmacy, Nguyen Tat Thanh University
“pbchi@ntt.edu.vn

Abstract Oral candidiasis is a common disease in immunocompromised individuals and especially serious to cancer
patients that are undergoing chemotherapy and radiation therapy. Therefore it is necessary to identify and evaluate their
susceptibility to antifungal agents in vitro. Via conventional techniques such as CHROMagar Candida, chlamydospore
formation test on Corn Meal Agar, and germ tube test on human serum, we identified 51/60 strains included: 34 strains of C.
albicans, 14 strains of C. tropicalis and 3 strains of C. krusei. Antifungal susceptibility of 60 isolated strains was evaluated
by CLSI M44-A disk diffusion method for clotrimazole, nystatin, amphotericin B, fluconazole and miconazole. All isolated
strains were sensitive to nystatin and none were resistant to amphotericin B. All C.albicans isolates were susceptible to
clotrimazole, nystatin, amphotericin B, fluconazole, and miconazole. The resistance rate for fluconazole, miconazole, and
clotrimazole in this study were 11.67%, 10% and 5% respectively. In isolated Candida spp., the resistance rate for antifungal
agents of C. tropicalis was the highest.

Keywords Candida spp., cancer, identify, antifungal agents, susceptibility
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