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Tém tit:

Melioidosis (hay con goi 1a bénh Whitmore) 1a mgt loai bénh truyén nhiém nguy hiém do vi khuéin Burkholderia
pseudomallei (B. pseudomallei) giy nén. Bénh c6 biéu hién 1am sang da dang. Vi viy, chian doin khiang dinh ca nhiém
bénh phai dya trén bang ching xét nghiém vi sinh 1am sang. Tuy nhién, d9 nhay ciia phwong phap xét nghi¢m nudi
ciy thwong phu thudc vao nhiéu yéu t6, din dén nguy co bo sot ca bénh trong qua trinh xét nghiém. Trong nghién
ciru nay, cac tac gia xac dinh gene BPSS1498 ma héa hemolysin co-regulated protein 1 (hepl), tao dong va biéu hién
protein bing té bao E. coli BL21(DE3) pLysS. Protein hepl c6 kich thuée 18,7 kDa dwge tinh sach. Western blot
chirng minh hep1 gin két dic hi¢u véi khang thé IgG ciia bénh nhan nhiém melioidosis. Phwong phap hepl-ELISA
dworc thiét 1ap va danh gia trén 94 maiu huyét thanh (32 miu tir nhém bénh nhan melioidosis, 32 mau tir nhém bénh
nhéan nhiém khuén huyét khac va 30 mu tir nhém ngudi khée manh). Sir dung gia tri cut-off 1 0,595, ki thuat hepl-
ELISA dat d9 nhay 93,7% va d9 dic hi¢u 98,4%. Két qua nghién ciru ndy mé ra huéng chin doin méi trong xét
nghiém sang lgc bénh nhan nhiém melioidosis tai Viét Nam, trén ddi twong bénh nhin sot kéo dai chwa ré nguyén
nhan do nhirng han ché khi nudi cAy vi khuin B. pseudomallei tir mau bénh phim Iam sang.

Tir khéa: Burkholderia pseudomallei, ELISA, hep1 protein, khiang nguyén protein tai to hop, melioidosis, Whitmore.
Chi s6 phin logi: 3.5

thue phdm tuoi song va udng nudc chua dun sbi nhidm vi
khuan. Bénh ciing c6 thé lay truyén qua con dudng hd hap
khi hit phai cac hat bui hoéc hat sol khi tao ra truéc con mua
16n. Vi vay, ty 1¢ nhiém melioidosis thuong ting cao vao
mua mua [1, 2].

Dat van de

Melioidosis (hay con goi la bénh Whitmore) la mdt
loai bénh truyén nhiém nguy hiém do vi khuan Gram 4m
B. pseudomallei song & trong dat giy nén. Melioidosis c6
bénh canh lam sang da dang, co6 thé dién tién & thé man tinh,

cép tinh va t6i cép tinh kém viém phoi, nhiém khuan huyét,
soc nhiém khuan huyét va tir vong véi ty 1& cao (>40%)
néu bénh nhan khong duoc chan doan som va diéu tri ding
khang sinh theo phac d6 khuyén céo [1]. Ngudi co nguy co
nhiém bénh cao 1a nguoi c6 hoat dong thuong ngay tiép xuc
v6i dat va nuoce nhiém khuan ¢b d6 tudi trong khoang tir 40
dén 70 tudi (mic du bénh van gip o tré so sinh, tré em va
ngudi trudng thanh), ngudi co cac bénh nén nhu tiéu dudng,
bénh phdi va than man tinh, nguoi nghién rugu hodc nguoi
thuong xuyén st dung corticoid [1-3].

Con duong lay truyen chinh cda bénh la tlep XUc truc

tiép vét thuong ho voi dat va nudc nhiém vi khuan Ngoai
ra, bénh c6 thé lay truyén qua con duong an udng khi in
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Do d4u hiéu va triéu chung lam sang da dang, co thé
nhdm 14n véi cac bénh truyén nhiém khac nén chan doan
melioidosis phai phu thudc chinh vao xét nghiém nudi cy
va dinh danh vi khuén B. pseudomallei trong cac mau bénh
pham lam sang. Tuy nhién, xét nghiém vi sinh c6 mot sé han
ché nhét dinh 1a: (i) thoi gian nudi cdy va tra két qua cta xét
nghiém kéo dai tur 3-5 ngay; (ii) nhiéu can bo xét nghiém vi
sinh chua c6 k¥ nang nhan dién khuan lac B. pseudomallei
moc trén moi truong nudi ciy; (iii) nhiéu mau benh pham
tap nhiém nhu dom, ngody hong va nudce tiéu can phai su
dung moi truong chon loc dé nudi cdy tang sinh va lam
gidu vi khuan B. pseudomallei truée khi phan 1ap; (iv) cac
phuong phap dinh danh sinh hoa API 20NE hodc may dinh
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Abstract:

Melioidosis (also called Whitmore’s disease) is a fatal
infectious disease caused by a Gram-negative soil-
dwelling bacterium Burkholderia pseudomallei. Due to
the diverse clinical manifestations, final diagnosis of
the disease mostly relies on the examination of bacterial
culture. However, the sensitivity of the culture method
depends on various factors, leading to the misdiagnosis
of the disease in the clinical setting. In this study, the
authors amplified BPSS1498 gene coding hemolysin
co-regulated protein 1 (hcpl), cloned and expressed the
recombinant protein using E. coli BL21(DE3) pLysS.
The recombinant hcpl protein antigen with 18.7 kDa
was then purified and demonstrated a highly specific
binding with human IgG of the culture-confirmed patient
with melioidosis using Western blot. Hcp1-ELISA was
established and evaluated on 94 sera collected from 32
culture-confirmed patients with melioidosis, 32 patients
infected with other bacteria, and 30 healthy persons.
Using a cut-off value of 0.595, hcpl-ELISA showed a
sensitivity of 93.7% and a specificity of 98.4%. Those
results lead to a potential application of hcpl-ELISA
in the diagnosis of melioidosis in Vietnam, especially
on the diagnosis of the disease in patients with fever
of unknown origin due to the limitation of the routine
culture methods.

Keywords: Burkholderia pseudomallei, ELISA, hcpl
protein, melioidosis, recombinant protein antigen,
Whitmore.
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danh vi khudn tu dong nhu Vitek 2 va Phoenix 100 trong
céc phong xét nghiém vi sinh thudng dinh danh sai vi khuan
B. pseudomallei thanh nhiing loai vi khuan khac [4]. Nhiing
han ché cua phuong phap xét nghiém nuéi cdy vi sinh co
thé 1a nguyén nhan dan dén bo sot cac ca nhiém melioidosis.
Bén canh d6, nghién ctru trén bénh nhan melioidosis [5] cho
thiy, s6 lugng B. pseudomallei trong mau bénh nhan nhiém
khuan huyét 12 khé thip, dao dong trong khoang tir 0,2-7,7
CFU/ml. Diéu d6 ciing anh huong dén do nhay ciia phuong
phap xét nghiém nubi cdy vi sinh.

Mot sb ki thuat khac ciing da duoc sir dung dé phat hién
tryc tiép cin nguyén B. pseudomallei tir mau bénh pham
lam sang nhu k¥ thuat real-time PCR nhung d¢ nhay cua
phuong phap dbi véi mau mau thir nghiém van con thap
[6]. Nam 2009, Felgner va cs [7] da ung dung ky thuat
microarray sang loc dugc 49 protein khang nguyén cé kha
ning Gng dung trong chan doan huyét thanh bénh nhan
nhiém melioidosis. Gan ddy, mot s6 nghién ctru [8, 9] ciing
da tién hanh thir nghiém cac protein khang nguyén trong
chan doan bénh nhu 60 kDa molecular chaperone GroEL,
hydroperoxide reductase, va hemolysis co-regulated protein
(hepl). Trong nghién ciru nay, chiing toi tién hanh tao dong,
biéu hién, tinh sach va danh gia kha nang img dung protein
khang nguyén tai to hop hepl bang ki thuat ELISA dé chan
doan bénh nhan di duoc xac dinh nhiém melioidosis tai mot
s6 vung cta Viét Nam.

Doi tuong va phuong phap
Miéu huyét thanh

Tir 2018-2019, chiing t6i di thu thdp 94 mau huyét thanh
tai 4 bénh vién da khoa tinh gdm Bac Giang, Nghé An, Ha
Tinh va Binh Dinh. Cac mau huyét thanh thu dugc bao gdbm
32 mau tir nhém bénh nhan melioidosis [2], 32 mau tir nhom
bénh nhan nhiém khuan khac va 30 mau tir nhém ngudi
khoe manh. Huyét thanh ctia bénh nhan nhiém melioidosis
dugc 14y sau khi c6 két qua nudi cdy vi sinh khing dinh
phan 1ap dwoc vi khuan B. pseudomallei tir mau bénh pham
lam sang (sau 3 d&én 10 ngay nhap vién). Huyét thanh cua
bénh nhan nhidm khuén khac dugc thu thap sau khi ¢ két
qua dinh danh vi khuan bang may Phoenix hoic may Vitek
2 va cac vi khuan duoc dinh danh 13 Staphylococcus aureus
(n=6), Escherichia coli (n=9), Klebsiella pneumoniae
(n=6), Enterococus spp. (n=2), Acinetobacter spp. (n=1),
Pseudomonas spp. (n=4), Streptococcus spp. (n=3), va
Salmonella spp. (n=1). Ty 1¢ gidi tinh nam/n{t cia nhom
nhiém melioidosis 14 3,6; nhém nhiém khuén khac 1a 3,3;
nhém khoe manh 1a 3,3. Do tudi trung binh cta cac nhom
1an luot 14 55417, 54+17 va 47+20. Huyét thanh sau khi thu
thap dugc bao quan & -20°C trude khi tién hanh thir nghiém.

Tao dong va biéu hi¢n protein khdng nguyén hepl
DNA vi khuan dugc tach chiét tir ching B. pseudomallei
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NA23 st dung chloroform: isoamyl alcohol. Chung B.
pseudomallei NA23 duoc phan lap tir bénh nhan meliodosis
nam 49 tudi nhiém khuan huyét kém viém phoi tai Nghé An
nam 2015. Trinh ty kiéu gene ctia chung vi khudn nay dugc
xac dinh la sequence type (ST) 46 va da dugc dang ky trén
co sO dir liéu multilocus sequence typing (MLST; https://
pubmlst.org/bpseudomallei/). ST 46 1a kiéu trinh ti gene
thuong gép trong lam sang va ngoai moi truong Viét Nam
[3, 10]. Néng d6 va mure do tinh sach ciia DNA dugc kiém
tra trén may NanoDrop 2000 (Thermo Fisher Scientific,
My).

PCR khuéch dai gene BPSS1498 mi hoa protein hepl
dugc thyc hién trong phan tng c6 tong thé tich 25 pl st dung
Phusion High-Fidelity DNA Polymerase (Thermo Fisher
Scientific, My) va cap mdi dic hiéu da duoc mo ta trong
nghién ctru ctia Burtnick va cs (2011) [11] va duoc thiét ké
phtt hop véi trinh ty nhan biét cua enzyme gidi han Esp31.
Chu trinh nhiét duoc thuc hién trén may Biometra Trio
(Analytik Jena, Pirc) véi diéu kién phan tmg PCR 1a 95°C
trong 30 gidy; 35 chu ky 95°C trong 10 gidy; 61°C trong
30 gidy; 72°C trong 45 gidy; 72°C trong 5 phut. San pham
PCR c6 kich thudc 534 bp dugc kiém tra bang phuong phap
dién di trén gel agarose 0,8%, sau d6 dugc tinh sach béng kit
GeneJET PCR purification (Thermo Fisher Scientific, My)
trudce khi dua vao vector pPSG-IBA3 (IBA, Buc) va nhan
dong bang chung Escheriachia coli DH50.

Plasmid pPSG-IBA3:BPSS1498 tur cac dong E. coli
DH5a mau tring trén moi truong thach LB chira X-gal 20
mg/ml tiép tuc dugc tach chiét bang chloroform: isoamyl
alcohol trude khi bién nap vao vi khuédn E. coli BL21(DE3)
pLysS. Dé biéu hién protein khang nguyén tai té hop hepl,
cac dong vi khuan E. coli BL21(DE3) pLysS mang plasmid
pPSG-IBA3:BPSS1498 duoc nudi ciy trén 20 ml moi
truong LB 1ong chira ampicillin 100 ug/ml va 10 pl chat
cam Ung IPTG 1 M (Thermo Fisher Scientific, M¥). Sau 4
gio nudi cdy ¢ 37°C va tde do lic 160 vong/phit, té bao vi
khuén duoc thu bang cach ly tim 8000 vong/phut trong 5
phut va duge Iuu giit & -20°C cho cac budce thi nghiém tiép
theo.

Tinh sach protein khang nguyén hcpl

Té bao vi khudn biéu hién protein tai t6 hop dugc hoa
vao dém W chura 6 M urea. Sau 3 gid 4 & nhié¢t do phong,
hdn hop té bao dwoc ly tim ¢ 8000 vong/phut trong 30 phit.
Phan huyén phu dugc tai 1én cot Strep-tactin XT (IBA
Puc). Quy trinh rira va thu hdi protein khang nguyén tai to
hop hepl duoc thyc hién theo huéng din ciia nha san xudt.

K thugt SDS-PAGE

Cac phan doan tai mau, rira cot va thu hoi protein tai
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t6 hop trén cot Strep-tactin XT, cing thang chuén protein
(PageRuler™ Unstained Protein Ladder 10 to 200 kDa,
Thermo Fisher Scientific, My) dugc dién di trén gel SDS-
PAGE ndng d6 polyacrylamide 15% (Sigma, M) & hiéu
dién thé 120 V va thoi gian dién di 2 gio. Ban gel sau khi
dién di dugc nhuom voi Comassie Brilliant Blue 0,1% (Bio
Basic, Canada) trong 30 phut, sau d6 tdy gel bang dung dich
tdy mau (methanol 40% va acetic acid 10%; Thermo Fisher
Scientific, M¥) trong 45 phut va thay dich tdy mau sau mdi
15 phut.

Ky thudt western blot

Protein trén gel SDS-PAGE sau dién di dugc thdm 1én
mang polyvinylidene difluoride (PVDF, Thermo Fisher
Scientific, My) bang may chuyén mang (SD10, Cleaver
Scientific, Anh) ¢ hi¢u dién thé 30 V trong 1 gio. Mang
PVDF sau d6 dugc ngdm voi dém PBS chita 5% BSA va
0,05% Tween 20, rira 3 1an véi dém PBS va u véi khang
thé dé khang khang thé nguoi IgG cong hop horseradish
peroxidase (pha loang trong dém PBS 1:10000; Abcam,
My). Sau khi rira véi dém PBS, mang dugc u véi dung dich
co chat TMB (Pierce™ 1-Step Ultra TMB, Thermo Fisher
Scientific, M¥) dén khi xuét hién mau phan ung.

K7 thugt ELISA

Protein khang nguyén tai to hop hepl & cac phan doan
sach duoc tron déu va dinh luong bang phuong phap
Bradford sir dung chit chuan BSA (Bio Basic, Canada) voi
day pha loang 10-80 pg/ml trong dém PBS. Lugng protein
khang nguyén tai to hop hepl (1 pg/giéng) duoc gin 1én dia
ELISA vau ¢ 4°C qua dém. Protein du thira dugc loai bo va
rira 3 14n voi dém PBS chira 0,05% Tween 20 (Bio Basic,
Canada). Sau khi i véi dém PBS chira 1% BSA, huyét thanh
thir nghiém pha loang véi dém PBS ¢ ty 1€ 1:4000 duoc
tra vao cac giéng ELISA. Sau khi rira dia 3 1an, mdi giéng
duogc bo sung 100 pl khang thé dé khang khang thé ngudi
IgG cong hop horseradish peroxidase (pha loang trong dém
PBS 1:10000; Abcam, My) va u ¢ 37°C trong 1 gio. Sau
khi d6 bo dich du thira va rira dia 3 14n, cac giéng tiép tuc
duogc 0 30 phit trong t6i & nhiét &6 phong v6i 100 ul dung
dich co chit OPD (100 ml dung dich O-phenylenediamine
dihydrochloride 0,016% (Sigma, M¥) chL:ra 16 ul H,0, 39%
(Merck, Dtic)). Phan ing enzyme-co chat dugc ding bang
50 pl dung dich H,SO, 2 M (Merck, Dtrc). Cudong d6 mau
tao thanh duoc do o budc séng 490 nm trén may 800 TS
Microplate Reader (BioTek, MY).

Két qua
PCR gene BPSS1498 ma hoa protein hepl

DNA khuén cuia chung vi khudn B. pseudomallei NA23
dugc su dung dé khuéch dai gene BPSS1498 véi cdp moi
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dugc thiét ké dé dam bao phan img PCR nhan dic hiéu gene
dich va co trinh tuy dé enzyme gidi han Esp31 nhan dién.
San pham PCR c6 kich thudc 534 bp (bao gdom 507 bp gene
hepl va phan du 27 bp tai 2 dau 5° ciia primers dé enzyme
gidi han nhan dién) dugc trinh bay tai hinh 1A.

Tao dong va lwa chon chiing biéu hién protein khdang
nguyén hepl

San pham PCR gene BPSS1498 duoc tinh sach va xir Iy
v6i enzyme gidi han Esp31. Sau khi gin vao vector pPSG-
IBA3, plasmid dugc bién nap vao té bao E. coli DH5a. Cac
khuén lac E. coli DH50 mang plasmid pPSG-IBA3 chira gene
BPSS1498 ¢6 mau tring trén mdi trudng LB c6 X-gal duge
lya chon (hinh 1B). E. coli DH50/pPSG-IBA3::BPSS1498
tiép tuc duoc nudi cdy trén moi trudng LB dich thé ¢ bd
sung ampicillin nham phuc vu cho viéc tach chiét plasmid
pPSG-IBA3:BPSS1498 (hinh 2A) va bién nap vao dong té
bao biéu hién E. coli BL21(DE3) pLysS.

5000 bp — [

1500 bp —

—1000 bp 1000 bp —
— 500 bp 500 bp —
— 100 bp g 100 bp —
(A) (B) (©)

Hinh 1. Két qua PCR va tao dong. (A) Giéng 1 la dbi chirng am,
giéng 2 la san phdm PCR gene BPSS1498 khuéch dai tir DNA khuon
clia ching B. pseudomallei NA23. (B) Tao dong vi khuén E. coli DH5a
mau trdng mang plasmid pPSG-IBA3 chira gene BPSS1498. (C) Két
quéd PCR gene BPSS1498 khuéch dai truc tiép tir cac khuan lac E.

coli DH5a mau tréng.

kDa kDa kDa

- 180 —

70— -
55— @ 70 — 70 —
55— . B
35—

(A) (B) (€) (D)
Hinh 2. Két qua tach plasmid pPSG-IBA3::BPSS1498 (A), biéu
hién protein hcp1 str dung E. coli BL21(DE3) pLysS (B), tinh sach
protein hcp1 (C) va chay western blot protein hcp1 véi huyét
thanh bénh nhan nhiém melioidosis (D).

Chin dodn melioidosis bang ky thudt hcpl1-ELISA

ELISA dugc trién khai trén cdc miu huyét thanh thir
nghiém. Gia tri trung binh OD,;, cua nhom bénh nhén
melioidosis 1a 2,249+1,038 (dao dong tir 0,363-3,414), cla
nhém bénh nhan nhiém khuin huyét khac 1a 0,283+0,106
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(dao dong tur 0,142-0,550), cua nhém nguoi khde manh la
0,286+0,117 (dao dong trr 0,157-0,595). Cuong d6 OD,
cua nhom bénh nhén melioidosis cao hon cuong d6 OD,
cia nhom bénh nhan nhiém khuadn huyét khac va nhoém
nguoi khoe manh 1an lugt 13 7,94 va 7,86. Phén tich thong
ké cho thdy, gia tri OD 400 U@ nhom bénh nhéan melioidosis
cao hon c6 ¥ nghia thong ké so véi gia tri OD 400 €@ ThOM
bénh nhan nhiém khuan huyét khac va nhom nguoi khoe
manh (p<0,001); gia tri OD,,, cua nhom b¢nh nhan nhiém
khuan huyét khac va nhom nguoi khoe manh 1a twong
duong nhau (p>0,05) (hinh 3A). Néu ldy OD,,, cao nhét
trong nhom bénh nhan nhiém khuan huyét khac va nhém
ngudi khoe manh lam gia tri cut-off (OD,;=0,595) thi chi
c6 2 trén tong soO 32 bénh nhan melioidosis bi chan doan
nhdm (4m tinh gia), 1 trén tong s6 62 nguoi nhidém khuan
huyét khac va ngudi khoe manh bi chin doan nham (duong
tinh gid). Vi vay, phuong phap hcpl-ELISA c6 d nhay la
93,7% va d6 dac hi¢u la 98,4%.

XX B CAEE
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ME NKK KM 4
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(A) (B)
Hinh 3. D6 thi két qua hcp1-ELISA (A) va hinh anh dia hcp1-ELISA
(B). Nhém bénh nhan melioidosis (ME), nhém bénh nhan nhiém khuén
huyét khac (NKK) va nhém ngudi khde manh (KM).

KM DbC

Melioidosis 1a bénh truyén nhiém phd bién & khu vuc
Pong Nam A va ving phia Bic Australia. Tai Viét Nam,
ca bénh dau tién duge phat hién va mo td nam 1925, sau
d6, hang tram ca bénh da dugc phat hién va cong bd trén
binh linh Phap va My tham chién tai Viét Nam. Nam 1969,
melioidosis duoc liét ké 1a 1 trong 6 bénh truyén nhidém gay
tir vong cao ma binh linh My thuong méc phai trong chién
tranh Viét Nam [12]. Tuy nhién, sau ngay mién Nam giai
phong, bénh da hoan toan bi lang quén. Trong thoi gian
qua, nhom nghién ctru cua chung t6i da tién phong hucmg
dan nhiéu bénh vién tuyén tinh phuong phap nuoi cay xét
nghiém vi khuan B. pseudomallei trong mau bénh pham lam
sang. Chi trong thoi gian ngin, hang trim ca melioidosis da
duoc phat hién [2, 12] Theo du bdo, mdi nim & Viét Nam
c¢6 khoang 10430 ca nhiém melioidosis va con sb tir vong
khoang 4703 ca [13]. Tuy nhién, sb lugng ca bénh phat hién
& nude ta dang thap hon rat nhiéu so véi cac nudc lang
giéng va so v6i con s du doan cua cac chuyén gia qudc
té. Sb lugong thép d6 c6 thé do su han ché vé do nhay cua
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phuong phéap xét nghiém nudi cdy vi sinh dan dén bo sot ca
bénh. Trong nghién ciru nay, chung toi phat trién ky thuat
chan doan ELISA str dung protein hepl nham bo sung thém
cac phuong phap xét nghiém melioidosis tai Viét Nam.

Genome cua B. pseudomallei ma hoa hé thong tiét loai
6 (type VI secretion systems; T6SSs), trong do hcp proteins
1a nhitng thanh phan cia hé thong tiét loai 6 ndm trén bé
mat té bao va thuong tim thiy trong dich nuéi ciy vi khuin
¢6 hé thdng tiét nay. Trong sb 6 loai hep thir nghiém, chi
duy nhét hepl co phan ung v6i khang thé caa bénh nhén
nhiém melioidosis khi thir bing phuong phap western blot.
Két qua d6 minh ching hepl c6 kha niang biéu hién in
vivo va ¢6 kha ning kich thich tao dap tmg mién dich. Tuy
nhién, hepl khong biéu hién in vitro khi nuéi cdy vi khuin
trong moi truong dich thé LB [11]. Diéu dic biét 1a bénh
nhan nhidm melioidosis khong c6 khang thé khang cac hep
proteins tir 2 t&i 6. Hepl c6 kha niing tao dap tmg mién dich
dé bao vé 50% chudt khi tiém ¢ liéu thir thach gap 50 lan
so v6i liéu gdy chét. Tuy nhién, hep proteins khong duogc
khuyén c4o cho ché tao vaccine vi tinh bao vé chudt tranh
bénh va ty 1 chudt chét 1a rat thap khi lap lai thir nghiém.
Vi vay, nghién ctru di dé xudt hepl ¢ thé ing dung trong
chan doan huyét thanh hoc [11]. Phan tich transcriptome
cling chi ra ré‘mg, hepl biéu hién manh trong qua trinh
xam nhiém dai thyc bao U937 so v&i cac gene khac trong
hé théng tiét loai 6 va ciing 1a protein duy nhat trong sd
3 protein tai to hop tir cac gene BPSS0529, BPSS1498 va
BPSS1499 lya chon c6 phan ung duong tinh véi khang
thé cua bénh nhan melioidosis bang k¥ thuat ELISA va
western blot [14]. Nghién cuou danh gida phuong phap
ELISA su dung cac khang nguyén O-polysaccharide (OPS),
6-deoxyheptancapsularpolysaccharide (CPS), whole-cell
(WC) va culture filtrate (CF) trén huyét thanh ctia bénh nhan
Thai Lan nhiém melioidosis thdy riang, OPS-ELISA cho
két qua xét nghiém tot nhat [15]. Khi so sanh OPS-ELISA
v6i hepl-ELISA, Pumpuang va cs [9] da kiém ching trén
141 mau huyét thanh thu thap ngay lic bénh nhan nhiém
melioidosis nhap vién, 188 nguodi Thai Lan khoe manh,
90 nguoi My khde manh, 20 bénh nhan lao phéi, 50 bénh
nhéan s6t mo va 50 bénh nhan nhiém leptospirosis. Str dung
gia tri cut-off tuwong g voi dd dac hiéu 95% thi d6 nhay
cua phuong phap ELISA hepl 1a 83%. D nhay va d6 dac
hiéu nay t6t hon so véi phuong phap OPS-ELISA. Két qua
nghién ctru cua ching t6i st dung huyét thanh ciia ngudi
Viét Nam hoan toan twong ddng véi cac nghién ctru trude
d6. Két qua minh chimg phuong phap hepl-ELISA c6 do
nhay va d¢ dac hiéu rat cao, 1an luot 12 93,7 va 98,4%.

Nghién ctru theo ddi d6 nhay cua phuong phap hepl-
ELISA tai cac tuan 0, tuan 12 va tun 52 cho théy, d6 nhay
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lan luot 1a 81,5 (163/200), 82,3 (93/113) va 81,8% (90/110).
So sanh hiéu gia khang thé khang hepl tai tuan 0 va tuan 12
khong khac nhau nhiéu nhung c6 su giam dang ké hiéu gia
khang thé & tuan tht 52 [9]. Didu d6 cho thiy, hepl-ELISA
¢6 kha nang chan doan phan biét ngudi da timg phoi nhidm
va ngudi mai phoi nhidm véi vi khuan B. pseudomallei. Két
qua d6 minh ching tiém nang s dung hepl-ELISA nhu
mot phuong phap méi trong chin doan huyét thanh bénh
nhan nhiém melioidosis tai Viét Nam, dic biét ung dung
trong chan doan sang loc bénh nhan nhiém melioidosis trén
cac d6i twong bénh nhén s6t kéo dai chua rd nguyén nhén,
do sy han ché vé d6 nhay ciia phuong phap xét nghiém nudi
cAy vi sinh.

e ~
Két luan

Gene BPSS1498 ma hoéa protein hepl dugce phan lap, tao
dong va biéu hién bang té bao E. coli BL21(DE3) pLysS.
Phuong phap hep1-ELISA duoc trién khai danh gia trén 94
mau huyét thanh (32 mau tir nhdm bénh nhan melioidosis,
32 mau tir nhém bénh nhan nhiém khuan khac va 30 mau
tr nhém nguoi khoe manh). Su dung gid tri cut-off Ia
0,595, phuong phap hcpl-ELISA dat do nhay 1a 93,7% va
do dic hiéu 1a 98,4%. Két qua dat dugc tuong déng voi
nhiéu nghién ctru trude do trén thé gidi. Phuong phap hepl-
ELISA dugc dé xuit img dung trong chan doan sang loc
bénh nhan nhiém melioidosis tai Viét Nam, dic biét trén dbi
tugng bénh nhan s6t kéo dai chua 1o nguyén nhan do sy han
ché cua phuong phap xét nghiém nudi cay vi sinh.

LO1 CAM ON

Nghién ctru nay dugc thuc hién tur nhiém vu Quy gene
“Nghién ctru khai thac ngudn gene vi khuan Burkholderia
pseudomallei va danh gia dac tinh sinh hoc nham nang cao
hi€u qua chén doan, du phong va diéu tri” (ma s6 NVQG-
2018/08) do Bo Khoa hoc va Cong ngh¢ tai trg. Cac tac gia
xin tran trong cam on.
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