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So sanh cdc ky thudt dinh danh vi khuan B. pseudomallei
trang xét nghigm chan doan bénh Whitmore
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Lo gat:

N nhiém melioidosis (hay con goi 13
n Gram im,

w trong dat, lay Im\m )
. Dav diém sinh hoc cix B. /numlnumllm 1a true Khu
tr nhicn vii K tamicin (Gen) v colistin (Cot) nhirng nhay canu v éi amoxicillin
cacid (A g dae trimyg dién hinh nay trong dinh danh cic chung B. preudomaliei phin lip tir
cihe min hénh phi ram Am, oaydase duong
phiin lp tai Bnh vign Da Khox anh 1 Finh e thing 7 2018 dén 122018, Ké qua dinh danb bing real-time PCR
« 1xa 168 rRN A Rhing dinh 17 chung 1 B. preudomallei. 17 ching ndy
dtu dip g icn chi ddc rmg cua vi kb K. pseadomaliei ve nhay cim X Kboanh Khing sinh véi dudmg kinh (r)
Khidug Gen (v 6 mm), hhiang Col (=6 mm) v nhay AmC (18 nun<r<26 mm). D) chinh <ac cua phiuong phip dinh
danh B pneudomalic bing X Khoanh Khang sinh nay 12 100°,, trong hhi dé di chinh xic cta phirong phap sinh héa

AP 2ONE A Ve 2 B bt 13 T4t (13 17 va 29.4%0 (217, 8 ching vi Khudn Cupriavidus malaysiensis cﬁng
Khsing Gen va Col ihurng dudng hink séng whas vam AmC la Khoang 42-43 mm. Ket qua n;.lncn curu nay cho Ihuy,
phirong phisp dinh danh B, pendomalici bing 3 khoanh hhing sinh ¢6 0 chinh sic cao va o6 thé tridn khai tai nhi
paisinh o Vet Nam nhdnt han ché vige dinh danb <aivi kh A bo s6t xét nghiém

Burkholderia pyeudomallei By mt loai vi Kl

Henh W hitmore) cho ngirin
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Bal vén dé bénh cao nhat (gap 13 lin) [2. 3] Mchioidosis la bénh truyén

Burkholderia pewdomalics 10 mot lodi vi Khudn song
hoar sinh trong Jait v trong nuoc o cac vung nhict don, die
bigt I o Dong Nam \ vaovange phia Bac Austraha [1]. 8.
pneradomaller la ¢an nguyén w3y nhiém melioidosis (bénh
Whitmore). Benh gip ca tren nguan va nhicu foai dong vat,
Conduomg Ly truyen chinh cua bénh 1 (1) qua tiép \ue true
Bép SRy e davei dat hode niree nhicm Khuin: (i) qua
it phat cac hat by hode hat ol Khi ¢& chua v Khudn: (i)
qua con duong tiéu hoa Khi 3n uong pha thue pham nhiém
Khuin Melio

chiem dasd Bén canh cac yvéu 1o nguy co nhu nghién rugu,
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corticowd dw ngay. bénh phéiva thin man tinh thy

ngum by neu duong thude nhom o twomg co nguy co nf
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oo,

nhiém cap tinh ngay hiém gay Iu vong cao va ur vong nhanh
ttruae 48 @i nhdp vien) néu bénh nhan khéng duge chin
doan som \.1 dicu 1 khang sinh kip thén theo khuyu\ cao
[2]. Trong $6 cic ca nhidm melioidosis. hau hét cac bénh
nhan ¢6 bicu hién nhiém khuin huvu va viém phoi. md
50 bénh nhan nay <6 biéu hign sée nhidm khuin vacd -lhé tr
vong trude 48 gigy nhip vién [4, 5]. Do kha ning lay truyén
Qua duémg ho hap cing tinh chi gay bénh nguy hem, B,
rreudomallel duge Trung tam Kiém soat vi phong ngira
dich bénh AT (CDO) \Cp vao nhom cac tac n
dung
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Comparison of different identification
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Abstract:

Burkholderia psendomallei is a soit-dwelling bacterium
which can infect human and animals causing a fatal
infectious discase of melividosis (or Whitmore's disease).
The Dbiological characteristics of this bacterium are
Gram-negative  bacilli, oxydase-positive. naturally
resistant to gentamicin (Gen) and colistin (Col) but
sensitive to amoxicillin-clavulanic acid (AmC). To usc
these particular characteristics lor the identification of
8. pyendomallei, the authors investigated 169 oxydase-
positive and Gram-negative bacilli strains isolated
from clinical specimens at Ha Tinh General Hospital
from July to December 2018. TTSSI real-time PCR
assay, recA and 16S rRNA gene scquence analyses
confirmed 17 strains as B. psendomallei. These 17 strains
demonstrated the particular characteristics of three-
antibiotic disc test with the diameter (r) Gen resistance
(r=6 mm), Col resistance (r=6 mm) and AmC sens; ty
(18 mm<r<26 mm). The identification accuracy of this
method for B. psendomallei was 100% while the accuracy
of the two biochemistry methods APY 20NE and Vitek 2
were 76.4% (13/17) and 29.4% (5/17), respectively. Five
strains of Cupriavidus malaysiensis were also resistant
to Gen and Col but sensitive to AmC with inhibition
zone diameter of 42-43 mm. In comparison with the
routine identification methods. the identification of 8.

d lei from oxvd positive and Gram-negative
bacilli using three-antibiotic disc test was a reliable
and accurate inethod and could be implemented in the
medical microbiology laboratories in Vietnam to reduce
and avoid the misdiagnosis of melioidosis.

Keywords: Burkholderia pseudomallei, melioidosis. three-
anfibiotic disc test, Whitmore.

Classification number: 3.1
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rrong tam diém hru hanh cua meliodosis & ':p bao dgng do
(cap cao nhav) trén bin d6 dich 1& hoe 10dn ciu (V). Tai Thi
Lan. moi nam cé khoang hom 4 ()00 ca mclioidosis duge
phm hién va s6 hromg tir vong la gan 2.000 ca [()] Jin day,
s0 Juong ca bénh phat hién & cic nude ling gidng 1a Lao
va Campuchia ciing tang 1én ding ké [7. 8], Mac d\'l €O sy
twong df}y\\_g vé dia ly. khi hau va hinh thire canh tac ndng
nxzhi(,p nhu nhimg nudc trong Khu vire nhunb 6 ligu dich
& hoe vé 1y 1¢ ngudi dan Vit Nam bj nhi¢m benh cang nhir
sy phan b6 clia vi khuin 8. ﬂsemiwunllul rong cac vung
dar canh 1ac nong nghicp i gan nhwr khéng co. Cic ly do
vién dan cho sy tl viing (hong tin cda bénh nay 14 (i)
gido rinh day cho sinh vién y khoa tai cic tredng dai hoe
chura dé cip nhicu dén bénh, (ii) sinh vién va cac ky thugjt
vién khong duge thue hanh xét nghi¢m nuoi ¢dy vi khuan,
\a (iii) cac thidt b xét nghi¢m thudmg quy thye hign tn cac
bénh vi¢n ninr k¥ thudt dinh danh vi kbuan sir dung thanh
thu APt 20NE hoiic may dinh danh vi khaan w dong Vitek
2. Phocnix va MicroScan WalkAway hoiic thim chi may
dinh danh dua trén &y thugt khdi phd protem MALDI-TOF
thuomg tra sai két qua dinh danh vi khuan 8 psendomaller
thanh vhimg loai vi khuan khac, din dén chian doin nham
vi b 56t ca bénh [9]. Tét ca cac nguyén nhin d6 da Jam cho

cac bac sy lam sang ciing nhr cic can b xét nghiém vi sinh
i cic bénh vién (dic bigt 1 bénh vién tuyén dudiy chua
the sy dé ¥ va chua 6 phan mg nghi nga ca bénh. Bitu
d6 dan dén mehoidosis da (1o thanh cén bénh bi lang quén ¢
Viét Nam trong sudt nhiéu thap ky qua [10].

B. psendamallei |a true khudn Gram am, oxydase duong,
khang ty nhién vai Gen va Col nhung nhay cam vdi AmC
[11]. Ngoai ra, B pseudomaller con cb mét sb dic tinh
khac nhu khuan lac co anh kim khi ohin nghiéng dudi dén
anh sang tring hoic ¢ bio ¢4 hinh kim bang khi quan sat
nhuém soi Gram dudi kinh hién vi. Dyra trén nhimng djc tinh
sinh hoc dac trung nay, thoi gian vira qua, ching tdi da tién
phong hudng dan nhiéu bénh vién trién khai k¥ thuat nudi
cdy djnh danh vi khuin B. pseudomailei six dung 3 khoanh
gidy khang sinh Gen, Col va AmC [5). Mic dit phuong phap
dom gian nay di giip nhidu bénh vién tuyén dudi phat hien
ra ca nhiém mehoidosis nhung d9 chinh xdc coa k¥ thujt
dinh danh i khuan B. psendomalle: bing 3 khoanh gidy
khang sinh van chua duoc danh gia va kiem chimg rd rang.
Trong nghién ciru nay. chiing 16i tén hanh so sanh ky thuat
dinh danh 3 khoanh gi:’iy khing sinh voi cac ky thuat dinh
danh thuong quy khac !a AP] 20NE va may dinh danh ty
dong Vitek 2. B¢ chinh xac cua cic ky thuat dugce dinh gid
dura trén k&1 qua dinh danh vi khuan bing k¥ thut real-time
PCR genc TTSS) dic hiéu B. pseudomalici va ky thuit gi
trinh tu gene recd va 165 rRNA [12-14).
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Béi tweng va phuang phap
Chums vi khadn nghién ciru

Tir thang 7 201N dén 12 2018, chyng (&1 nén hanh thu
thap 169 chung trnge khuan Gram dm. oxydase duong phin
1ip duge tr cac loar mau bénh pham mau (n- 124 dom
(- 1X4 mu (n=13) va ti¢u (n=141 1ai Khes \1sinh, Bénh
vién Da khoa unh Ha Tinh. Cac chung vi Khudn duoc hwu
gitr lanh sdu trong mon tnuémg Luria-Bertani chua 20%

glyeeral o -70°C d¢ phuc vy cho cae nghién ciru tiép theo
Plurong phdp thar tink nhay cam khdng sinh

T ong Janh <au. v Khean duge nuds ¢dy hoat hoa qua
démtrén mdi truomg thach mau Columbia chua $% mau clu
v 37°C. Tinh nhay cam khang sinh dugce thu bang phuang
phiap Khuech tin khoanh @idy hhang sinh dya wén huong
din cunn Vign Chuan thire lim sang v \et nghi¢m M3 (CLSI
MU2-A 12} Theo o, ¢ bao vi khudn hogt hda duoe hoa
var dung dich nude muor sinh Iy Na10.9% datden gia try
0.5 Melurkand va duge ¢y trn déa trén moi truomg thach
\ueller Hilton bing que tam bong. Cae khoanh Khang sinh
Lt Duagnostios, Anhy eom Gen (10 pg). Col (10 pug)va
AmC 2010 ney duge fan ugt da Ién bé mdt mai truong
thach. Dia thach sau do duge nudr ¢y o 37 ¢ Kich thuoe
vong nhay cam khang sinh duee do sau 24 1o nuor cay. Ket
Qua nhy cam Khang sinh cua B psendomaller duge phicn
wigi theo hurdmg din cua Hedgaon vaes (2009) (1]

Djnds danh vi Mrud bang thah thie AP120N]

Phwromg phiip dinh danh nay duge thye hign theo huong
dan coanhd sin xudt. Theo do, Khudn Tae di duge hoat hoa
teén moi truong thach miu duge dua bang que m bong

Vao ang ol truimyg APENGCT 0N cho dat mdt 3o 0.3
MeFadand. Phin huyén phic vi Khuin nds duoe dua vao
cie ang phdn img tren thanh AP 20ONE (Biomerieus, Phip)
Cac dng phan tmg thu nghiém lén men duimg duge phu kin
bang Khoany dau. Thanh AP duge u trong w dm o nhigt dé
30C. San 2

dor ven o

- @id nudi cay. ket qua am tinh va duong tinh

phan g swh hoa duge doc theo chi din coa
nha an sudt. Két qua thie nghiém duog chuyén sang dang
<o pom 7 cha O VA duge tra cuu e Wy én 1rén website cua
nha san auat hup: apiweb.biomeireus com

Dinh dunhy vi Khadn bing mds qr ding Virek 2

Phuromyg phap duge thue hién theo hudmg din cua nha

san audl, Theo doo ¢ bao v Khudn duoe hoa vao nuoc
muor Nat 1 0430 cho Jat mat do 0.3 NMcFarland. Huyén

phi 1¢ bao vi khuan duge chuyén vio the GN dinh danh
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P . - el St
o1 Khudn Gram am va duge dua vao may Viteh 2 Comi e
(Biomeneun. Mi) Cac thong so cua may dinh danh durov
cardat theo ché d§ chudn cua hiang, Kétqua dinh danh duee
may tra  déng sau 6 dén 24 o

Dinh dunl vi Ahmdn B. pseudomallei bing ki thuat
real-time PCR dic hign gene TTSS1

DNA 1ang s6 cia vi khudn duge tich chiét bang dung
myl alcohol. Sau khi

o1 hiru co sy dung chloroform: soal
ot tua frung con lmh, DN\ duge hoa vio dém TE (O IpM
Tre HCL D1 mAE Na EDTA) va luw giir o -20°C. Nong
o va nre do tinh saci\ cua DNA duge Kiém tra lrfén mily
NanoDrop 2000 (Thermo Fisher Scientific. My) Tiép theo.
1 ul DN A khuén ndy duge tra vao Sng real-time PCR chia
12.5 ul Mavma Probe gPCR Master M (ThermoFisher
Scentine. Lithumia), 10 pmal mdi xudr BpTT4176F
(2. CGTCTCTATACTGTCGAGCAATCG-3"). 10 pmol
mérnguae BpTT4290R (37-CGTGCACACCGGTCAGTATC-3'),
0.26 M\ dau dd BpTTA208P (3-CCGGAATCTGGATCA
CONCCACTTTCC-3), 400 ng bovine serum albumin
(BSA: Themmokisher Scientific, M$) vi mrge cho dén du
23 ul Chu trinh nhigt coa phan tmg PCR duge thie hién &
S0C rong 2 phat, 95°C wrong 10 phit va 40 chu ky ¢ 95C
trong 15 miy i 60°C trong | phit. Real-time PCR duge
thue hign trén may ArivIv Real-time PCR System (Agilent
Technologiesy. Tin hi¢u huynh quang duge ghi nhan trén

phin mem Agilent AriaMx Soltware v1.5 va gia trj nguéng
(threshold) duge tinh toin 1 dang sir dung thuat 1oan
baseline-corrected raw fluorescence. Real-time PCR duong
tinh duge ghi nhan khi duény 1in higu huynh quang cia mau
\UOT 2id iy ngudng.

Dindr danh vi khuin hang giai trinh 1r gene recA

Phan ng PCR khuéch dai gene recA duge tién hanh
trong thé tich 25 pl phan ng chira 12.5 ul DreamTaq PCR
Master M (ThermoFisher Scientific Lithuania), | ul DNA
Vi khuin da tich chiét nhu i mé 1a & trén. 10 pmol moi
loai moi gom BURI (5'-GATCGA(AG)AAGCAGTTC-
GOCAA-3Y) va BUR2 (§-TTGTCCTTGCCCTG (AG)
(_('.G AT-3') a nude cho dén du 25 ul. Sau khi bién tinh
DNA @95 Cirong § phit. phan img khuéch dai gene
thue hi¢n Irony 40 chu trinh. véi moi chu lrmil T:hl
cal dat |

duge
:L

4 95°C irong 30 @iay de bién tinh tach macr: L;!ISZ\C
60 C1rong JQ gidy dé gin méi. 72°C trong | phat dL khuéchY
cﬂ.\: Cudi cimg. chu trinh két thie 1 72 ¢ rong S phig
San T\lum PCR duge dién di va kiem tra irén gel :xg};rme I",‘
\"‘1\»' sung chat plv;’n huynh quang Redsafe (Intron l’,m\cch-I
noloey. Hin Quoc). San pham PCR duge tinh ach st dung

dar g
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kit Quaquick coa Hang Qiagen. Vigi mdi phan img gidi trinh
tr. 10 ng san pham PCR tinh sach dugc dua vao cic phan
ung khudeh dai sir dung kit Bigdyek terminator v 3.1 theo
hudng din cua nha san xuit (Applied Biosystern). Sau Khi
khuéch dai bing méi mé 1a nhu trén. trinh ty D\ A dugc doc
wén may gidi trinh ur 3100 Avant Genenie Analy zer sir dung
POP-6 polymer. Sic dé trinh 1 duoc kiém trava chinh sua
wrén phan mém Chromas lite 2.1. Trinh ty cia 2 mdi duac
két ndi trén phan mém Clone Manager (Clone Manager Pro-
fessional Suite version 8). Mirc do twong ddna vé trinh tr
gene recsd cda chimg nghién ciru so véi cac chung di cong
b6 rén ngan hing gen dugce so sanh, st dung cong cy tra
cine BLAST (huip:#/blast.nebi.nlm.oih.gov/Blast.cgr).

Dinh danh vi khuin bang gidi trink (5 gene 1685 rRNA

Phan Gng PCR khuéeh dai gene 165 rRNA duac tién
hanh trong (hé tieh 25 ) chia 12,5 ui DreamTaq PCR
Master Mix (ThermoFisher Scientific. Lithuama). 0 pmol
méi loai méi 27F (5"-AGAGTTTGATCCTGGCTCAG-3)
va moi 1525R ( iGTGATCCA GCC-3 ) va |
! ADN vi khuan da tach chict ohu dd mo 1@ @ trén. Sau
khi bién tinh DNA & 95°C trong 5 phat. phan img khuéch
dai gene duge thue hién trong 35 chu trinh, von méi chu
trinh nhiét duoc cai dat nhu sau: 95°C trong 30 vy dé bic
1l tdch mach ADN. 55°C trong 30 gidy d¢ gin moi, 72°C
irong | phit 45 gidy dé khudeh dai gene. San pham PCR
voi kich (hude 1.499 bp dirge dicn di va kicm tra wén gel
San phim PCR duoc tinh sach va g tinh e
ahu 3 mé 1@ o trén. Phan (mg giai trinh wr duge thyc hign
voi moi 518F (5°-CCAGCAGCCGCGGTAATACG-3) vit
méi 8O0R (5"-TACCAGGGTATCTAATCC-3"). Trinh 1y
ciia 2 mo1 518F va SO0R duge kétndi trén phan mém Clone
Manager (Clone Manager Prolessional Suite version §).
Mire 08 womg ddng cao nhat vé trinh tr doan 16S rDNA
cha chung nghién ctru so vo1 cie chung chudn di cong b6
dwge tra ciru sur dung cong cu 16S-based 1D (hips-/Awww,
ezbiocloud net) cip nhit dén ngay 317122019,

agarose 1%

Kétqua
Dic tinh nhay cum voi 3 khoanlt khdng sinh

169 chung vi khadn dupe thir nghém tinh nhay cam véi
dip g néu chi djc trung
clia i khoan 8. pscudomallei (a khang Gen (F=6 mm) i
Col (=6 mm) numg nhay cam AmC (r>18 nin). Trong s6
nay. 17 chiing co vang nhay cam AmC trong khoang duong
Kinh 23-26 mm, 5 ching ¢é vong nhay cam & duong kinh
42-43 mm. 147 chung con lai o cac kicu nhay cam khic
nhau vér 3 khoanh khang sinh thu nghém. Nham ching

3 khoanh khang sinh, 22 ching
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niv dugc 2oi chung 1a nhom Khong diap tmy ticu chi dic
trung cua vi Khodn B, pecidomallei vé phyy cam 3 Khoanh

khang sinh.

Dinh danh nhom ddp veug tice chi dic trimg cia vi
khuan B. pscadomallei vé nhay cam 3 khoanh Ahdng ~inh

K{ thuat real-ume PCR duge tnen khai trén 22 ching
dap img tcu chi. 17 chong ¢6 phan img duemg tinh vai
aene TTSS! diac hicu B. pscudomaller. Trinh wr pene recet
cua 17 chung 3
B. psendomal,

y g dong 100% so v chung chuan
K96243" Cic chiing nay déu ¢o die tinh
khing Gen vi Col ninrng nhiy cam AmC vén diong, kinh
trong khodng 23-26 mm (hinh 1A) Dinh danh bing k¥ thugt
sl hoa API 20NE cho kétqua 13 chang 1a B. pseudomallei
van 1D e 81,7 den 99.9%. 4 ching con Iy dwge dinh danh
1 8. cepacia ven 1D U 77,5 dén 86.3%. Dinh danh bing ky
it Vitek 2 cho kétqua $ ching 13 8 psendomallei v 1D
r 94.0 den 99.0%. Cae chimg ¢on Jai duge dmh danh la #
aernginosa (n=9). B. cepacia (n=2). S pancimobilis (n=1)
{bang 1).

Hinh 1. Dac tinh nhay cam 3 khoanh khang sinh cua chang khang
Gen va Col nhing nhay cam AmC v&i vong nhay cam trong
khoang 23-26 mm (A); khang Gen va Col nhung nhay cam AmC
voi vong nhay cam trong khoang 4243 mm (B).

5 chang con lai co phan img real-time PCR gene TTSS
am tnh. Trinh tr gene recA cia 2 trong 5 chung nay trong
dong thap \&i ching Cupriavidus taiwanensis LMG 19425"
13 95.1%. Vi co s& dir héu gene recd khong diy da trong
¢ thong phan loai i khudn nén ching 16i su dung ky thudt
giai trinh ur gene 168 "RNA dé dinh danh va trinh (v gene
c0a 3 chung ndy déu gidng nhau va déu co di wong dong Ia
99.93% so vai chang chuan ¢ malaysiensis USMAA 020"
Ciic chung nay déu ¢o dic tinh khang Gen va Col nhung
nhay cam AmC o dudmg kinh trong khoang 42-43 mm (hinh
IB). Binh danh bing k¥ thuit sinh héa API 20N cho két
qua 5 ching la C panculus vou 1D 1a 98,6%. Dinh danh
bang k¥ thudt Vitek 2 cho két qua la Frandisella nijarensis

(=11 Bardetella hronchiseptica (n=2), Moroxella spp
m=1)va C pacubles (n=1) (bang 1).
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Bang 1 KétQua dinh danh cac chung dap ung tiéu chi dic trumg
cua vi khuan B pseudomalies vé nhay cam 3 khoanh khang sinh
bang ky thudt sinh hoa API 20NE va Vitex 2
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Ghi chu B=Bumnhoktena
P=Pseudomonas Sp=Sphing

s

Dinh dunle nhom vi Muin hhéng dip eng tiéu chi

e g cvia vi Ahmdn B psewdomallei vé nhay cam 3

Ahoanhy Ming sinht

Real-time PCR gene 1SN déu dm unh dde v 1t ey
147 chung khang dap img ew chinhay cam X Khoanh Khang
sioh e v Khadan B peewdomadics: Dicu do mat phin minh

chimg ecac chung vikhudan nay Khong phala 8 peaduni

Dé Tam 1o hon ¢ thanh phin foar vi Khudn nay . chang oy

tén hanh ¢y na 3 pha trén mar tneomg thach Ashdown
Khang co Khang sinh Gen va nud ¢ds o nhigt d6 37 C Say
X ngay. inh thar Khudn lae cua cac chung duge quan sat
Dy vae mua sde hich thuoe, cdu true B mat cu true mép

Khudn Lav va dac unh nhay cam 3 khoanh khang sinh. ¢hung
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fia cac chung ndy thanh 20 nhom Khudn lac Khae nhau.

nhom Khudn Lae Jic trmg nay

da dién frong e
< 1z chon d¢ dinh danh bing phrong phap 21t trinh ur
< rRNA. Cie chung do duee dinh danti v o 13 Hod 13

sobacter insuaves. Aeromonas dhakensis. Hcalieenes

s, Burkholderia mudtvorans. Burkholderio rernitorit

Cupriavidus metallidurans. Pscudomonas o nginosa.

s orvsihabitans. Pscudomonas plecoglossicide.

rophomonas maltophilio (bang
Bang 2 Kétqua djnh danh cac chung khong dap ong tiéu chi L.*lac
1rumg cua vi khudn B. pseudomallei vé nhay cam 3 khoanh khang
sinh bang ky thudt gii trinh tr gene 165 rRNA.

Dhnrong VM3 ineh tw tham chiia Na leymg
ST Tewe dinetta (hurg i )
< — " [IRSSCT VTR N
. . Wi COBHATONETCIP (a7300" 4
3 targufze 10 BBIQOI0CI NBRC 13111 N
W AL A 1
LS8 MG 2180 5
WA LR (IR I
[ BAMAOIHO316 KO 3962 \
E o BBITOIA0I2NBRC 1021%° 3
[ BBIVOI0OGSO NBRC 103162 Y
Ralunss maidnas LN AT ALH! 3
ws XTETCLCT $I4! |
I Irer BCZR01600036 NBRC 103140" I
- ke JALVUI000036 MTCC 4340 5

Nde dinh dp chinh xdc ciia cic phirong phdp dinh
danlt vi hiuan B. psendomallei

KNy antrinh ar gene reed. 16S rRNA vi
vatime POR gene TTSSI dac higu khing dinh ¢4 17 ehiing
< hhudn B psendomalied trong bi 169 chung tnge khuan
Gram am. oxydase duang thy thap 1ai Bénh vign Da khoa
unh Ha Ti Q018 dé f é
; a Tinh 1 7201% Qén 122015 Sur dung kél qua dinh

nh cua cde phirong phép sinh hac phan 1r d6 dé so sanh
do chinh vie vén cie phuong

anghién ciru

g phip sinh hoa khic cho thay,
phip dinh danh bing thanh 1hy API20NE va may
; 2 do chinh xic lin luo 1a 76.4 (13/17) va 29 4%
171 Phuemg phip dinh d :
3 khoanh khing sinh Ge

phu
\ ek

[

anh dua trén tinh chia nhay cam
0 (=6 mm). Col (r= 6 mm)va AmC
(r=15 mm) nhin dign sar cac chune
By

malaysiensis thanh

audemafler Tuy nhién, néu o

atucu chuin mai vé
g ; ¢ nha
cam 3 khoanh khing sinh 1 it

Gen (r=6 mm).

Col (r+6 mm)

<2 Ame 113 y G s

3 AmMC )% mm-r-26 mmy th & chinh e cyg phur
phap 3 khoanh khang sinh trone dinh dunh 3 i j"&
' *goan e o Naanh 3 psendomalie,
W cac mau bénh phim am sang 1 100" 717 “

717



Ban luan

Binh danh chinh xac cin nguyén \i khuin gdy bénh
trong mau bénh phim 1am sang khong chy €6 v nghia gitp
cho bic s§ dinh huong diéu tri ding khana sinh cho bénh
nhan ma ¢on gitp cho cac nha quan ly y & ndm ré su ton
a1 caa mt Joat bénh 1ruycn nhiém cy 1hé nao dé tai dia
phuomg cing nbwr hiéu rd tinh hinh dich ¢ cua bénh tai dia
phuong. Mai ving dia ly khac nhnu co mol mo hinh bénh
tat khac nhau va ¢o sy khic nhau vé dac diém sinh hac cua
moi can nguyén vi khuan pay bénh [15. 16). Diéu d6 dan
dén mdi ky thuiit dinh danh vi khuan dya trén cac 1inh chit
sinh héa déu ¢o do chinh xac khac nhau & cac viing dia ly
khic nhau [9]). Vi vay. cac ky thudt sinh hoe phan r hién
dai nhur PCR nhan biét 2ene dic higu hode giai trinh Ly gene
thuomg duge cor 13 tiéu chuin vang trong dinh danh vi sinh
Vil fam giam 4 1¢ch vé kél qua xét nghiém & cac ving dia
Iy. Tuy nhién, ky thudt sinh hoc phan tr doi hoi sir diu 1w
cic lrang thiét by hign dai ciing voi dio tao ngudn nhan he,
Biy cling 14 sw han ché trong cang (ac 1r|u\ khai cac xét
ughi¢m ky thudt cao nay & cac vang kinh 1 con khé khiin,

diic biét 1 cac bénh vign tuyén duai @ Viét Nam. Trude tinh
hinh 4o, viée nghién ctru trién khai cie k9 thuit don bl.m
vi danh gia dage do chinh xde cha ky thudt 1a drcu rdt can
tiét nhdm gitp cac bénh vign wyén dudi som tidp can v a
irién kbai duge phirong plip xét nghiém bénh. giam thicu
bo $ot ca bénh.

Ky thudt giai trinh (r ADN dé dinh danh vi khuan da
duge img dung (ir 13u trong xél nghiém chan doan bénh
lru)'én nhiém. DI véi cic sinh vat nhan so (prokaryole).
gene 16S rRNA Ji gene pho dung thuémg ding trong phin
loqi v dinh danb cic lodi vi khudn. Payne v cs (2005) [12]
da minh chirng trinh ti gene recd ¢6 kha nang phén tach 16t
<ic lodi trong chi Burkholderia hom so voi gene 16S TRNA
Cay phat sinh chong loai xdy dung dya trén trinh 1y gene
recd phan tdch ro B psendomallei von cac loai ¢6 quan hé
g5|| aui nhwr B. wmallei va B thailandensis. Vi viy. trinh ur
gene recA 0 duge sir dung phd bién trong dinb danh kling
dinh vi khudn 8. pseudomoller [4. 5. 17).

Gidng nhu nhiéu loar \'i khuin Gram an khac. B.
psevdomallei ¢ h¢ Ihonﬂ uét dang 3 (type three secretion
system) co tac duna tiét cac pratein hiéu tmg aé chonﬁ
lai cic t& bao mién dich cua vt chu trong qua trinh gdy
bénh. Nghién ciru cia Price vi cs (2012) [18] trén b 2.205
chung Burkholderia ¢ 1 954 chung B. pseudomaller cho
thay, real-time PCR gene TTSSI ¢6 1inh dac bi¢u wyet déi
vai B. psendomaliei va gene nay chi ¢d 0 B pseudomallei
an goi nhwr B. mallei

chir khéng c6 & cac Jodi ¢6 quan h¢ 2
va B, thailondensis. K§ thugt real-ume PCR nay da dwge
(mg dung nhidu trong phét hi¢n dinh 1inh +a dinh lugng 8.

Khoa hoc Y - Dugc

psendomallen cae mau bénh pham lam sing va mar tnrimg
[3. 04, 19]. Trong nghién ctru nity. ching 16i minh chirng
cac ching true khuan Gram am. oxyadase duong khong dap
{mg ti¢u chi nhay cam 3 khoanh khang sinh dic tnmg cua B.
psendomallei déu am tinh véi real-ime PCR gene TTSSIL
Biéu dd cho thiy. cic chung e Khudn ndy khong phai la
B. psendomaliei. Két qui dé phit hop vai két qua dinh danh
bang phuong phap giai trinh 1 gene 168 rRNA (bang 2).

Cac A$ thudt dinh danh dya trén tinh chat sinh hoa
thuong duoce st dung trong hé théng xét nghiém chan
doan \i sinh lam sing la API 20NE. Vitek 2. Phoemix vi
MicroScan WalkAway hodc tham chi may dinb danh dya
wén ky thudt khdi pho protein MALDI-TOF Tuy nhién, civ
ky thudt nay da 16 ra ¢6 nhiéu nhurge diém khi sir dung dinh
danh vi khuan B. preidomallei [9), Cac k¥ thudt niy thimg
tri két qua dinh danh sai vi Khudn 8. psendomallei thanh
nhimg loai
Vit P fluorescens vai mire d¢ sai Jgch két qua phu thude
vio tiing vung dia ly khac nhau [20-22]. Dic bi¢t. may
ddng Phoem luén lugn tra két gua dinh danh sai vi khuan
B pseudomallei [9). Trong nghicn ctru nity, API 20NE cho
k&l qua dinh danh dung B. psendomallei 14 76,4% (13/17).
trong khi d6 két qua dinh danh ding cus Viiek 2 chi la
29.4% (5:17). Két qui nghién ciru ndy hoin toan phi hop
vgi cac nghién clre @ cic viing khic trén hé giai.

i sinh v khic nhir B. cepacia, P acrugmosa

Vi khuin B. pseudomallei ¢6 dac tinh khing ur nhién
var Col va nhom khing sinh aminoglycoside. Nim 2009,
Hodgson va cs (2009) {11] nghién ciru (rén bo 43 ching co
30 chang 8. psendomallei da phat hién tat ca cac ching 8.
pseridomallei déu nhay cam vén AmC, Cing véi tinh chit
vi khudn hoc kinh dién cia B psendomallei a trye khuin
Gram am \a oxydase duong, cic nha khoa hoc da dé xuét
sir dung cdc tinh chit dom gian d6 dé dinh danh vi khudn
B. pseudomallei o nhitng phéng xét nghiém vi sinh co dieu
kién trang 1hié1 bj han ché. Nam 2018, nhom nghié¢n clru cua
chung t6i da ti¢n phong lrlén khai ky thuat 3 khoanh khang
sinh 161 nhiéu bénh vién tuyén dudi tai Viét Nam. Song song
vai viée khing dinh két qua dinh danh bang cac k¥ thuat
sinh hoc phan ti. nham ching 16i da giap nhiéu bénh vién
phit hién ra nhimg ca nhiém mehoidosis dau uén va gitp
nhiéu bénh vién tuyén dudi 1am chu quy trink k¥ thuat phat
hién ra nhiéu ca bénh. Véi nghién ciu nay. ching 161 khing
dinh kér qua dinh danh vi khuan 8. pseadomallei bing 3
khoanh khang sinh co d6 chinh xédce 1a 100%. wong duong
vai cac k¥ thudt sinh hoc phan . Tiéu chi danh gid duong
kinh nhay cam 3 khoanh khang sinh 13 Gen (=6 mm), Col
(=6 mm)rva AmC ()8 mm=<r<26 mm). Vi vy, k¥ thuat nay
hoan 10an ¢o thé sir dung dé xéinghiém chan dodn v sang
Joc bénh nhan nhiém melioidosis tai cic bénh vién wyén
dudn & Viét Nam

n
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Két luda

Cac chung vi Khuan B prendomalics phin Lip i Bénh
vien Ba koo nah Ha Tinh déu co dae tinh khang Gen (r=6
mm). Col(r 6 mm)va nhay cam AmC (1N mm-= =26 mm)
Dinh danh vi Khuian B prcudom phuomg phap 3
Khoanh Khang sinh ¢6 do chinh vae 3 1007, trong khi do
phuemg phap dinh danh bing thanh thu AP1 20NE va may
Viteh 2 codo chinh xac lan lugt la "o 443 2v 2 o Phuong
phap diph danh B psendomallc: b, 3 khoanh khang sinh
<o the dp dung trong et nghigm ¢han doan khang dinh
nhi¢m meliodosis.

161 CAM OH

Nehién ciru nay duge thue hién thong qua nhigm vy
quy gene “Nehien cru khar thae nguon
B kiwoddirn pseudomalles va danh gia d

gene vt Khudn
: tinh ~imh hoe
nhdm nang cao hi¢u qua chan dodn. dy phong va dicu tr”
(Md <& NN QG201 s do B Khoa hoe sa Cong nghé th
10 Cac L 21 an rn trong cam on
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