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Phan l4p va lwu trir vi khuan Fusobacterium nucleatum
tir mang bam dwéi nwéd’u cia bénh nhan viém nha chu

Tran Thi Phuwong Thao', Bang Thi Tham va Trwong Thanh Hung
Trwdrng Bai hoc Quéc té Héng Bang

TOM TAT
Muc tiéu: Phén lap va lwu tri chdng vi khudn Fusobacterium nucleatum (Fn) tor mang bdm dudi
nwdu cia bénh nhén viém nha chu. Phwong phdp: Mau thu thép duoc tir mdu mdng bdm dudi
nwdu cua bénh nhén viém nha chu giai doan 111 va IV ¢ d6 tudi 18 - 65, van chuyén va nubi cdy
trong méi trrdng chon loc, 0 37°C trong diéu kién ky khi trong téi thiéu 3 ngay. Sau khi xdc dinh
gram, hinh ddngvda mau sdcddctrirng, mdu khudn lac dwoc gividinh danh bdng phwong phdp gidi
trinh twSanger. Thu thdp méu cho t&i khinudi cdy thanh céng vi khudn va lwu triv & nhiét d6 -80°C.
Két qua: Vikhudn Fn nudi cy thanh céng va két qué gidi trinh tw khdng dinh ching vi khudn phdn
lép. Kétluan: Fnla vikhudn cé vaitrd quantrong trong sinh bénh hoc nha chu. Nuéi cdy va lwu triy
thanh céng vikhuén Fn ttrmdng bdm dwéi nwdu cia bénh nhdn viém nha chu tago ngudn vi khuén

sdncdé, phucvuchocdcthinghiémnghiéncirudadangtrongysinh hocvanhakhoa.

Tirkhéa: vikhuén Fusobacterium nucleatum (Fn), médng bém duwdinwdu, giditrinh tw Sanger

1.MO'PAU

Bénh nha chu la trang thai viém man do vi
khuan pha hay céc cdu tric mé nha chu nang
d& bao gdbm nuwdu, xwong 6 rang, day chang
nha chu va x& mang. Cac bénh ly nay rat pho
bién & ngudi trwdng thanh va gdy mat rang &
cacthé nang néu khéng dugcdidutri[1]. Theo
bang cap nhat cia hé théng phan loai bénh ly
nha chu dé xuat béi Hiép hdi nha chu Hoa Ky
(AAP: American Academy of Pediatrics) nam
2018, bénh ly nha chu dugc chia thanh hai
nhém chinh la cac bénh ly nuwdu va viém nha
chu, phu thuéc vao viéc xay ra sy pha hdy bam
dinh nha chu. Bénh ly nha chu cé rat nhiéu yéu
t6 nguy co bao gdbm hut thudc 14 va dai thao
dudng, hon nira, nhidu vi khuan lién két vdi
nhau gdy trdm trong va tié€n trién viém nha chu
nhiéu hon[2].Viém nuduvaviémnhachuman
tinh dwgc khdi phat va tién trién do cac vi sinh
vat & mang bam rang. Mang sinh hoc cla vi
khuan |a d8i twong cla rat nhiéu nghién ctru
cho t&i nay, va cé t&i 800 loai vi khuan khac
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nhau dugc nhan dién trong mang bam rang &
nguwoi. Tuy nhién, loai nao cé ddc tinh va khéi
phatbénhvanconlavandétranhcai[3].

Vi khuan Fusobacteria la truc khuan ky khi
gram 4m duwgc tim thdy trong miéng, dudong
tiéu héa va cédc noi khactrong co thé [4]. Trong
do, Fusobacterium nucleatum la mét trong
nhitng loai cé sé luvong nhiéu nhat trong
khoang miéng, & ca ngudi bénh va khde manh
[5]. N6 cdlién quan dén cdcdang bénhnhachu
khdcnhaubaogdmdangviém nwdunhe céthé
héi phuc va cédc dang viém nha chu tién trién
khéng héi phuc bao gdbm viém nha chu man,
viém nha chukhu trdvaviém nhachutoanthé.
N6 cling thwdnglién quan dén nhiém trung ndi
nha nhuw hoaitlr tdy va viém quanh chép [6]. Ty
|& nhiém Fn ting theo mirc d6 ndng cla bénh,
sy tién trién cla viém va dd sau cla tui. Trong
s6 nam phan loai, ss fusiforme va ss vincentii
thuwdng tim thdy & ngudi khde manh trong khi
ssnucleatumliénquanvdicacdangbénhly[7].
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Ngoai cac vitrinhachu, Fn con dwoc phat hién
trong nwdc bot, véi sé lwgng tang |én & nhirng
bénh nhan bi viém nuwdu va viém nha chu, so
védinhédm chingkhde manh [8]. Hiéu gid khang
thé trong huyét thanh déi vdi Fn da dwogc bdo
caolatangdnhirngbénhnhanbibénh[9].

Bé&n canh la mot vi khuan cd vai tro doc luc cao
gbp phan gay ra cac bénh ly nha chu [10], y van
cling chirng minh mai lién quan giita sy hién
dién claFnvacacbénhtoanthankhiacnhwung
thw dai trwec trang, nhiém trung dau va cé (hoi
chirng Lemierre, viém xuong chim cap tinh va
man tinh, viém tai gitrta man tinh va viém xoang,
viém amidan, dp xe phuc mac va hau hong,
viém hach c6 tlr cung, viém nha chu), ndo, phéi,
bung, xuongchau, xwong, khdp va mau [4].

Macdutrénthé gidi, vikhuin Fn d3 cd quy trinh
phanlapvaluutrirchingvikhudntirratlau, tuy
nhiéntaiViét Nam, chuwacé nghiénclruphanlap
va lwu trir vikhuan Fn d& tao ngudn vikhuan san
cd, ma chd yéu dit mua & nudc ngoai, kéo dai
thoi gian chd dei khi thyc hién nghién ctru so
sanh, thir nghiém cac phuong phap chan doan

va diéu tri bénh ly nha chu va céc bénh ly lién
quan. Do dd, muc tiéu cta nghién clru nay
khong nham muc dich khao sat ty 18 va cac yéu
td anh hudng tdi nudi cdy vi khudn Fn, ma chi
nham muc dich phan lap dwoc vi khuan Fn tir
mang bam dudi nwdu clia bénh nhan viém nha
chu, dinh danh bang phwong phép gidi trinh tuv,
tlr d6 lwu trir dwoc chdng vikhudn dé tao ngudn
san cb, nhanh chéng, dé& phuc vu cho cac thir
nghiémysinhlién quantéivikhuan nay.

2.DOITUQONG NGHIEN CU'U
Maumang bam duwdinuwdu ctiabénh nhanviém
nhachu.

3.TIEU CHUAN CHON MAU

Mau mang bam dudinwdu dwoc thu thap tai cac
tdi nha chu sdu tir 6 mm tr& [én cda bénh nhan
dugc chan dodn viém nha chu giai doan lllva IV
theo bang phén loai mé&i cac bénh va tinh trang
nha chu va quanh implant nam 2018 (Bang 1)
cla Hiép hdi han [dm nha chu Hoa Ky [2], c6 dd
tudi tlr 18 t&i 65, tai khu diéu tri, Khoa Rang Ham
Mat, Trudrng Dai hoc Quéc té Hong Bang.

Bang 1. Phan loai cac giai doan viém nha chu theo AAP [2]

Tiéu chi Giai doan | Giai doan ll Giai doan lll Giai doan IV
Mat bam
dinh gilrta hai 1-2mm 3-4mm 25 mm 25 mm
rang toi da
D6 trim tron Mt xtron Co thé t6i 1/3 | Cothé tdi1/3
i 7ne R . & <15% 15-33% gitra chan gilta chan
trén phim N . - .
rang va hon rang va hon
Rang mat vi
< >
ly do nha chu 0 0 =4 25
Do sau tui <4 mm <5mm >26mm >26mm
Mat xwong | Chu yéu theo | Chd yéu theo Chiéu doc Chiéu doc
trén phim chidu ngang | chiéu ngang >3mm >3mm
Ton tEimng Kholng.hloac Kholng_hloac Loai Il hodc IIl | Loai Il hosc Il
Do phirc tap che oal oal
Th‘iéu hong Khong hoac Khong hoac Trung binh Ning
mao xuwong nhe nhe
Can diéu tri
phuc hoi Khong Khong Khong Cé
phtrc tap*

* R&i loan chirc ndng nhai, chan thuong khép can thir phat (lung lay > 2), mat kich thudc doc, con
lai < 20 rang (10 cdp rang ddi nhau), v.v...
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Tiéuchuanloaitrir

Mau mang bam cla cac déi twgng si dung
thudc khdng sinh, khdng viém, thuéc tranh thai
trudc khi tham gia nghién cru 6 thang, cé thai
quen hutthudcla.

4.PHUONG PHAP NGHIEN CU'U
Nghiénctruinvitro.

Quy trinh nghién ctru

Budc 1: LAy mau nudicay

Quy trinh I8y mau duoc thuc hién theo phuong
phap ctia Doan Nguyenvacdngsu (1999) [11].

-Chu&n bi mditrwdng nudicdy chonloc:

Mbi truong dé van chuyén mau: 2 mL Wilkins
Chalgren Anaerobic broth base (Oxoid - CM0643B)
d3 hap vao 6éng eppendorf dé van chuyén.
Mdi truong nudi cdy: Wilkins Chalgren Anae-
robic broth base (Oxoid - CM0643B va Agar
bacteriological - Oxoid LP0011B) c6 thanh phan
hemin va menadion. Sau khi hdp, bd sung 5%
mau clru tach soi (Cong ty Nam Khoa),
erythromycine (Oxoid) 4 ug/mL va crytal violet
(Oxoid)) 5 pg/mL[12]. D6 15 mLméitrudng vao
tirng dia petri, lwu trir.

- Ldy mau vi khudn: Bénh nhan théa tiéu chuan
chon vao duwoc thyc hién lam sach voi rang,
mang bam trén nwdu. C6 1ap vung rang 1y mau
bang gon cudn, st dung 2 - 4 con gidy vo trung
kich thudc 35 - 40 mm duwa vao cdc tui nha chu
tlr 5 mm trd 1&n, gilr trong 30 gidy, va chuyén
vao cac éng eppendorf chita méi trwdng van
chuyén, dua vao tui chira géi hut oxy va van
chuyénvé phongthinghiém (Hinh 1).

Budc2: Nudicdyvadinhdanh

- Vortex eppendorf chira mau trong 45 giay,
phan huyén phu vi khuan dugc pha lodng bac
10trong dung dich van chuyén, sir dung que trai
cdy dung dich mAu vao dia thach. U & 37°C tir
3 -5 ngay trong moi trwong ky khi (80-90% N,
5%H,,5-10% CO,) s&rdung binh Gaspak (Merk -
Durc) vai tui tao moi trwong ky khi AnaeroPack
(Mitsubishi, Nhat Ban) [13].
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- Khuan lac c6 kiéu hinh va mau sic dic trung
duoc cay chuyén, lam thuan, dinh danh bang
phuong phap giai trinh tw. Quy trinh giai trinh
ty Sanger duwgc thuc hién bdi hang First Base
(Malaysia) bang may ABI Genetic Analyzers
3730 XL. Sau qud trinh chay PCR thu dugc 25 ul,
1 ul s&r dung dién di, con lai glri giai trinh ty véi
doan moidachiéu.

Buwdc 3: Lru trirvikhuan

- Chang vikhuan sau khidinh danh duoc luwu triv
trong moi trwdng chira glycerol & diéu kién am
sautrongnitolong.

- D& danh gid su 6n dinh cta ching lwu tri,
chung vi khuan duoc hoat hda va cdy chuyén
mdi nlra thang. Ching duoc cho [a cé kha ndng
tang sinh va phuc hdi khi chding nudi cay c6 thé
phattrién dugctrén bé matthach saunhidulan
cdy chuyén.

Tat cd cac bénh nhan déu duwoc giai thich vé
nghién cru va chap thudn tham gia nghién ctru.
Dé cuong nghién clru d3 théng qua Hoi dong Y
d&cclaTrwvdngDaihocQudcté Hong Bang.

5.KETQUA

Trong s6 39 mau mang bam cla 15 bénh
nhan thoéa tiéu chuan lva chon, ching toi
nudicdyduwoc2mauvikhudncédhinhthaiva
ddc diém cla Fusobacterium nucleatum
(Fn).Cacvikhuadnnaythudngxuathiéncung
v@ivikhuan Porphyromonasgingivalis (Pg)
- cé khuan lac tao mau den trén dia thach
mau. Khuan lac Fn cé dang hinh tron hodc
khéngdéuvdiméphinhthoi, kichthuwdctirl
-2mm |8m d6m mau xam hodc trang xanh,
trong suét (Hinh 2). Vi khuan duogc lam
thuan,gridinhdanhbangphuongphapgiai
trinhtwSangerthywchiénbd&ihangFirstBase
(Malaysia) bang may ABI Genetic Analyzers
3730XL,thangdoHyperLadder™ 100bp v&i
doan mdi ddc hiéu: Forward primer 5'-CAA
CCA TTA CTT TAA CTC TAC CAT GTT CA-3/;
Reverse primer 5' GTT GAC TTT ACA GAA
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GGA GAT TAT GTA AAA ATC-3'[14]. So sanh
két qua gidi trinh tu thu duoc vdi cong
cu tim kiém cdac trinh ty tvong déng
(https://www.ncbi.nlm.nih.gov/BLAST/) khang
dinh ching phan lap thuéc loai Fusobaccterium

nucleatum (Hinh 3). Tuy nhién, mau vi khuan
th& nhat cho két qua tuwong déng chi 87.7% khi
so sanh véingan hanggen, mau vikhudn the hai
c6 két qua twong déng I&n hon va 13 d6i twgng
lwutrir.

Hinh 1. L&y mau mang bam dwdi nudu va dua vao 6ng chira moi truong van chuyén, pha lodng
dung dich chira mau

(b)

(c)

Hinh 2. Hé vi khudn nudi cdy duoc tir mang bam dudi nwdu (a), cdc mau khuan lac cé ddc diém véi
Fn theo y van dugc lam thuan (b, c)
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6.BANLUAN

Fn la mdt trong nhirng lodi vi khuin phé bién
nhat ton tai trong khe nwdu; mirc d6 phd bién
clia né tang |én theo mirc d6 nghiém trong cla
bénh ly nha chu va sy ti€n trién tinh trang viém.
Fn déng vai trd nhuw mét cau ndi thue su, két ndi
cackhuan lacban dau vaicacvikhuan xam nhap
mudn hon, do d6 tao diéu kién thuan loi cho
viéc hinh thanh mang sinh hoc vitng chac [15].
Fn thudéc ho Fuso-bacteriaceae va bao gém
nam loai phu (ss): ss animalis, ss fusiforme, ss
nucleatum, ss poly-morphum va ss vincentii. Fn
s& hitu mot s6 yéu té doc lwe, bao gdm chat két
dinh (tao diéu kién thuan lgi cho sy két dinh va
xam nhap vao cacloaité bao khicnhau, didn dén

Graphic Summary

su tap hop, phan tan va kich hoat cac phan &ng
mién dich cla vat chd), ndi doc o, va tiét ra
protease serine (chiu trach nhiém ngan chan
nhu cdu dinh duwdng cla cac vi sinh vat miéng
khac [10]. Y van ciling ghi nhan vai trd cGa Fn
khéng chi 13 yéu t6 bénh nguyén nha chu, ma
con lién quan t&i cac bénh ly nhiém khuan khac
@ nguoi nhu rdi loan hé tiéu hda, bénh ly tim
mach, bénh ly khédp, hé hap, hdichirng Lemierre
va bénh Alzheimer [9] va trong phat trién mét sd
loaiungthu [4]. D laly dovisao Fnla ddituong
clUa nhiéu nghién ctru vé co ché sinh bénh hoc,
ma&i lién hé gilra strc khoe rdng miéng va cac
bénh ly khdc nhau & co thé ngudi, cling nhu tac
dungcuacacphuongphép diéutri[16,17].

Alignments Taxonomy

Descriptions Graphic Summary

Sequences producing significant alignments d v [ Select col ~ Show (2] ‘
selectall 38 sequences selected GenBank Graphics Distance tree of results  EZIMSA Viewer
Deserplon ScnifcNamo Rcc el el M [ Acs Lon  pcassion
v v v v v
Uncultured Fusobacterium sp. partial 165 iRNA gene, isolato 387N 16937 uncultured Fusobaclerium sp. 281 281 42% o4 E7.70% 1132 LT691520.1
Fusobactorium sp. oral clono ASCF11 168 ribosomal RNA gene, completo sequonco sp.oralclong ASCF11 278 279 41%  4e-74 88.14% 1558  AY053256.1
Uncultured Fusobaclorium sp. pastial 165 rRNA gono. isolato WI25N_2175 uncultured Fusobaclorium sp. 216 216 36% S0-73 9048% 969  LI6767611
Uncultured Fusobacterium sp. patial 165 IRNA ogne. isokato 182N 6911 uncutiured Fusobaclorium sp, 257 257 42% 2067 8601% 641  LT681407.1
Uncultured ium sp. parial 165 fRNA geno, isolato 387N 16882 uneultured Fusobactorium sp. 250 250 34% 3085 8980% 1120 LT6914651
Uncultured sp. partial 16 rRNA geno, isokite 362N 8782 uncultured Fusobactofium sp. 248 248 3% leB4 88.10% 965  LTGB33BTA
Uncultured Fusobacterium sp, partial 165 iRNA gene, isolate 459N 15202 uncultured Fusobaclerium sp, 204 204 30% 2051 8830% 757  LT689786.1
Uncultured Fusobacterium se. patial 165 tRNA gene, isolate 179T 23729 uncuttured Fusobaclerium sp, 202 202 35% G051 8465% 862  LT698311.1
Uncultured Fusobaclorium sp. partial 168 RNA gone, igolato 170T 7448 uneytiured Fusobactorium sp, 196 196 36% 4040 8460% 820  LT6820321
Uncultured Fusobacterium sp. partial 168 RNA gene, isolate D3T_15512 uncultured Fusobaclerium sp. 183 189 38% 7047 §235% 763  LTG000061
Uncultured Fusobactorium sp. panial 168 IRNA gane. isolat DIT_15496 uncultured Fusobactorium sp, 189 189 38% To47 8236% 763 LT6300801
L1 Uncultured Eusohactorium sp. partial 15S 1RNA 9s1e, Isoto 407T_13718 uncultred Eusobactorium sp, 178 178 2% 1043 a774% 724 _LTGASAIRA |

(a)

Alignments Taxonomy

Sequences producing significant alignments

Download v [ Select columns ¥ Show (7}

selectall 100 sequences selected GenBank Graphics Distancetree of results  [EIMSA Viewer
Descipton SdnifcName Sﬁ; ;:‘;L m vj“ |:::;x Aes.Len pccession
v v v v v
fum nucloatum subsp, strain KCOM 2510 (= ChDC E246) 168 ribosomal RNA gon. . Eusobactorium,... 842 768  99% 1o-149 100.00% 1428 MWS550480.4
Uncultured oeganism clone ELU0144-T169-S-IIPCRAMgANa_000011 small subunit ribosomal RNA gane. p... uncultured orga... 542 768  99%  10-149 100.00% 1414 HQ799328.1
Uncuhtured 16S il i ungulturedbact.. 542 768  98%  1e-149 100.00% 1326 JF138360.1
ssobacteri . i hosg gane, parial se Fusobactoriym... 536 757 ©9% S5e-148 99.66% 1410  MK838562.1
Fusobacterium nucleatum strain Fn12230 chromosome, complate genome Fusobacterium... 538 3787 99% Se-148 99.66% 2421837 CP053468.1
ium nucleatum subsp. strain KCOM 3210 (=J5317) 168 ribosomal RNA gene, par,,, F 536 757 ©9% Se-148 99.66% 1426 MT438835.1
E fium nuclaatum subsp. strain KCOM 3036 (=J5178) 16S ribosomal RNA gene, par... Fusobacterium ... 536 757 99% Se-148 99.66% 1428 M 14,
lbosomal RNA gene, partial sequenca Fusobacterium... 638 757 99% S5e-148 99.66% 1347  MNOS8SS521
; nucleatum subsp. strain ChDC F288 (= KCOM 1265) 16S dbosomal RNA gen... Fusobacterium ... 538 757 09% 5e-148 99.66% 1428 MK788222.1
Fusobactorium sp. strain ChDC F299 (KCOM 2555) 168 ribosoma! RNA geno, partial sequence Fusobacteriumsp, 536 757 09% 50148 99.66% 1428 MKS544008.1
i siraln KCOM 2653 chromesome, complete genome Fusobactorium... 538 3776 00% S5e-148 99.66% 2201059 CPO24705.1
E $iraln KGOM 2655 complate genoma Eusobactefium... 536 3765 99% S5e-148 99.66% 2477385 CPO24704.1
strain KCOM 2305 complete genome u! fium,. 536 3787 99% Se-148 99.66% 2273832 CP024703.1
- T AL GARA s eaae semteke mia e Fissbesidis emm meam mma un amamar  Aminman ARanTan s

(b)

Hinh 3. Hinh anh dién di trén gel agarose (trai) véi M: DNA molecular weight maker (HyperLadder™
100bp va so sanh két qua gidi trinh tw trén BLAST (phai), mau vi khuan (b) cé ty 1& twong dong cao véi Fn
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Hinh 4. Vi khuan Fn van ting sinh sau nhiéu Ian cay chuyén

Theo Han [17], Fn la mét loai ky khi khé tinh,
viéc nudi cdy Fn rat khé khan. Do d6, macdu céd
thé nudi cdy dwoc, Fn thuwdng bi bd qua trong
quy trinh nuéi cdy thong thudng & phong thi
nghiém bénh vién. Nhirng phét hién gan day vé
su két hop gdy bénh co héi trong cac bénh ly
khdc ngoai bénh nha chu phan I&n 13 do viéc sl
dung cac phuwong phap khéng phu thudc vao
nudi cdy [17]. Bén canh d6, mac du ty |é phat
hién vi khuan Fn théng qua cic phuwong phéap
phan tlr va héa mé mién dich cao, nhung diéu
nay khéng twong rng véi ty 1& nudi cdy thanh
céng vi khuan nay va bi tdc déng bdi nhiéu yéu
td [17]. Néu viéc phat hién va dinh lvgng vi
khudn Fn d3 dan duwoc thay thé bang cac
phuong phap hién dai nhw PCR, nudi cdy vi

ISSN: 2615 - 9686

khu&n van gilt vai tro thiét yéu trong viéc cung
cap ngudn vikhuan déthychién cacnghién ciru
so sanh ty 1& vi khudn & mau bénh nhan viém
nha chu so v&i bénh nhan khée manh [18], vé
phuong phép nudicdy [9] hay hoat chat diéu tri
[16], cac thr nghiém vé ddc diém mién dich va
tinh chat enzyme [17]. So vé&i cac vi khuan hiéu
khi, cac vi khuan ky khi bat budéc nhw Fn doi héi
thoi gian nudi cdy dai hon, va méi tredng nudi
cdy khdng ¢ oxy & nhiét do tdi wu (35 - 37°C).
Theo y vdn, cdc chang vi khudn Fn cé thoi gian
nudi cay, thay déi tir 2 - 14 ngay [19 - 21]. Do
thi€u superoxide dismutase va catalase, Fn bat
budc khéng c6 mat oxy dé phat trién, do do, st
dung cac hé thdng binh 0 va tdi tao méi trudng
ky khi d3 dwoc dé xuat nham ho tro viéc sinh
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truwdng cta cacvikhuannay[11,12]. Trong qud
trinh nudi cdy, nhdm nghién ctru ghinhan sy cé
mat twong dong gilta Fn va Pg trong cac mau
khuan lac trén méi trwdng chon loc. Diéu nay
cling tvong déng vai mot s6 nghién ciru vé maéi
quan hé twong ho giita Fn va Pg khi cac tac gia
dé xuat Fn cd vai tro kich thich sy sinh trudng,
doclucclaPgtrong mangsinh hoc[18,22], tao
ra moi trwdng giau cacbon dioxit cho sy phat
trién cla Pg, co thé két tu khdng chi véi ca céac
loai chiju oxy va cac loai ky khi bdt budc khac ma
con véi cac cdp loai ky khi bat budc khdng két
hopvéioxy[23].

Trong nghién ctru cla chung téi, vdi 39 mau
mang bam cha bénh nhan thoa tiéu chi chon
mau, chi nudi cdy dugc 2 mau vi khuan cé dic
diémtuwong déngvdiFntrongyvanvé dicdiém
hinh thai, sinh hda (10.5%). Ty Ié nay tuong
doéng vdi nghién clru cdia Doan va cs (9.76%)
[11] c6 sy khac biét v&i nghién clu cua
Kotsilkov K (2015) v&i 0% [24], Gajardo (2005)
V3i41.2% [25]. Sy twong déng va khac biét nay
chl y&u do s6 lvgng mau thu thap va phuong
phéap nubi cdy. Trong nghién ctru nay, ching toi
st dung quy trinh 18y mau va hé théng U ky khi
GasPak twong tw nhu cia Doan va cs (1999)
[11]. Loesche [26] d& chirng minh rang cac loai
ky khi kho tinh trong miéng khong c6 kha nang
phattrién & mrc oxy hon 0.5%. Ngay ca khi viéc
ti€p xuc vdi oxy trong thoi gian ngan cé thé
khéng tiéu diét dwogc vi khuan ky khi &@ miéng,
cac hé thong nudi cay ky khi nham muc dich dat

duwoctinhtrang khdng cé oxy cang s&m cang tét
sau khi x&r ly mau. Trong diéu kién x{r ly mot s6
lwvgng mau han ché&, hé théng Gaspak duoc
chirng minh hiéu qua trong viéc phan lap cac
bénh nguyén nha chu. Cc vi khuan trong nhom
phan loai vi khudn Fusobacteria c6 quan hé rat
chat ché véi nhau va twong d6i khé khan dé
phan biét bang nudi cay thong thwong [17, 19].
Co |8 vi ly do nay, trong nghién clru cla chidng
toi, chi mot trong hai mau gli giai trinh
tw cho két qua khféng dinh |a Fusobacterium
nucleatum véi d6 tuong dong cao, mau con lai
chi thudc loai Fusobacterium spp. D& ching
phan 1ap trd thanh d6i twong cho cac nghién
clru vé co ché doc luc hodc tinh khang khuan
cla ché& pham y sinh thi ching phan lap phai
tang sinh binh thuwong sau thai gian dugc lvu
trir. K&t qua luwu trir va tang sinh ching Fn theo
thoi gian d3 cho thay dén thoi diém hién tai,
chldng nay d3 duoc hoat hda va cdy chuyén sau
9 thang (moi nira thang 1 1an), két qua cay
chuyén F1, F2, F3 vin phét trién binh thuong.

7.KETLUAN

Nghién clru da phan lap va lwu trir thanh cong
chung vi khuan Fusobacterium nucleatum tir
mang bam dudi nuwdu cta bénh nhan cé bénh
nhachutaiViétNam. Nghién cirugdép phantao
nguodn vi khudn san cé phuc vu cho cadc muc
tiéu nghién cru vé nha chu hoc va nghién ctru
hoat tinh khang khuan cQa cac ché phdm sinh
hocmdi.
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Isolation and storage of Fusobacterium nucleatum from
the subgingival plaque of patients with periodontitis

Tran Thi Phuong Thao', Dang Thi Tham and Truong Thanh Hung

ABSTRACT

Objective: To isolate and store Fusobacterium nucleatum (Fn) from clinical subgingival plaques of
periodontitis patients. Methods: Subgingival plaque samples collected from patients with
periodontitis stade Ill and IV, aged 18 - 65, were used to recover Fn. After growing in selective media
and anaerobic conditions in at least three days, the colony was identified by PCR and Sanger
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sequencing. The sample collection process was performed until successful Fn identification. The
bacteria were stored at -80°C. Results: The Fn was successfully isolated and stored. Conclusion: Fn is
a major putative oral pathogen. This pure bacterial culture will be helpful for other experimental
studies in dental and medical areas.
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