PAT VAN PE

1/Tinh cip thiét cia dé tai

Hién nay, trén thé giéi va tai Viét Nam, bénh viém quanh
rang 1a mgt bénh phé bién, dé lai hau qua mét rang hang loat, mét
chtrc ning an nhai anh huong dén stc khoe toan than va tham my.
Trong nhitng nim gan day, nganh Rang Ham Mit da phat trién rat
nhiéu, c6 nhiéu phuong phap chira bénh viém quanh ring, hay
thay thé lai nhitng ring da bi mit nhung rat ton kém cho nguoi
bénh. Bénh viém quanh ring do rat nhiéu vi khuan gy ra, nhung
hai vi khuan Actinobacillus actinomycetemcomitans, Porphyromonas
gingivalis hay gip trong cac thé viém quanh ring, dong thoi co
lién quan dén mot sb bénh toan than khac nhu tim mach, tiéu

duong hay gy bién ching sinh non trong san khoa.

Dén nay ¢ nudc ta, chua c6 nghién ciru ndo tng dung ky thuét
realtime PCR dinh luong vi khuan Actinobacillus actinomycetemcomitans,
Porphyromonas gingivalis gy bénh VQR, ddng thoi két hop véi
lam sang theo ddi su thay déi sb luong va ti 1& ctia hai vi khuan
nay trude va sau khi diéu tri VQR man tinh dang toan thé bang

phuong phap khong phiu thuat.

Viéc dinh lugng Actinobacillus actinomycetemcomitans,
Porphyromonas gingivalis trong bénh viém quanh ring cung cép
thong tin quan trong cho bac si 1am sang dé chi dinh dung khang sinh
hop 1y cho bénh nhan gitip giam thoi gian va chi phi diéu tri, tranh
tinh trang khang thudc khang sinh hién nay. Do dé, ching t6i thuc
hién & tai “Pinh lwong Actinobacillus actinomycetemcomitans,
Porphyromonas gingivalis trong viém quanh ring bing realtime



PCR va danh gia hiéu qua ciia phwong phap diéu tri viém quanh
riing khong phiu thuit” véi 2 muc tiéu:
1. Nhan xét dic diém va mdi twong quan giira 1am sang, X-
quang, s6 lwong vi khuan A. actinomycetemcomitans, P.
gingivalis trong dich lgi trén bénh nhan viém quanh rang

man tinh dang toan thé.

2. Danh gia hiéu qua cua phuong phap diéu tri khoéng phiu
thuat ddi véi viem quanh rang man tinh dang toan thé dua
trén 1am sang, X-quang va so luong, ti 1& vi khuin A.
actinomycetemcomitans, P. gingivalis.
2/ 'Y nghia thye tién va dong gép méi ciia ludn an
D¢ tai da tng dung ky thuat realtime PCR giai trinh tuy gen ctia
Actinobacillus actinomycetemcomitans, Porphyromonas gingivalis
va dinh lwong hai vi khuan nay trudc trong va sau diéu tri va theo ddi
hiéu qua diéu tri cia phuong phap khong phau thuat két hop véi
khang sinh toan than. Huong nghién ctru cta ludn an hoan toan mai
va khong trung 1ap véi cac luan an da bao vé trong va ngoai nudc.
Két qua cua luén an budc dau da theo dbi chat ché ti 18 vi
khuén thay dbi trudc, trong va sau diéu trj twong tng véi cac triéu
chting 14m sang tai Viét Nam va danh gia duoc hiéu qua diéu tri
ciia phuong phap khong phiu thuat, tranh bién ching sau phiu
thuat, giam thoi gian lanh thwong va chi phi diéu tri ciing nhu
tranh sang chan vé tam Iy cho bénh nhén.
Dé tai c6 y nghia khoa hoc voi chuyén nganh Riang Ham Mit,
Sinh hoc phan tir ma con c¢6 ng dung cao vé xét nghiém vi khuan

trong nhiém tring viing ring ham mit do ring va nguyén nhan khac.



B6 cuc ciia ludn 4n gom:

Ludn 4n gom 108 trang khong ké cac trang tai lidu tham
khao va phu luc. Ngoai phﬁn dat van dé 3 trang, két luan 2 trang
va khuyén nghi 1 trang, ludn an chia thanh 4 chuong: chuong 1-
Tong quan tai liéu 24 trang; chuong 2 - Di twong va phuong phap
nghién ctru 20 trang; chuong 3 - Két qua nghién ciru 35 trang;
chuong 4 - Ban luan 23 trang.

Chuong 1
TONG QUAN TAI LIEU

1.1. Khai ni¢m, phén loai, vi khuin va bénh sinh viém quanh
rang
1.1.1. Khai niém:

Viém quanh rang (VQR) la viém cic md nang d& quanh ring
do vi khudn hay nhom vi khuan dic hiéu, lam pha huy day ching
quanh ring va xwong 6 ring tao thanh thi quanh ring hodc gy tut loi
hay c4 hai triéu chung trén.

1.1.2. Phan loai viém quanh rang:

Theo phén loai cia Hoi nghi qudc t& vé bénh viém quanh ring tai
M5 nam 1999 c6 hai loai: cac bénh vé loi (do mang bam ring, khong
do méang bam ring); cac bénh quanh ring lién quan dén ciu trac
chéng d& rang nhu viém quanh ring thé man tinh, viém quanh ring

the tan cong,...



1.2. Vi khuén va bénh sinh ciia viém quanh ring:

Cho dén nay, cic nha nghién ctru di ching minh bénh viém
quanh ring 1a do vi khuan dic hiéu nhung mdi loai vi khudn khac nhau
gdy ra cac thé VQR khac nhau. Bénh sinh ciia VQR lién quan dén sy
twong tac giita cac yéu td vi khuan va dap tmg mién dich cta co thé,
ddng thoi chiu sy tac dong thém boi yéu td di truyén va yéu té nguy co
mdi trudng. Vi khuén giit vai trd quan trong trong bénh cin cia VQR,
hai vi khuin gdy bénh VQR hay gip Actinobacillus
actinomycetemcomitans, Porphyromonas gingivalis hay gap trong
viém quanh ring man tinh dang toan thé. Pay l1a hai vi khuan Gram
am, ky khi, c6 rat nhidu gen gy doc nhu fimbriae (fimA), collagenase
(prtC), hemagglutinins, haemolysin, LPS, proteases, khang nguyén vo
va leukotoxin (1ktA).

1.3. Cac phwong phap diéu tri bénh viém quanh ring

Diéu tri VQR thanh cong tuy thudc viéc chan doan sém, kiém
soat dugc vi khuan gy bénh. Piéu tri VQR can thoi gian dai va phai
tai kham, theo déi thuong xuyén. C6 hai phuwong phép chinh: diéu tri
khong phdu thuat va diéu tri phdu thuat két hop véi khang sinh tai
chd hay toan than.

Diéu tri khong phau thuat: 1a mot phirc hop diéu tri bao gém cao
voi rang, xu Iy mit chin ring, loai bo cac yéu t6 thun loi. Chi dinh:
tai quanh rang < 5mm, mit bam dinh 3-4 mm (trung binh), ring lung

lay @6 I hoac II..

1.4. Mt s6 phuwong phap phat hién vi khuin trong viém quanh ring



C6 nhiéu phuong phap dugc str dung dé phat hién vi khuan
A. actinomycetemcomitans va P. gingivalis trong bénh VQR: nuoi
céy, mién dich, sinh hoc phan tr (phan ung chudi PCR, real-time
PCR). Ky thuat real-time PCR la ky thuat PCR ma san pham
khuéch dai DNA dich hién thi cung lac mdi chu ky nhiét cua phan
ung, nén dugc goi la PCR thoi gian thyc. Realtime PCR dinh
lugng dugc DNA dich nén con goi la PCR dinh lugng (QPCR).
Verner va c.s. (2006) nhan dinh gPCR nhay hon ky thuat nuéi cay.
Ti 18 vi khuan phat hién bing realtime PCR cao hon k¥ thuat nudi
cay, mic do chénh léch trong dinh lwong DNA giita k¥ thuét realtime
PCR voéi ky thuat nuodi cy lan luot 1a 51,4% d6i voi P. gingivalis,
36,1% ddi véi T. forsythensis, 12,5% ddi v6i F. nucleatum, 8,3% dbi
v6i P. intermedia, 3% dbi véi A. actinomycetemcomitans. K¥ thuét
Realtime PCR ngay cang duoc ap dung nhiéu trong chuan doan vi
khuan giy bénh viém quanh ring do do nhdy cao, dé& thyc hién,

cho két qua nhanh gitp cho diéu tri trang dich dat hiéu qua cao.



Chuong 2
PHUONG PHAP VA POI TUQNG NGHIEN CUU

2.1. P6i twong nghién ciru

70 bénh nhan dén kham, duoc chan doan va didu tri VQR man
tinh tai Khoa Nha chu cua Bénh vién Rang Ham Mat tp. Hd Chi Minh
tir 01/10/2011 dén 30/10/2014.

2.1.1. Tiéu chuin chon miu: tudi > 30. Chan doan xac dinh VQR
man tinh dang toan thé, c6 tii quanh rang > 3mm, dang trong thoi ky
hoat dong biéu hién bang viém lgi, chay mau tii khi thim kham bang
cay do tii Miller. Con t6i thiéu 20 ring. Khong c6 tién st bénh tim
mach, dai thao duong, bénh noi tiét, bénh chuyén héa. Khong sir
dung thudc khang sinh, khang viém, thudc tranh thai truéc khi tham
gia nghién ciru 1 thang. Khong diéu tri bénh 1y quanh ring trude khi
tham gia nghién ciru 3 thang. Khong c6 thoi quen hut thude 14. Pong
y tham gia nghién ctu. Liy dugc bénh pham dé lam xét nghiém
realtime PCR, xac dinh va dinh lugng dugc hai vi khuén

A.actinomycetemcomitansva P.gingivalis trong mau bénh pham.

2.1.2. Tiéu chuén loai trir: dang c6 ap xe quanh riang hoic ap xe
quanh than ring ham 16n thir ba. Bénh nhan méic cic bénh toan than.
Pang co thai hodc cho con bu. Bénh nhan khong dong ¥ tham gia
nghién ciru hodc khong iy dugc bénh phdm. Két qua xét nghiém

realtime PCR chi c6 A.actinomycetemcomitans hoac P.gingivalis.



2.2. Phwong phap nghién ciru
2.2.1. Thiét ké nghién ctru: Thuc nghiém lam sang, danh gia két qua
truge - sau diéu tri.
2.2.2. C& miu nghién ciru: cich tinh ¢& miu theo cong thire N = Z2
12 P(1-P)/d? vé&i d6 chinh xac d=10%, d¢ tin cdy 95%, P 1a ty 1& diéu
tri dat két qua theo tiéu chuin hét VQR khoang 80%, a=0,05, Z%..»
=1,96% c& mau tdi thiéu 13 62 bénh nhan. Dé tang d6 chinh xac va
giam sai 1am do k¥ thuat, mau chinh thic 1a 70 bénh nhan.
2.2.3. Cac budére tién hanh nghién ciru

% Ngay ddu tién (Thoi diém T,):

(1) Kham, d4nh gia cac chi s6 1am sang: + Chi s6 mang bam
(PLI) va viém loi (GI) theo Silness va Loe (1964) c6 4 mirc d6. + Do
sdu tii quanh riang (PPD) va méat bam dinh 14m sang (CAL) tinh bang
mm. + Rang lung lay theo Miller tir d¢ I toi III. + Panh gia mac do
va dang tiéu xwong O ring: chup phim toan canh k§ thuat sb
(Panorex).

(2) Lay miu bénh pham lam xét nghiém realtime PCR dinh
lwong vi khuan A.actinomycetemcomitans va P.gingivalis 1an 1.

(3) Hudng dan bénh nhan cach vé sinh ring miéng: chai
rang theo k¥ thuat Bass cai tién, sir dung chai mém va kem danh
Colgate Total. Pua cho bénh nhan to roi nhic nhd vé cach chai
rang (Phuy luc).

% Sau 1 tudn: khi c6 két qua realtime PCR. Diéu trj theo phac dd
cho bénh nhan. Hen bénh nhan tai kham sau 1 tuan.
% Sau 2 tuan (Thoi diém T,): Bénh nhan tai kham, danh gia cac

chi s6 1am sang, duy tri cic phuong phap hd tro co hoc. Lay



mau bénh phém lam xét nghiém realtime PCR dinh lugng vi
khudn A.actinomycetemcomitans va P.gingivalis 1an 2. Hen
bénh nhan tai kham sau 04 tuin, 08 tuan, 12 tudn (méc hen bénh
nhan 1a thoi diém T).
% Sau 12 tuan (Thoi diém T,): Bénh nhan tai kham, do cac chi )
trén 1am sang, chyp phim toan canh.
- Léy mau bénh phﬁrn lam xét nghiém realtime PCR dinh lugng vi
khuén A.actinomycetemcomitans va P.gingivalis lan 3.
2.2.3.1. Tiéu chudn chén dodn VOR man tinh dang toan thé
- Tui quanh rdng > 3mm, dang hoat dong (chdy mau khi
tham do). Ring lung lay d6 I — lll. Giam chiéu cao cia
mao xuong 0 ring: 3 mm < mao xuong 6 ring (trén phim
Panorex k¥ thuat sb). Khi ton thuong hién dién > 30% cac
rdng trén cung ham.
2.2.3.2. Tiéu chudn xdc dinh hét VOR man tinh dang toan thé
< Pé danh gia két qua sau diéu tri, ching toi dya vao céc tiéu chi
sau: Tinh trang lgi viém: chi s6 GI va chi s PLL D¢ sau tui loi
(PPD). Tinh trang xuong 6 ring sau diéu tri. Két qua xét
nghiém  realtime PCR  dinh  lugng vi  khuan
A.actinomycetemcomitans va P.gingivalis 4m tinh hodc c6 sb
lwong rét it (chudn dinh luong 4m tinh hodc < 100 copy/mau).
Panh gia két qua sau diéu tri duge chia lam 3 muc do: tbt, kha,

trung binh.
2.2.4. Ky thuat iy bé¢nh pham

- Cac vat lidu (gon cudn, con gidy sb 30) va dung cu déu duoc
khir khuan.



- Ly bénh pham dich loi ¢ tai quanh ring c6 chay méau khi
tham kham va siu nhét trong cac tai khi tham do vao ngay dau tién
trong nghién ctu.

- Céach lay bénh pham dich lgi: cach ly nuéc bot v6i ving
rang lay miu bang gon cudn. Sau khi lau sach mang bam trén loi va
th6i nhe cho khé, dwa 5 cay con gidy sé 30 va dai 21 mm vo tring
vao dén day tai (thao tac nhe, tranh chay mau), dé trong 10 giay, lay
con gidy ra va cho vao lo effendorf c¢6 nip day. Miu vi khuan
A.actinomycetemcomitans va P.gingivalis dugc ldy trén bénh nhan
VQR tai khoa Nha chu ciia Bénh vién Riang Ham Mat tp. Hb Chi
Minh, sau dé dugc tach triét DNA va bao quan & tu lanh sdu (nhiét
do -80°C - tu chuyén biét SANYO) tai khoa xét nghiém cua bénh
vién cho dén khi thuc hién phan tich tai Trung tdm nghién ctru Gen-
Protein cua truong Pai hoc Y Ha Noi (khi gt mau ra Ha Noi theo
duong hang khéng chi can dé trong thung da, mot tuan gui
mau/lan).

2.2.5. X4c dinh va dinh lwong vi khuin A. actinomycetemcomitan
va P. gingivalis bang k¥ thuit realtime PCR

% Tdch chiét DNA: Mau bénh pham (dich loi) duge rira trong 1ml

dich PBS, ly tam l4y cin va tién hanh tach chiét DNA tir dich

can bang by Kit QlAamp DNA Mini (QIAGEN-USA) theo

huéng dan ctia nha san xuat.

3

%

Nghién ciru nay dinh lugng tuwong ddi ty 1& A
actinomycetemcomitans, P. gingivalis trong tong sb hé vi
khuan. Cach tinh lugng vi khuan A. actinomycetemcomitans, P.

gingivalis theo phuong phap so sanh chu ky ngudng (Ct):
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Ct cua céc vi khuan 16S rDNA

Ti 1& Aa (hoac Pg) =
Ct cua Aa (hoac Pg)

Theo cong thuc trén, khi chu ky ngudng (Ct) phat hién P.
gingivalis cang thap, ty 1¢ P. gingivalis cang tang cho biét sb luong
P. gingivalis trong bénh pham cang nhiéu. Diéu nay phu hop sd
luong P. gingivalis nhiéu hon thi can it chu ky nhiét khuéch dai hon.
A. actinomycetemcomitans, P. gingivalis 4m tinh khi duong biéu dién
realtime PCR thap hon duong nén; duong tinh khi khi duong biéu

dién realtime PCR vuot cao hon duong nén.

2.2.6. Phac db diéu tri khong phiu thuit ap dung doi véi ddi
twong nghién ciru

Lay voi rang trén va dudi loi bang may siéu 4m cho bénh nhan.
Xt 1y mat chan riang, bom rira tii quanh ring bang dung dich
Chlorhexidine 0,12%. Mai chinh khdp cén, ¢ dinh cac ring lung lay,
nhd ring, 1am phuyc hinh tiy theo truong hop trén 1am sang. Khang
sinh Metronidazole 1,5g/ngdy chia 3 lan, két hop voi Doxicycline
100mg/ngay chia 3 lan, dung trong 7 ngdy. Stic miéng bang dung
dich Chlorhexidine 0,12% ¢ dang biét dugc la Kin Gingival
Mouthwash. Chai ring bang kem chai ring Colgate Total, ngay 3 lan,
sau khi in theo phuong phap Bass cai tién (Phu luc).
2.2.7. Van dé dao dirc trong nghién ctru

1) Cac ddi twong nghién ciru duge cung cp thong tin day du

vé viéc tham gia nghién ctru va hoan toan tu nguyén tham gia vao
nghién ciru. 2) Cac déi tuong nghién ctru dugc mién phi hoan toan

cac chi phi didu tri va xét nghiém. Moi dir liéu c4 nhan thu thap trong
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nghién ctu dugc ma hoa va gitt bi mat, khong phuc vu muc dich nao
khac ngoai cam két ddi voi dé tai nghién ctru dang thuc hién.

2.3. Xir Iy va phin tich sb li¢u: nhap sd liéu bang Excel va xur 1y s6
liéu bang phan mém SPSS. Ap dung kiém dinh T bit cip dé so sanh
cac chi sb 1am sang va xét nghiém & cac thoi diém trude va sau dicu
tri. St dung twong quan Spearman’s vi cac bién sb nhu d6 sau tui
quanh ring, mat bam dinh 1dm sang, ring lung lay, s6 lugng vi khuan
1a cac bién sd doc lap, mbi quan h¢ gilra cac bién 1a quan hé tuyén

tinh va khong theo phan b chuan.
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Chuong 3

KET QUA

3.1. Dic diem tuoi va gidi tinh ctia nhom nghién ciru

Bang 3.1. Pic diém tudi va giéi tinh cia ddi twong nghién ciru

S6 lwong .
Gi6i tinh Tudi
n %
Nam 44 62,9% 45,14 + 8,78
Nie 26 37,1% 42,81 + 8,51
Téng sé 70 100% 44,27 + 8,69

Nhén xét: Tong s6 70 bénh nhan tham gia nghién ctru voi do

tudi trung binh 1a 44,27 + 8,69 tudi, tudi 16n nhat 1a 60 va tudi nho

nhét 1a 29; bénh nhan nam = 44 nguoi, chiém ty 1€ 62,9%, tudi trung
binh 45,14 + 8,78; bénh nhan nit = 26 nguoi, chiém ty 1€ 37,1%, tubi
trung binh 42,81 + 8,51.

&

X‘ﬁ

P

30

40

Age

T
50

Biéu d6 3.1. Phin bo vé d9 tudi ciia doi twong nghién ciu
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Nhdin xét: Biéu d6 3.1 cho thay do tudi mic bénh VQR trong
nhom nghién ctru c6 sy phan bd chuan tao thanh dudng cong hinh
chudng, s6 bénh nhan bi bénh & tudi 44 nhidu nhat (n = 6).

3.2. Pic diém 1am sang va vi khuin ciia bénh nhin viém quanh

ring tai ngay kham dau tién (T,)

3.2.1. Pic diém 1Am sang ciia bénh nhian VQR tai ngay kham dau

tién (To)

Bang 3.2. Pic diém 1am sang ciia bénh nhan VQR tai ngay kham
diu tién (T,)

i Bénh nhin VQR man tinh
Pic diém lam sang _
n=70 (X + SD)
PLI 2,67+0,56
Gl 2,37 +0,93
PPD (mm) 5,78 £1,35
CAL (mm) 5,73+3,15
Réng lung lay 1,96 + 0,95
Dang tiéu xuong (Phim
Panorex k¥ thuat sd)
78,6 %
+ Tiéu xuong ngang (%)
12,9 %
+ Tiéu xuong chéo (%)
8,6 %
+ Tiéu xuong ngang va
chéo(%)

Nhdn xét: Trong ngdy kham dau tién, nhin chung tit ca bénh
nhan c6 tinh trang bénh 1y ning: cic chi sé mang bam ring va chi s6

loi déu rat cao véi diém s6 trung binh trong khoang 2 + 3; rang lung
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lay nhiéu, mm 5 <tGi quanh ring (trung binh) < 7 mm, mat bam dinh
nang > Smm.
3.2.1.5. Twong quan giita dp sdu titi, mét bam dinh lam sang va

ring lung lay trén bénh nhin VOR tgi ngay khdm dau tién

A~ o o0

(33)guvo
N

o

Biéu @6 3.5. P) sdu tiii, mit bam dinh va ring lung lay trén
bénh nhian VQR (ghi chu: truc tung la d¢ sau thi, truc ngang 1a rang
lung lay, mdi bénh nhan 13 1¢dt mau khac nhau, sb ghi trén cot 1a mét
bam dinh).

Nhdn xét: 36 sau tui va rang lung lay tuong quan thudn va chat
véi R = 0,28 nho hon +1 (twong quan Spearman’s, p <0,05). P sau
tai 3mm thi rang lung lay & muac 1, 40 sau ti trén 3 mm thi ring lung
lay & muc 2 va 3. Mat bam dinh va ring lung lay tuong quan thuan
va chat voi R = 0,63 nhoé hon +1 (twong quan Spearman’s, p<0,05).
C6 twong quan mat thiét gitta d6 sdu tui quanh ring véi su lung lay
clia rang va mat bam dinh 1dm sang. Tui cang sau thi mat bam dinh
va rang lung lay cang nhiéu voi R <+1 ( p < 0,05, tuong quan

Spearman’s).
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3.2.2. Pic diém vi khuin ciia bénh nhan VQR tai ngay kham dau

tién (To)

Bang 3.4. Pic diém vi khuén ciia bénh nhan VQR tai ngay kham
du tién (To)

Vi khuén Bénh nhian VQR man tinh
A.actinomycetemcomitants va n=70
P.ginggivalis (X +SD)
S0 lwong Aa 6 dich loi (C) 20,29 + 3,31
Ty I¢ Aa 6 dich lgi 0,67+ 0,13
S0 lwgng Pg ¢ dich lgi (Ct) 20,35 + 3,94
Ty I¢ Pg ¢ dich lgi 0,68 +0,18

Nhign xét: s6 luong vi khuin A. actinomycetemcomitans, P.
gingivalis phat hién dugc ¢ chu ky ngudng (Ct) thap co nghia luong
vi khuan t6n tai v6i sb lugng rt nhiéu ¢ nhimg bénh nhan VQR. Ty
1¢ vi khuan A. actinomycetemcomitans, P. gingivalis so véi tong sd vi
khuan trong miéng chiém ty 1& cao 0,67% va 0,68%.

=[pThoidigmT,

Aa trong méu
bénh pham

< Chirng Aa (+)

\ | /Ge" ndi chuan 16Sr
; =2 - -3 ®\.Chting Aa (-)

Hinh 3.5. Két qua realtime PCR bénh nhan mi s6 01
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(Chu ky ngudng Aa tai To = 16 Ct)

«|A) Thoi diém T, < Pgtrong méu
@ bénh pham

< Chiing Pg (+)

/Gen ngi chuan 16Sr
S\.Chung Pg) (-)

Hinh 3.6. Két qua realtime PCR bénh nhin ma s6 01
(Chu ky ngudng Pg tai Ty = 22,35 Ct)
3.2.2.1. Twong quan giita dp siu tii quanh ring va so lwong vi
khudn trén bénh nhdn VOR tai ngay kham dau tién
Bang 3.5. Twong quan giira d siu tii quanh ring va s luong
vi khuén trén bénh nhin VQR tai ngay kham dau tién

Vi khuin Aa | Vi khuén Pg

*
R _0’07 '0,18
Pé sau tai | Tuong quan Spearman’s
(PPD) p 0,56 0,10
n 70 70

Nhdén xét: tuong quan giita do siu tii quanh ring va sb luong
vi khuan A. Actinomycetemcomitans, P.gingivalis 1a twong quan
nghich voi R > -1 (bang 3.5), ¢6 nghia d§ sau tii cang sau thi luong

vi khuén cang nhiéu.
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3.6. So sanh dic diém 1am sang va vi Khuin tai cac thoi diém T,,
Tl va T2

3.6.1. So sanh dic diém IAm sang tai cac thoi diém Ty, T, va T,

6
i . 1
4 1 mTO
:; N 1 1 uTl
2 1. l l T2
N
AT T ||

PLI Gl PPD CAL

Biéu d6 3.10. So sanh cac dic diém lam sang tai cac thoi diém
To, T1 va T, (ghi chu: py: so sanh Tq v&i Ty, P, so sanh Ty va Ty, *p
< 0,001: rat c6 y nghia thong ké. Phép kiém Wilcoxon)

Nhin xét: sau 3 thang diéu tri VQR bang phuong phap khong phiu
thuat két hop v6i khang sinh toan than, cac tridu chimg 1am sang vé
chi s6 mang bam rang (PLI), chi s6 loi (GI), d6 sdu tii quanh ring
(PPD), méit bam dinh 1dm sang (CAL) giam khac biét co ¥ nghia
thong ké: + Chi sb PLI: tir mirc d6 kém vé trung binh. + Chi sé GI:
ning vé mirc do trung binh. PO sdu tai quanh ring (PPD): tir 5,78

mm giam con 3,78 mm (T, giam 2/3 so vdi Ty).
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3.6.2. So sanh sb lwgng vi khuin tai cac thoi diém Ty, T, va T,

Bang 3.10. So sanh s6 lwgng vi khuin tai cic thoi diém Ty, T, va

T,
Pic diém X +SD
o P P,
lam sang To T, T,

S0 lwgng Aa ¢
20,29 £ 3,31 | 26,65 + 4,04 | 26,45 + 3,26 | 0,000* | 0,000*

dich loi (CY)
Ty 1¢ Aa ¢ dich
loi 0.67+0,13 | 0,62+ 0,21 | 0,49+031 | 0,432 | 0,000
01
Sé lugng Pg 6
0MPNETE  120,35 +3,94( 25,78 + 4,08 | 24,80 + 4,67 | 0,000* | 0,000%
dich lgi (CY)

Ty I¢ Pg ¢ dich

Ik 0,68+0,18 | 0,67+£0,19 | 0,61+0,15 | 0,83 |0,000*
ol

p1: so sanh Ty véi Ty, Py so sanh Tova Ty, *p < 0,001 : rdt ¢é ¥ nghia thong
ké. Phép kiém Wilcoxon

Nhin xét: so sanh s6 lwong vi khuan A.
actinomycetemcomitans cac thoi diém Ty, Ty va T, khac biét co ¥
nghia thong ké p = 0,000; nhung ty 1& vi khuan nay so voi hé vi
khuén trong miéng tai thoi diém Ty va T; ¢ khac biét 0,04 + 0,08 véi
p= 0,432 khong ¢ y nghia thong ké; tai To va T, khac biét 0,18 +
0,18 véi p = 0,000 rat co y nghia théng ké. So sanh sb lwong vi khuén
P. gingivalis tai thoi diém T, - T; va T, - T, khac biét c6 y nghia
thong ké p = 0,000. Ty 1& vi khudn P. gingivalis so v&i hé vi khuén
trong miéng tai thoi diém T, va Ty c6 khac biét 0,01 £ 0,01 voi
p= 0,83 khong c6 ¥ nghia théng ké; so sanh T, va T, khac biét 0,07 +
0,03 v6i p = 0,000 rat c6 y nghia thong ké.
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Chuong 4

BAN LUAN

4.1. Pic diém vé tudi va giéi tinh ciia ddi twong nghién ciru

70 bénh nhan trong nhom nghién ciru cta ching t6i c6 d6 tudi
29 =+ 60, bao gdm nam gidi = 44 ngudi (62,9%) véi tudi trung binh
45,14 + 8,78, nit gidi = 26 ngudi (37,1%) c6 tudi trung binh 42,81 +
8,51, phu hop voi lta tudi bi bénh VQR man tinh theo phan loai cua
Hiép hoi Nha chu thé gii (AAP), v6i nghién ciru ciia Marta Gajardo
(2005) va cac nghién ciru vé bénh nay trong nudc cua Nguyén Can
(1994), Tran Vin Trudng (2000). Nhu vay, bénh VQR 1a mot bénh 1y
phé bién tai Viét Nam, ty 18 méc bénh trong nghién ciru ndy cao hon
so voi diéu tra ciia Tran Van Truong hay Nguyén Can vi bénh nhan
tham gia nghién ctru dugc lua chon tai khoa Nha chu cua Bv. Rang
Ham Mt TP.H6 Chi Minh, do d6 s6 bénh nhan tap trung diéu tri
nhiéu hon.
4.2. Bién s6 nghién ciru va Ky thuét xac dinh cac bién s6 nghién ciru

Céc chi s6 1am sang ap dung trong nghién ctru ndy dé chan
doan xac dinh, danh gida mic d6 viém quanh rang nhu: chi s loi
(GI), chi s6 mang bam (PLI), do siu tii (PPD), d6 mit bam dinh 1dm
sang (CAL) va rang lung lay 1a nhitng chi sb thong dung dugc ap
dung trong cac nghién ciru vé bénh VQR ciing nhu trong thuc hanh

lam sang trén thé giGi va ¢ Viét Nam. Trong cac phuong phap phat
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hién vi khuén, k¥ thuat realtime PCR c6 d6 nhay va ddc hiéu cao,
nhanh nhét duoc sir dung rat nhiéu trong cac nghién ctru vé vi khuan
gdy bénh VQR trén thé giéi. Nghién ciru nay budc dau 4p dung
realtime PCR dinh lugng vi khuan A. actinomycetemcomitans, P.
gingivalis trudc va sau diéu tri VQR, 1a nghién ciru tién dé vé trién
khai cac umg dung cua k¥ thuat realtime PCR dinh luong vi khuén
gay bénh VQR & nudc ta.

4.3. Phuwong phip didu tri: Trong diéu tri bénh VQR, nhiéu
nghién ctru trén thé giéi da chung minh phuong phap diéu tri
khong phau thuat két hop véi khang sinh toan than dat két qua tot
cho du bénh nhan bi VQR ning, tdi lgi sdu, mat bam dinh nhiéu
hay c6 bénh 1y toan than nhu: bénh tim, tiéu duong cling nhu bénh
nhan dang mang thai.

4.4. Pic diém 1am sang va vi khuin A. actinomycetemcomitants,
P. gingivalis tai ngay kham dau ti¢n (T)

Theo két qua nghién ctru cua ching t6i, trong ngay kham dau
tién (To) cac tridu chimg 14m sang va cin 1am sang cho thdy cac bénh
nhan bi viém quanh ring thé trung binh va ning.

Tuong tu nhu nghién ctru cia Phung Tién Hai (2008), Nguyén
Thi Hong Minh (2010), Joshi (2007), M.R. Vivekananda (2010).

86 lwong vi khuin A. actinomycetemcomitans, P. gingivalis
dinh lugng bang k¥ thuat realtime PCR 1an luot 13 20,29 + 3,31 Ct va
20,35 + 3,94 Ct vai ty 1€ phat hién 1a 100%. Ty 1€ nay cao hon so vdi
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nghién ctru cta Joshi (2007): A. actinomycetemcomitans 35%, P.
gingivalis 75%; Nezar N Al-hebshi (2014) tai Yemen (67,5% A.

actinomycetemcomitans; 97,5% P. gingivalis).

Ty 1& phéat hién 2 vi khuan nay bang phuong phip nudi ciy
trong nghién ctru ctia Nguyén Vii Trung (1996) thdp hon nghién ctru
nay: ty 1€ phat hién A. actinomycetemcomitans 4% va C. gingivalis
9%. Nguyén Thi Héng Minh (2010) sir dung ky thuat PCR khong
phat hién dugc 2 vi khuan nay.

Lién quan giiva dp sdu tii va ring lung lay, mat bam dinh
lam sang: VQR 1a mot bénh nhiém khuédn, pha hity mé mém ciing
nhu mé clng quanh ring giy tiéu xuwong 6 ring tao thanh thi quanh
rang va lam cho rang lung lay. Nghién ctru doc cua Loe (1998),
Xiyan Pei (2014), Socransky (1992), Goodson JM (1982) theo ddi su
tiéu xuong 6 ring trén bénh nhan VQR cho thiy ty 18 tiéu xwong va
mét bam dinh 1a 0,8%/nam, néu khong diéu tri thi luong xuong bi

tiéu trung binh 0,1-1mm/nam.

Twong quan giita dj sdu tii quanh ring va sé lwong vi
khudn A. actinomycetemcomitans, P. gingivalis: trong nghién
ctru nay phat hién A. actinomycetemcomitans vai ty 1€ 0,67%, P.
gingivalis 1a 0,68 % trén tong sé vi khuén trong miéng. S6 luong
cac vi khuan A. actinomycetemcomitans, P. gingivalis twong quan
rat chit voi do siu tai quanh ring R > -1. Chung toi xét mdi quan
hé nay bang tuong quan Spearman’s vi do sdu tai quanh ring va

s6 lugng vi khuan khong tuan theo phan bd chuan. S6 luong vi
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khuan A. actinomycetemcomitans va P. gingivalis c6 rat nhiéu &
do sau tai 4-8 mm, it hon khi d¢ sau tii > 8mm. Tuong déng voi
cac nghién ctru cua Haffajee AD (2000), Marta Gajardo,
Socransky (1992), Goodson (1982).

4.6. Pic diém lam sang va vi khuin A. actinomycetemcomitants,
P.gingivalis sau diéu tri 12 tudn (T) so véi ngay kham diu tién (T,)

Khi bénh nhan tai kham sau 12 tudn (T,), ching toi thiy cac
triéu ching lam sang, can lam sang va y thirc ciia bénh nhan ciing
thay doi rat nhiéu so véi ngay kham dau tién (To).

Két qua nghién ctru cta chiing toi hay ctia nhitng nha nghién
ctru khac trong va ngoai nudc nhu Phung Tién Hai, Nguyén Thi
Hong Minh, Sarah Moideen, Vergani cho thdy phuong phép diéu
tri khong phiu thuat két hop véi khang sinh toan than cung véi
cac phuong phap hd trg co hoc nhu mai chinh khép cin, nep cac
rang lung lay, chai ring...c6 hiéu qua t6t & bénh nhan VQR man
tinh dang toan thé mic du bénh nhén cé tai quanh ring sau.
Phuong phap nay ciing dang 1a xu huéng hién nay, giam phau

thuat, gidm chi phi va thoi gian lanh thuong nhanh.
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KET LUAN

Nghién ctru 70 bénh nhén viém quanh rang man tinh dang toan
thé trude va sau diéu tri 12 tudn bang phuong phap khong phiu thuat,

chung t6i dua ra mét so két luan sau:

1. Pic diém, mdi tuong quan giita 1am sang, X-quang, s6 lugng vi
khuan A. actinomycetemcomitans va P. gingivalis trong dich loi trén

bénh nhan viém quanh ring min tinh dang toan thé:

- Bénh viém quanh ring (VQR) mén tinh ciing 12 mot bénh phd bién
tai Viét Nam ciing nhu trén thé giéi hay gip ¢ tudi trén 30 nhung
cling c6 truong hop tré tudi hon. Nguyén nhan gay bénh chinh 14 hai
vi khuan A. actinomycetemcomitans va P. gingivalis, c6 sé luong
nhiéu trong VQR thé trung binh va niang phu hop cac nghién ctru
khéc vé dinh lugng hai vi khuan nay bang k¥ thuat realtime PCR.

- Céc chi sb 1am sang: viém loi, d0 sau thi quanh rang, mét bam dinh
lam sang c6 twong quan thuin va chit voi sé lwong vi khuin A.
actinomycetemcomitans va P. gingivalis.

- Tuwong quan giita tudi va cac dang tiéu xuong thuan va chat.

2. Hiéu qua phuong phép diéu tri khong phiu thuat két hop véi khang
sinh toan than d6i véi VQR man tinh: c¢6 hiéu qua tét, phi hop véi
khuynh huéng diéu tri ngay nay, giam phau thuat, gitip lanh thuong

nhanh, tranh sang chan vé tim Iy cho bénh nhén.



24

KHUYEN NGHI

Trong nhiing thap nién qua, sinh hoc phan tir di gép phan
trong viéc khao sat dich t&, chan doan va diéu tri bénh quanh ring. O
Viét Nam, cac nghién ctru vé sinh hoc phan tir va ung dung trong
nganh Riang Ham Mit chi méi bat ddu. Trong nghién ctru nay, lan
dau tién ching toi str dung k¥ thut realtime PCR dé theo ddi sy thay
d6i vé sd luong vi khuan A. actinomycetemcomitans, P. gingivalis
truge va sau diéu tri bénh VQR man tinh dang toan thé. Dua vao cac

két qua cua nghién ctru, chiing t6i xin ¢6 mot s6 khuyen nghi sau:

- Pua k¥ thuat realtime PCR vao xét nghiém thudng qui dé
dinh luong vi khuan A. actinomycetemcomitans, P. gingivalis hay
cac vi khuan khac trong bénh VQR, hodc nhiitng bénh nhiém trung
khac & ving ham mit dé cung cip nhiing thong tin, dinh hudng
diéu tri nhu chon khang sinh diéu tri, ddnh gia két qua diéu tri,

theo doi dién tién bénh.

- Piéu tri bénh VQR man tinh dang toan thé theo phwong phap
khong phau thuat két hop vdi khang sinh toan than mang lai két qua
t6t, tuy nhién dé két qua bén virng can sy hop tac giita bénh nhan va

béc si, nhat 1a viéc ap dung ding phuong phép vé sinh ring miéng.



ABSTRACT
1/ Urgency of the theme

Currently, in the world and Vietnam, periodontitis is a
common disease, consequences of tooth loss series, lost chewing
function affects the overall health and beauty. In recent years, the
Dentistry has developed lot, there are many methods to treat
periodontitis, or replace the teeth were lost but very costly for
patients. Periodontitis cause by many bacteria, but Actinobacillus
actinomycetemcomitans, Porphyromonas gingivalis are strong
markers of periodontitis and maybe relate to some other systemic
diseases such as cardiovascular, diabetes, or cause preterm birth
complications in obstetrics.

So far in our country, no study has applications of realtime
PCR technic to quantify Actinobacillus actinomycetemcomitans,
Porphyromonas gingivalis pathogenic periodontitis, simultaneously
combined with clinical monitoring change the number and ratio of
two bacteria before and after non-surgical treatment of chronic
periodontitis.

The quantitative Actinobacillus actinomycetemcomitans,
Porphyromonas gingivalis in periodontitis provides important
information for clinicians to specify appropriate antibiotics to
patients to help reduce the time and cost of treatment, avoid drug
resistance current antibiotics. Thus, we implemented the project

"Quantification of  Actinobacillus  actinomycetemcomitans,



Porphyromonas gingivalis in periodontal inflammation by
realtime PCR and evaluate the effectiveness of treatment non-
surgical periodontal inflammation" with two objectives:

1. Comments traits and correlations between clinical, X-rays,
bacterial counts A. actinomycetemcomitans, P. gingivalis in
translation beneficial in patients with generalized chronic
periodontitis.

2. Evaluate the effectiveness of non-surgical treatment for
general chronic periodontitis based on clinical parameter, X-rays and
the amount, rate of A. Actinomycetemcomitans and P. gingivalis.

2 [ Meaning practices and new contributions of the thesis

The study has technical realtime PCR applications that used
gene sequencing of Actinobacillus actinomycetemcomitans,
Porphyromonas gingivalis and quantify two bacteria before and after
treatment and monitor treatment efficacy of non-surgical method in
combination with antibiotics. Research of new thesis and not overlap
with the thesis defended at home and abroad.

The results of the thesis initially closely monitoring bacterial ratio
change before, during and after treatment corresponds to the clinical
symptoms in Vietnam and assess the effectiveness of non-surgical
treatment method and avoid complications after surgery, healing time
and reduce treatment costs and avoid psychological trauma for the
patient.

Significant topics with specialized science Dentistry,
Molecular Biology, but also has many applications in test bacteria in
the oral and maxillofacial infection is caused by dental and other.



The layout of the thesis are:

The thesis consists of 108 pages excluding references pages
and appendices. Apart from the question 3 pages, 2 pages
conclusions and recommendations 1, dissertation into 4 chapters:
Chapter 1- Introduction, 24 pages; Chapter 2 - Material and Methods,
20 pages; Chapter 3 — Rulults, 35 pages; Chapter 4 — Discussion, 23
pages.

Chapter 1
INTRODUCTION

1.1. Definition, classification, pathogenesis of bacteria and
inflammation around the teeth
1.1.1 Definition

Chronic periodontitis is defined as an inflammatory of the
supporting tissues of the teeth cause by group of specific
microorganism, resulting in progressive destruction periodontal
ligament and alveolar bone with pocket formation,recession or both.
1.1.2. Classification of the periodontal diseases

According to the classification of the American Academy of
Periodontology in 1999, there are two kinds: gum disease (caused by
plaque, non-plaque); periodontal disease related to supporting-
structure of the teeth as possible chronic periodontitis, aggressive

periodontitis, ...



1.2. Bacterial etiology

So far, the researchers have demonstrated that periodontitis
specific bacterial but each different bacteria can cause various
periodontitis. Periodontal pathogenesis involves interactions
between bacterial factors and immune response of the body, and
more influenced by genetic factors and environmental risk factors.
Bacteria plays an important role in periodontal diseases, two
pathogenic  bacteria  Actinobacillus  actinomycetemcomitans,
Porphyromonas gingivalis are common in chronic periodontitis.
These are the Gram-negative, anaerobic, many genes as fimbriae
toxicity (fimA), collagenase (prtC), hemagglutinins, haemolysin,
LPS, proteases, antigens and leukotoxin (IktA).

1.3. The periodontal treatments

The successful periodntal treatment depends on early
diagnosis, control pathogenic bacteria. Treatment should long time
and must be re-examined, monitored regularly. There are two main
methods: non-surgical and surgical treatment in combination with

topical antibiotics or systemic.

Non-surgical treatment: is a complex methods includes scaling,
root planing, removing the favorable factors. Indications: depth of
pockets <6mm, 3-4 mm clinical attchement level (medium), degree

of tooth mobility 1or I, ...



1.4. Detection methods

There are many methods used to detect P. gingivalis and A.
actinomycetemcomitans in chronic periodotitis: culture, immunology,
molecular biology (PCR: polymerase chain reaction, real-time PCR).
Real-time PCR technique is laboratory technique molercular biology
base on polymerase chain reaction that DNA amplification products
which show the same destination at each cycle of the reaction, so-
called real-time PCR. Realtime PCR target quantitative DNA so
called quantitative PCR (gPCR). Verner and et al (2006) asserts
gPCR sensitivity than culture techniques. The rate of bacteria
detected by realtime PCR higher culture techniques, the gap in
quantitative realtime PCR DNA between engineering culture
techniques with respectively 51.4% P. gingivalis, 36.1 % T.
forsythensis, 12.5% F. nucleatum, 8.3% P. intermedia, 3% A.
actinomycetemcomitans. Real-time PCR has been increasingly
applied in diagnosing many bacterial periodontitis with high
sensitivity, ease of implementation, rapid results make treatment

effective on target.



Chapter 2
MATERIAL AND METHODS

2.1. Clinical samples: 70 patients to examination, diagnosis and
treatment of chronic periodontal in the Odontal - Maxillo - Facial
Hospital Ho Chi Minh City from 01/10/2011 to 10/30/2014.

2.1.1. Inclution criteria: age > 30. Definitive diagnosis of chronic
periodontitis with periodontal pocket > 3 mm, is during action
indicated by gingivitis, bleeding on examination by Miller’s probing.
And at least 20 teeth. No history of cardiovascular disease, diabetes,
endocrine diseases, metabolic diseases. Do not use antibiotics, anti-
inflammatory, oral contraceptives before study participants one
month. Untreated periodontal disease before study participants 3
months. No smoking habits. Agreeing to participate in research.
Specimens for testing realtime PCR, identify and quantify two
A.actinomycetemcomitans and P.gingivalis bacteria in patient
samples.

2.1.1. Exclusion criteria: are abscess or abscess third molar. Patients
with systemic diseases, pregnant or breastfeeding. The patient does
not agree to participate in research or specimens. Realtime PCR test
result only A.actinomycetemcomitans or P.gingivalis.

2.2. Methods

2.2.1. Study design: Clinical Experimental, assess the results before

- after treatment.



2.2.2. Sample size: the sample size calculation formula N = 2% 1un
P(1-P) / d? with accuracy d = 10%, 95% confidence level, P is

achieved periodontal treatment standard result 80%, o = 0.05, 7? 1af

= 1,962, minimum sample size of 62 patients. To increase accuracy

and reduce errors caused by technical, formal sample of 70 patients.
2.2.3. Steps
«» The first day (Time Ty):

@)

)

®)

Examination and clinical parameters: + plague index
(PLI) and gingival index (GI) (Silness and Loe, 1964). +
Periodontal pocket depth (PPD) and clinical attachment
loss (CAL) in millimeters. + Tooth mobility from I to 11l
class (Miller, 1985). + To assess the extent and form of
alveolar bone loss: panoramic digital radiography
(Panorex).

Take the 1 realtime PCR test: A.actinomycetemcomitans
and P.gingivalis in gingival crevical fluid samples.
Instruction on oral hygiene to patients: Bass’ brushing
technique improvement, use soft brush and Colgate Total
toothpaste. Give leaflets remind patients how to brush
their teeth (Appendix).

% Re-examination after 1 week: when realtime PCR results. Non-

surgical treatment applied to the patient. Then, patient follow-up

at 2" week to re-examination.

% After 2" weeks (Time T,): The patient follow-up and evaluation of

clinical indicators, maintaining the mechanical method of support.



Taking samples for 2™ testing to quantify A.actinomycetemcomitans

and P.gingivalis by realtime PCR. Patient re-examination follow-up

4™ week, 8" week, 12" week (patient's landmark appointment time
To).

% At 12" weeks (Time T,): The patient re-examination and

measurement of clinical indices, panoramic digital. Take samples

for 3" test’s realtime PCR to quantify A.actinomycetemcomitans

and P.gingivalis.

2.2.4. Samples

The material (cotton rolls, paper point No.30) and instruments
are disinfected

Get the beneficial clinical services in periodontal pocket
bleeding on examination and deepest in the pocket when the
probe on the first day of the study.

How to take gingival crevical fluid (GCF) sample on the
patient’s tooth: after cleaning up plaque on tooth surface and
gently air-dry, putting 5 paper point No. 30 and 21 mm long’s
into the bottom of pocket (avoiding bleeding), so in 10 seconds,
taking these in effendorf. Samples stored in a freezer
(temperature -800C - special cabinet SANYO) at the Centre of
Gen-Protein in Hanoi Medical University (sending samples to

Hanoi by air only for the ice box, a week to send samples/time).



2.2.5. ldentify and quantify A. actinomycetemcomitan and P.

gingivalis by realtime PCR

«» DNA isolation from GCF samples by the QlAamp DNA Mini
Kit (Qiagen-USA) according to manufacturer's instructions.

< This study quantified the relative ratio of A.
actinomycetemcomitans, P. gingivalis in total microflora.
Calculation of bacteria A. actinomycetemcomitans, P. gingivalis

method compares the threshold cycle (Ct):

Aa ratio (or Pg) = Ct of 16S rDNA bacteria/Ct of Aa (or Pg)

«» According to the formula, the cycle threshold (Ct) detection of A.
actinomycetemcomitans, P. gingivalis was lower means the ratio
of P. gingivalis were high or there were a large number of A.
actinomycetemcomitans, P. gingivalis. A
actinomycetemcomitans, P. gingivalis negative when realtime
PCR curve below baseline; positive when the curvature exceeds a

higher realtime PCR baseline.
2.2.6. Non-surgical treatment applied to the study’s object

Non-surgical treatment: scaling and root planing, wash
periodontal pockets with 0.12% chlorhexidine solution. Sharpening
occlusal adjustment, extracted loose teeth, tooth extraction, prosthesis
depending on clinical circumstances. Antibiotics Metronidazole 1.5

g/day in 3 divided doses, combined with Doxicycline 100mg/day in 3



10

divided doses for 7 days. Gargle with 0.12% chlorhexidine solution
in the form of brand-gingival Kin Mouthwash. Brush with Colgate
Total, 3 times, after eating Bass improved method (Appendix).

2.2.7. Ethical issues in research

1) The study subjects provided sufficient information about
participation in research and voluntary participation in the study. 2)
The study subjects were completely free of cost treatment and testing.
All personal data collected during the study is encrypted and kept
confidential, does not serve any purpose other than the commitment

to research projects are conducted.

2.3. Data analysis: using Microsoft Excel 2010, SPSS software.
Applied T test and Wilcoxon test to compare baseline in the period
before and after treatment. Using correlation Spearman’s because of
variables such as the depth of pockets, attachment clinical, teeth

mobility,... not according to the normal distribution.
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Chapter 3
RESULTS

3.1. Age and gender characteristics of the study subjects
Table 3.1. Age and gender characteristics of the study subjects

Quantity
Sex Age
n %
Male 44 62,9% 45,14 £ 8,78
Female 26 37,1% 42,81 + 8,51
Total 70 100% 4427 + 8,69

Comment: A total of 70 patients participated in the study
with an mean age: 44.27 + 8.69, range 60 to 29; male = 44 patients,
62.9% occupancy rate, mean age 45.14 + 8.78; female patients = 26,

37.1% occupancy rate, mean age: 42.81 & 8.51.

-

o //l —

Frequency

P

T
30 40 50 0
Age

Chart 3.1. Distribution of the age of the study subjects
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Comment: Figure 3.1 shows age’s patients in this study have
formed normal distribution bell curve, the patients at the age of 44 at
most (n = 6).

3.2. The clinical features and bacteria’s quatity of patients at the
first day (time Ty)

3.2.1. Clinical characteristics of patients at the first day (time Ty)

Table 3.2. Clinical characteristics of patients at the first day (time T)

. L Patients
Clinical characteristics =
n=70 (X = SD)
PLI 2,67+0,56
Gl 2,37+0,93
PPD (mm) 5,78 +£1,35
CAL (mm) 5,73+ 3,15
Teeth mobitity 1,96 £ 0,95
Form of alveolar bone loss ( Panorex digital)
+ Horizontal alveolar bone loss (%) 78,6%
+ Vertical bone defects (%) 12,9%
+ Both (%) 8,6%

Comment: During the first examination date, generally all
patients with severe chronic periodontitis: the dental plaque and
gingival index are very high from 2 to 3 score; teeth were looser,
mm 5 < depth of pockets (average) < 7 mm, clinical attachement

level > 5 mm.
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3.2.1.5. The correlation between pocket depth, clinical attachment

loss and teeth mobility in patients at the first day

Tooth 3.0 1.0 20 20 3.0 30 20 20 10
mobility

Chart 3.5. Pocket depth, loss of adhesion and loose teeth in
patients
(note: the vertical axis is the depth of pockets, the horizontal axis is
loose teeth, each patient is different 1cot color, number inscribed on
the columns was lost adhesion).

Comment: deep pockets and loose teeth were tightly
Spearman's correlation with R = 0.28, smaller +1 (p <0.05). Pocket
depth was 3mm and teeth mobility at 1 score, probing depth’s
pocket was 3mm as the teeth mobility from 2 to 3 score. Clinical
attachement level and teeth mobility were tightly correlated with R =
0.63, smaller +1 (Spearman's correlation, p <0.05). There is high
correlation between periodontal pocket depth with the teeth mobility

and clinical attachment level. Deeper pockets then clinical
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attachement level and loose teeth as much as (R <+1, p <0.05,

Spearman's correlation).

3.2.2. Characteristic bacteria of patients at the first day (time T)
Table 3.4. Characteristic bacteria of patients at the first day

Patients
A.actinomycetemcomitants and n=70
P.ginggivalis _
(X £SD)
Quantity of Aa (Ct) 20,29 £3,31
Aa’s ratio 0,67 +0,13
Quantity of Pg (Ct) 20,35+ 3,94
Pg’s ratio 0,68 +0,18

Note: GCF(Gingival crevicular fluid), Aa (A.
actinomycetemcomitans), Pg (P. gingivalis), Ct (Cycle threshold)

Comment: The quantity of A. actinomycetemcomitans, P.
gingivalis were detected in the lower cycle threshold (Ct) means
bacteria exist with a large of numbers in patients’ gingival crevicular
fluid. The ratio of A. actinomycetemcomitans, P. gingivalis that
compared with total bacteria in the mouth were high: 0.67% and
0.68%.




Figure 3.5. Real time PCR results patient number 01
(Quantity of Aa at time T, = 16 Ct)

I I

m

Figure 3.6. Real time PCR results patient number 01
(Quantity of Pg at time T, = 22,35 Ct)
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3.2.2.1. Correlation periodontal pocket depth with the number of

bacteria of patients at the first day

Table 3.5. Correlation periodontal pocket depth with the number of
bacteria of patients at the first day

Aa | Pg
R*
Spearman’s
Periodontal pocket depth correlation 0,07 | 0,18
(PPD)
p 0,56 | 0,10
n 70 70

Comment: The relationship between periodontal pocket depth and the
amount of A. actinomycetemcomitans, P.gingivalis is inversely
correlated with R> -1 (Table 3.5), mean probing depth deeper the

more bacteria.
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3.6. Comparison of clinical characteristics and bacteria at the
time Ty, T;and T,

3.6.1. Comparison of clinical characteristics at the time To, T;
and T,

6
5
4 mTO
3 mTl
2 T2
1

o

PLI Gl PPD CAL

Chart 3.10. Comparison of clinical characteristics at the time T, T,
and T, (note: p;: compare Toto Ty, po: compare Toto T,. *p <
0.001: highly statistically significant. Wilcoxon ’stest )

Comment: after 3 months of periodontal treatment by non-surgical
methods combined with systemic antibiotics, parametter including
plaque index (PLI), gingival index (GI), periodontal pocket depth
(PPD), clinical attachment loss (CAL) measurement were reduction
statistically significant: + PLI: from low to medium score. + GI: from
the heavy to moderate score. Periodontal pocket depth reduced from
5.78 mm to 3.78 mm (T, compared to T, reduction 2/3).
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3.6.2. Comparing the number of bacteria at the time of T, T;and T,

Table 3.10. Comparing the number of bacteria at the time
of To, T;and T,

. X +SD
Bacteria p: P2
To T T,
uantity of Aa| 20,29 + 26,65 + 26,45 +
Quantity 0,000*| 0,000%
(Ct) 3,31 4,04 3,26
Aa’s ratio |0,67+0,13 0,62+ 0,21| 0,49 +0,31| 0,432 |0,000*
Quantity of Pg| 20,35 =+ 25,78 £ 24,80 +
0,000* | 0,000*
(CH 3,94 4,08 4,67
Pg’s ratio 0,68 +0,18| 0,67+0,19 | 0,61 +£0,15| 0,83 |0,000*

(note: p;: compare To with Ty, po: compare To with T,. *p <0.001:

highly statistically significant. Wilcoxon’s test )

Comment: compare the amount of A. actinomycetemcomitans

at times Tq, T, and T, was statistically significant, p = 0.000; but the

rate of this bacteria than the microflora in the mouth at the time T,

and T, were 0.04 + 0.08, p = 0.432 (not statistically significant); at

the time T, and T this ratio were 0.18 = 0.18, p = 0.000 (statistically

significant). Compare the quantity of P. gingivalis were counted at
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time T, and Ty, To and T2 was statistically significant, p = 0.000. P.
gingivalis’ ratio compared to total bacteria in the mouth at the time
To and T; were 0.01 + 0.01, p = 0.83 (not statistically significant);
compare toT, and T,: 0.07 + 0.03, p = 0.000 (statistical significance).

CHAPTER 4
DISICUSSION

4.1. Age and gender characteristics of the study subjects

70 patients in our study group aged 29 + 60, including men =
44 persons (62.9%) with an average age of 45.14 £+ 8.78, women = 26
(37, 1%) with an average age of 42.81 + 8.51, consistent with chronic
periodontal ages by the American Association of Periodontal (AAP),
the study of Marta Gajardo (2005) and the research on the disease in
the country Can Nguyen (1994), Truong Tran Van (2000). Thus,
chronic periodontitis was a common disease in Vietnam, the chronic
periodontitis’ prevalence in this study was higher than the
investigation of Tran Van Truong, Nguyen Can as patient or research
participants were selected at the Derpartment of periodontal in
Odonto — Maxillo — Facial Hospital HCM city, so some patients more

concentrated treatment.
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4.2. The variables studied

Parameters including clinical to chronic
periodontitis’diagnose: gingival index (Gl), plaque index (PLI),
probing depth (PPD), clinical attachment level (CAL) and teeth
mobility are the common use to assess and monitor the periodontal
status in this study as in clinical practice around the world and in
Vietnam. In the method of detecting bacteria, realtime PCR
techniques have high sensitivity and specificity, the fastest being
used a lot in the study of periodontitis’ bacteria in world. This study
initially apply quantitative realtime PCR to determine the A.
actinomycetemcomitans, P. gingivalis before and after chronic

periodontal treatment in country.

4.3. Treatment methods: the many researchers in the world have
proven of non-surgical method combined with systemic antibiotic
achieved good results even these patients with severe chronic
periodontitis. Furthermore, chronic periodontitis may be assoccied
modifining factor such as systemic disease, heart disease, diabetes

and pregnants.

4.4. The clinical features and bacteria’s quatity of patients at the

first day (time Ty)

According to the our study’s results, in the first day

examination (T,) the patients had severe and moderate chronic
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periodontitis. Similar research by Hai Phung Tien (2008), Minh
Nguyen Thi Hong (2010), Joshi (2007), MR Vivekananda (2010).

The number of A. actinomycetemcomitans, P. gingivalis by realtime
PCR technic: 20.29 + 3.31 Ct and 20.35 + 3.94 Ct with a detection
rate of 100%. This rate is higher than the study of Joshi (2007): 35%
A. actinomycetemcomitans, 75% P. gingivalis; Nezar Al-hebshi N
(2014) in Yemen: 67.5% A. actinomycetemcomitans, 97.5% P.

gingivalis.

Detection rates 2 bacteria by culturing methods of Trung
Nguyen Vu’s study (1996) was lower than this study: 4% A.
actinomycetemcomitans and 9% C. gingivalis (P. gingivalis). Minh
Nguyen Thi Hong (2010) used PCR undetectable 2 bacteria.

« Association between probing depth and loosening of teeth, loss
of clinical attachment: chronic periodontitis is an infectious
disease, leading to bone loss and connective tissue destruction
form pockets, make loose teeth. In prospective study of Loe
(1998), Xiyan Pei (2014), Socransky (1992), Goodson JM
(1982): the ratio of alveolar bone resorption was 0.8 %/year, if
not treated, the average amount resorption 0,1-1mm bone/year.

« The correlation between periodontal pocket depth and the
amount of A. Actinomycetemcomitans and P. gingivalis: in this
study to detect A. actinomycetemcomitans at the rate of 0.67%,
0.68% P. gingivalis comparable with the total number of bacteria

in the mouth. The number of A. actinomycetemcomitans, P.
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gingivalis correlate very closely with periodontal pocket depth
(R> -1). We consider this relationship by Spearman's correlation
for periodontal pocket depth and the amount of bacteria did not
follow the normal distribution. The number of A.
actinomycetemcomitans and P. gingivalis bacteria has a lot in
pocket depth from 4 to 8 mm, less than in the pocket depth over
8mm. Similarities with the study of Haffajee AD (2000), Marta
Gajardo, Socransky (1992), Goodson (1982).

4.6. The clinical features and A. actinomycetemcomitans,
P.gingivalis bacteria after 12 weeks of treatment (T,) compared
with the first examination day (To)

When re-examined patients after 12 weeks (T,), we see the
clinical, preclinical and awareness of patients also changed a lot

compared to the first examination day (To).

Results of us study or of other studies as Hai Phung Tien,
Minh Nguyen Thi Hong, Sarah Moideen, Vergani showed non-
surgical treatment combined with systemic antibiotics methods are
effective for the chronic periodontal patients although patients with
deep periodontal pockets. This method is also the current trend,

reduction surgery, lower costs and faster healing time.
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CONCLUSIONS

The study of 70 patients with chronic periodontal, after non-

surgical treatment 12 weeks, we make some conclusions:

1. Characteristics of the correlation between clinical, X-ray,
the number of A. actinomycetemcomitans and P. gingivalis in

gingival crevicular fluid of chronic periodontitis:

- The prevalence of chronic periodontitis was a very common
disease in Vietnam and the world, it can appear at the age of 30 but
also younger. These A. actinomycetemcomitans and P. gingivalis
were the main cause of periodontal disease, there are many numbers
in moderate and severe periodontitis, similar to other studies of

guantitative two bacteria by realtime PCR.

- The gingivitis index, periodontal pocket depth, clinical
attachment level were positively correlated with the number of A.

actinomycetemcomitans and P. gingivalis bacteria.

2. Non-surgical methods consistent with current treatment
trends, reducing surgical help faster healing, prevent psychological

trauma to the patient.
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RECOMMENDATIONS

Over the past decade, molecular biology has contributed in
epidemiological surveys, diagnosis and treatment of periodontal
disease. In Vietnam, the study of molecular biology and industrial
applications Dentistry just beginning. In this study, first we use
realtime PCR technique to monitor changes in the number of bacteria
A. actinomycetemcomitans, P. gingivalis before and after treatment
of chronic VQR plenary format. Based on the results of the study, we

would have some recommendations:

- Application realtime PCR techniques in common tests to
guantify A. actinomycetemcomitans, P. gingivalis bacteria and other
bacteria in periodontal patients, or other infectious diseases in
maxillo facial region to provide information, the treatments such as
antibiotic treatment chosen, assess treatment outcomes, monitoring

disease progression.

- Treatment of general chronic periodontitis by non-surgical
method combination with systemic antibiotics have good results, but
for sustainable results require cooperation between patient and

doctor, especially the apply proper oral hygiene methods.



