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Abstract

Aim. To examine the role of IgA, CIC and component C3 as indicators of humoral immune response

in the ctiopathogenesis of oral erosive lichen planus (OELP).

Material and method: The study comprised 19 patients with OELP whose samples of blood, saliva
and tissue were obtained after carefully taken medical history and clinical examination. Samples of
oral mucosa were taken from the site of lesion, i.e. exclusively from buccal mucosa (1 cm in width
and length), and from the deep epithelium as well as a segment from the lamina propria.
Determination of immunoglobulins in serum and saliva, and determination of component C3, was
done using the micro-elisa technique by Rook&Cameron, Engvall and Ulman. Determination of CIC
in serum and mixed saliva was done with the PEG (polyethylene glycol) method. Determination of
immunoglobulin A and component C3 in biopsy material was done with direct immunofluorescence.

Results: Levels of immunoglobulin A in serum in QELP during exacerbation were decreased (1.04 +
0.49 gr/l) and during remission increased (5.92 £ 0.62) in comparison with the control group (p <
0.001). Levels of CIC during exacerbation and remission were increased (p < 0.001), and component
C3 levels were increased in both examined phases in the examined group compared with the control
group (p < 0.05). Deposits of [gA were registered in one (5.88%) patient with OELP and component
(3 was registered in 3 (17.64%) patients.

Conclusion: Changes in 1gA values, as well as CIC and component C3, may correlate with changes in
oral mucosa emphasizing the role of humoral immune response in the pathogenesis of oral lichen planus.

Key words: erosive lichen planus, humoral immunity, immunoglobulin A, CIC, component C3.

Introduction The immunological ground is one of the

The etiology of lichen planus is still not priority mechanisms in the multicausal patho-
well established, but it has been confirmed that genesis of oral lichen planus in which immu-
different causes participate in its pathogenesis [1, noglobulins [4, 5] and autoantibodies [6-9]
2]. It is believed that immunologic mechanisms play the key roles. Literature reports related to
are involved as one of the potential factors in the this issue differ. Some studies have presented
pathogenesis of this common discase [1-3]. increased (4, 5, 8, 10, 117, reduced [11, 12] or
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SaZetak

Cilj:  Cilj  istraZivanja  hio  je ispitivanje  humoralnih
mehanizama - pliuvacki kod pacijenata sa buloznim lihen
plansom u fuzi egzacerbacije i remisije.

Materijal i metod: Praceno je devetnaest pacijenata sa oralnin
bulozaim lihen plamusom. Pliuvacka je pri rkup.’jmm u jutarnjim
éasovima, bez stimulacije. u kolicini 5-10 em’. Odredivanje
imunoglobulina, Cy i C, u pliuvacki visilo se primenom tehnike
microelis*, Cirkulisuci inmni kompleksi u serumu [ pljuvacki
odredivani su PEG metodom. Dobijeni rezultati uporedivani su
sa kontrolnom grupom i medusobno u fazi egzacerbacije i
remisife. Rezultati su statisticki obiadeni Studentovim 1" -
restom.

Rezultati: Ispitivanja su pokazala da je kolicina Igd u pliuvacki

znadaine smanjena ,  dok je kolicing IeG i IeM znacajno
wvecana. Vrednosti imunoglobulina A, G i M u fuzi remisije
cnacajng su povecane kod bolesnika w odnosu na kontroln
grupu. Uperedivanjem pliuvacke u fazi egzacerbacije i remisije
dobile su iste kolicine IgG v obu stadijumima holesti . oali
evidentno povisene vrednosti lg4 i malo znacajno poveéanje
vrednosti IgM. U kontrolnoj grupi i grupi pacijenata u fazi
egzacerbacije | remisije takode su povecane CIC vrednesti .
Podaci ukazuji na visoko znacéajnu depresiju komponente C3 u
Jazi egzacerbacije, dok je w remisiji vidljivo malo znacajno
smanjenje. Komplement komponente C4 u fazi remisije opada u
poredenju sa kontrolnom grupom.

Zakljucak: Postoji evidentno uéesce pojedinih komponenti
plivvacke w puatogenezi oralnog lihen planusa, ali kenacna
pozicija za previast humoralnil mehanizama u patogenezi
buloznog lihen planusa jos uvek ne postoji.

Kljucue  rijeci: bulozni oralni lihen
imunoglobulini, komplement

planus, pljuvacka,
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Abstract

Background: To investigate the salivary humoral mechanisms
in patients with bullous lichen planus, in the phases of
exacerbation and remission.

Muaterial and Method: Nineteen patients with bullous oral
lichen planus were followed. Suliva was collected i the
morning without stinudation in the amount from 5-10 cnr. The
determination of immunoglobuling, C; and C,in the saliva was
performed using the micro-ELISA technique. The circuluting
inumune complexes in the serum and saliva were derermined by
the PEG method. The results were compared with a control
group and within the group in the phases of exacerbation and
wm.'\\rrur The results were \rarh!rcu!.’) processed by Student s

- test.
Resuﬂs. Salivary IgA showed a significant decrease, whereas
1gG and IgM  significantly increased. The values of

immunoglobulin 4, G and M in the phase of remission were
significantly increased compared witl the control group.

By comparing salivary imnumeglobulins in the phases of
exacerbation and remission, identical amounts of 1gG in both
stages of the disease were observed. However, considerably
elevated values of IgA and slightly significant increase in the
values of IgM were noted. CIC values in the control
group and in patients’ group in the phases of exacerbation and
remission were increased. Data suggest a highly significant
depression of Cs component in the exacerbation phase, while in
remission a  slightly  significant  decrease  was  evident.
Complement component Cy in the remission phase compared
with a control group was declined.

Conclusion: There is an evident involvement of certain saliva
components in the pathogenesis of oral lichen planus, hut the
Jinal predominance of humoral mechanisms in the pathogenesis
of bullous lichen planus does not exist yer.

Key words: bullous oral lichen planus, salivary immunoglobulins,
complement.

© 2015 Faculty of Medicine in Ni§, Clinic of Dentistry in
Ni§, All rights reserved / © 2015, Medicinski fakultet Ni§,
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Abstract

Citation: Popovska M, Fidovski J, Mindova S, Dirjanska
K. Ristoska S, Stef; . Radojke Nikolovska V,
Mitic K, Rusevska B. The Effects of NBF Gingival Gel
Application in the Treatment of the Erosive Lichen Planus:
Case  Report OA  Maced J Med Sei.

The therapy of erosive lichen planus (ELP) has been particular problem in the treatment of oral
lesions. This case of ELP in male patient 29 years old was treated with topic application of the NBF
gingival gel, three times a day after meal, previously rinsed with Clorhexidine gluconate 0.12%.

htlp/idx.dei.org/10.3889/0amjms.2016.026
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Irealment; NBF gingival gel.
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After 5 days of treatment, initial improvements were recorded, and after two weeks of application of
the NBF gingival gel we observed significant improvement. Clinical monitoring after the fifth day
showed mild epithelialization of the eroded mucosa, yet still present erythematous base of the
lesion. After the second week the erythema area was significantly reduced and the eroded surfaces
of the mucosa were minimal, measured less than 0.5 mm. After the third week there were no
erosions to detect on the oral mucosa, yet still present vague redness, which completely pulled
after the fourth week. Treatment ended after the fifth week when the topical application of the NBF
gingival gel was terminated, and therapy was done, and clinically achieved effects remained stable
even after the third month of the treatment. Topic application of the NBF gingival gel with ELP
patients showed positive clinical effects in relatively short time period.

Attribution  License, which permits unrestricted use,
dislribution, and reproduction in any medium, provided the
original aulhor and source are crediled.

Competing Interests: The authors have declared that no
compeling interests exist.

Introduction

Oral lichen planus (OLP) is a chronic disease,
with unknown etiology, where the autoimmune
mechanisms take a particular place. It is believed that
the increased production on free radicals (ROS), may
play an important role in the pathogenesis of various
skin diseases, such as atopic dermatitis, psoriasis,
vitiligo [1], and lichen planus, where the presence of
oxidative stress is recently been proved [2]. Actually,
the oxidative stress is caused between theimbalance
in production of reactive free radicals (ROS) and the
organism's ability to neutralize reactive intermediaries,
which are the consequence of the caused impairment

[3]. Created lesions with potentially-present
comparative  DNA, result of the oxidative
stress, can contribute to the development of the
malignancy in the oropharyngeal area [4, 5]. It
happens at lichen planus atrophic, bullous and erosive
type, but usually, not at reticular type.

If we are called on the present oxidative
stress, it is completely logical, that the disease will be
treated with topical antioxidants, which on some level
are our therapeutic experience.

Although  the findings  suggest that
corticosteroids are the number one cure of ELP even
when they are applied topically, though it is likely that
certain patients can not apply them because of the
numerous long-term effects. From this follows the

OA Maced J Med Sci.
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Introduction

Treatment of periodontal disease includes
removing of dental plague and other writating factors
conservative  treatmenty or performing surgical
methods  which sometimes include the use of
antibiotic therapy administered systemically or locally
(1. 2] The administration of local and systemic
antibiotics, anti-inflammatory — drugs,  or  sub-
antimicrobial small doses of doxycycline .applied as
adjuvants have the opportunity to provide additional
positive therapeutic effects {2, 4]. Sub-antimicrobial
dose of doxycycline is 20 mg dose of the antibiotic
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dase

Vera Radojkova-
ana Dzipunova®, Bruno Nikolovski®

Cyril and Methodius University of Skaopye.
cedonia

pplication of doxycycline-full dose (100
sease

therapeutic effects of the a
e treatment of periodontal di

patients with periodonlal disease were examined.
with antimicrobial dose of 100 g doxycycline once
mgl/day. doxycychne. during 75 days. Among all

A total of 60

led with 2 x 20

atmenl was carried out and ordinated the proper dose doxycycline in

llness. index of gingival
ing by Cowell were followed

10th. 20th day. 1 month and 2.5
0.83) of dental plaque in second group is
0.93) of dental plaque in the first group The average value (x =
n second group is significantly less than the value (x = 0.50) of
group The average value (x = 0 97) of gingival bleeding in patients
antly higher than value(x = 0 37) of gmagival bleeding in the second

nonths, average value (x =

py was helped by a sub-dose doxycychne demonstrated
nflammation and bleeding

e thera
ingival i

applied twice daily in the treatment. of periodontal
disease It is believed thal a dose of 20 mg provides
quite effective inhibition of enzymes, cylokines and
osteoclasts than any anlibiolic that would be applied
in full or normal dose. On the other hand research
studies have not spolted noticeable changes n the
oral flora or bacleriai flora in other olgans in the
individual's body because of which they dentified as
extremely recommaended dosage which is a serious
climical ulility when  applied only in  addition to
periodontal pockets debiidement [3]. For the clinician,
this is particularly lavorable moment. which enables
broad appiicability

Well known iact s that periodontal disease is
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Etiopathogenetic Cellular Mechanisms in Oral
Lichen Planus
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Abstract: Qbjective: to Sollow the immune status in patients with oral lichen planus (OLP), by assessing the level of T and B

lymphocytes in the blood. Material and method: 54 patients with OLP and 50 healthy people were examined. Experimental group was
divided into three subgroups: reticular, erpthema-exudative and bullous form. Both groups, control and experimental, were assessed for

values of T and B lymphacytes in the blood in the I, nstitute for Transfusion.

Findings were statistically processed usin g the Student-t

test. Results: In the phase of exacerbation in all three clinical forms of OLP, T and B cells in peripheral blood were increased, versus
the control group (p<0.001). In the phase of remission in reticular, erythema-exudative and bullous form, slight decrease in the values

of T and B cells was observed, but it was still above control values

and with high significance (p<0.001), except for B lymphocytes in

the reticular form where P <0.01. Conclusion: The increased: valdes of T and B lymphocytes in the phase of exacerbation and
remission, are explained with the chronicity of the process, which leads us to the conclusion that the immune systen is reconstructed in

terms of increased cell activity. :

Keywords: oral lichen planus, bu‘flous, reticular, lymphocytes

1. Introduction

Modern science and medicine have clinical, histologica
histochemical and other test methods, however the!‘f':tiolog
of oral lichen planus is still relatively unknown
Recent literature supports the theory that the disease i

associated with reactioigs that still cannot be completely -

defined, but began as a cellular immune IESPONE. e

Regezi comes to accurate ‘information on the composition

the inflammatory infiltrate.: The ffnaings_of the author are in -

favor of a general lack of plasma célls, suggesting the fact
that the present cells in “the’ infiltrates are - likely T
lymphocytes than B-cells [1]. o

Studies of serum lymphocytes and rieuii‘opﬂ_ils’ ::ir{";patjents

with oral lichen planus have proven the increase in CD4 and:
CD8 cell subpopulations, as well as decreasing CD4/CDg”

cell ratio [2].

Sugerman in patients with oral lichen planus, found that the
ratio of CD4 and CD45RA™ T lymphocytes was significantly
lower than in the control group [3]. Furthermore,
spontancous peripheral mononuclear cell proliferation was
significantly lower in patients with non reticular form of the
disease. The results of the phenotypic analysis of
lymphocytes from peripheral blood indicated a decreased
proportion of CD3 cells and an increased proportion of T-
memory cells.

From the results obtained in this study association between
oral lichen planus and T-cell subpopulations is apparent. It
is said that the activation of mast cells by antigen specific
cellular factors initiate a whole cascade of cellular reactions.
Mast cells in sensitivised tissue release vasoactive amines

. 1r'n'fnun0globulins: ~ oy

that act on endothelial cells, 'i'esulting in increased vascular

permeability [4].

.Electron Iliicroscopy._supporrs the concept that infiltrates in

“the lichen planus is a cellular immune response, which is

dominated by T - lymphocytes. The absence of cells with
negligible presence of widened endoplasmic reticulum is a
proof that it is much more cellular than humoral immune
sponse. However in biopsy ‘material are found much more
cells, although ' there is' minimal synthesis of

So far, mmerous s't'uﬁi_es have provided direct evidence for
the central role of the cellular immune response in oral
lichen planus. Serious support of this view is the study of

. Schiodt,” which clinically and experimentally proved the
;’-‘prescpég of CD4 and CDS cells [5]. His findings suggest that
Jauto Teactive’ CD4 cells may contribute to cytotoxicity,
- against the oral mucosa. Despite evidence of humoral

autoimmunity and cellular hypersensitivity, however, the
mechanism and evolution of the disease still remain
unknown, if taken into account the fact that the initial phase
of oral lichen planus, is clearly associated with leukocyte
movement in normal and pathologically changed oral
mucosa [6].

2. Objective

Based on previous data from the literature, we have set out
the aim of this study: to follow the immune status in patients
with oral lichen planus in the reticular, erythema-exudative
and bullous form, in the phase of exacerbation and remission
of disease, by assessing the level of T and B lymphocytes in
serum.
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Introduction

Aphlae are ulcerated lesions that look like
an erosion. disrupting the  epithelial conlinuity,
located mthe connechive issue. and appearing
on - mucosal surfaces Recurrent aphthae
lesions are small, round or oval ulcers  with
erythemalous halo and  yellow or dirty  white

covering ", wilh the exception of Sutton sores
which are large, irregular and infiltrated.

The reasons for their appearance are:
allergy.  stress, hematologic, gastrointestinal,
rheumatic diseases, infectious agents. nutritional
deficiencies, genetic predisposition. hormones
ete ™),

These factors have direct or indirect
impact on the balance of oxidative and
antioxidant system. The creation and release of
free radicals can be accelerated, and toxic
reactions may occur when this balance is
disrupted ™. It is possible link between the level
of free radicals and recurrent oral lesions "
because the role of antioxidants is important in
maintaining oral health "' The treatment of
recurrent aphthous ulcers is mainly local (if there
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Abstract

Introduction. Kidney disease is associated with many
abnormalities in the oral health status as well as with
alterations in salivary flow and composition. The aim of
this study was to evaluate and to correlate oral clinical
tindings, salivary flow (SF) and salivary pH values in
patients with chronic kidney disease (CKD) not yet on
hemodyalisis treatment, those undergoing hemodialysis
and in kidney transplant recipients.

Methods. In a cross-sectional study 90 patients were inclu-
ded. The cohort was composed of three groups: 30 patients
with CKD (serum creatinine values under 120 pmol/L-
group 1), 30 patients with CKD on hemodialysis (group
2) and 30 kidney transplanted patients (group 3). The con-
trol group consisted of 20 healthy individuals. Oral sym-
ptoms, signs and lesions: salivary volume, salivary pH and
SF of stimulated and unstimulated saliva were evaluated,
Results. Among patients with CKD without dialysis
treatrment inverse relationship was found between uremic
fetor, unpleasant taste and unstimulated SF and also bet-
ween xerostomia and stimulated SF. Negative correla-
tion between thirst and unstimulated salivary flow was
found in both groups, patients with CKD on dialysis and
kidney transplant group. Furthermore, in kidney-trans-
plant patients a negative correlation was found between
petechiae and SF, while in group of patients with CKD
on hemodialysis the same negative correlation was
registered between uremic fetor and stimulated SF.,
Conclusions. Salivary flow was significantly lower in
hemodialysis patients, while the highest was in the kid-
ney-transplant recipients accompanied with improvement
in the other oral clinical findings observed in our study.

Key words: hemodialysis, kidney transplantation, oral
findings, salivary flow

Introduction

Patients with chronic kidney disease (CKD) often present
systemic complications such as anemia, coagulation and
platelet function disorders [1]. Some of them manifest
oral symptoms and signs [2]. Oral symptoms may be mo-
re or less prevalent in the oral mucosa [3.4]. It has been
proven that approximately 90% of the patients with
CKD have soft tissue changes [5]. Besides changes in
the soft tissue, in these patients there is an increased risk
of caries which is considered to be a multifactorial disease.

Several studies have reported the connection of the sa-
livary flow with periodontal, dental and oral status in
CKD patients [6,7]. It has been also reported that in
CKD patients saliva has important protective propettics,
participating in the maintenance of oral mucosa and hard
tissues integrity, that is in the physiological balance within
normal condition. Any deviation may influence the con-
dition of the tissues in the oral cavity [8]. Salivary bu-
ffer capacity is an important parameter in maintaining
pH of saliva, thereby reflecting on the integrity of soft
and hard tissue in the oral cavity [9-11].

According to Bots et al. [6) any disorder which influen-
ces on the established equilibrium of all components
in the oral cavity leads to a reduction in salivary flow,
which may cause symptoms and signs of xerostomia and
atrophic changes on the oral mucosa. It is considered
that determination of some biomarkers in saliva can be
effective alternative method for monitoring the efficacy
of the treatment with dialysis in CKD patients [12]. In
that context Blicharz et al. [12] believe that saliva sample
represents a revolution in diagnostic and therapeutic
monitoring strategies in CKD patients and those su-
ffering from other chronic diseases.

Considering these facts the aim of our study was to find
the association between salivary flow and oral clinical
findings in patients with chronic kidney disease.
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Osteoradionecrosis of the Mandible: A Case Report

Danica Popovik-Monevska', Tlijana
Muratovska?, Mirjana Popovska?, Suzana
Dvojakavska', Filip Koneski'

SUMMARY \

Osteoradionecrosis (ORN) of the jaws is a serious complication of
radiotherapy of head and neck malignancies. Different assumptions abowt
its accurring, risk factors and possible therapeutical modalities exist, but the
clinical outcome of such patients is still not on the desired level. This article
presents « clinical case of ORN of the mandible, occurring with exposed
and infecred bone, necrotic process that extended through all the mandible
bodv, as well as cutaneous fistula. The first site of ORN was detected 2 years
after radiotherapy for oral cancer, with the second one detected 3 and a half’
years gfter radiotherapy. In both, the reason for exposing the bone was local
traunma due to tooth extraction. Due to the stuge of the condition, a decision
Jor swrgical treaiment accompanied with antibiotics was made.

It is very important and critical for irradiated patients and patients
with osteoradionecrosis to perform appropriate oral hygicne and frequent
dental checks. Establishing protocols for prevention and wreatment, bur
involving some new strategies regarding to this condition, are swrongly
recommended.

Ss. Cyril and Methodius University of Skopje.
Faculty of Dentistry, Skopje. FYROM
'Department for Maxillofacial Surgery
*Department for Restorative Dentistry and
Endodontics

*Department for Periodontics and Qral Medicine
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Keywords: Osteoradionecrosis; Mandible; Radiotherapy

diseases) and bad habits (smoking, alcohol consuming)
can worsen the condition®*'%. The wound that appear
after the trauma is failing to heal, so tissue breakdown and

Introduction

Osteoradionecrosis  (ORN)  of the jaws is a

serious complication of radiotherapy of head and neck
malignancies. It is clinically defined as exposed and
necrotic bone associated with ulcerated or necrotic
surrounding soft tissue, which persists for more than 3
months in an arca that had been previously irradiated
(not caused by tumour recwrrence)'?. The radiation dose
between 60 and 72 Grays has an effect on the endothelial
linings of the blood vessels, causing vasculitis and
endarteritis, which lead to ischemia and hypoxia due
to hypovascularity’*. Hypocellular and fibroatrophic
component is suggested by some authors as well>. ORN
occurs predominantly in the lower jaw, commonly in
the buccal cortices of lateral site®™’, The most impaortant
inducing factor is surgical trauma, commonly a dental
extraction. Other trauma, mechanical injuries. poor dental
status ete. can induce the necrosis as well''Y. Sometimes,
in less than 10%, ORN occurs spontancously''. Some
systemic and chronic discases (diabetes, cardiovascular

necrosis occur.

The most common clinical signs and symptoms
of ORN are: pain. swelling, bone exposing, secondary
infection, fistula occurring and bone loss. If not treated,
the condition usually worsens. Depending on clinical
presentation, ORN can be classified in 3 classes
(stages)'*: First stage includes patients with ORN limited
to dento-alveolar segment; second stage of ORN is limited
to dento-alveolar bone or the mandible, not crossing
the mandibular canal; third stage includes the most
complicated cases in whom ORN involves the mandible
above the mandibular canal or it is presented with
pathological fracture or skin fistula.

The prevalence of ORN in those with cancer of
the head and neck is around 7.4% after conventional
radiotherapy. 5.1% after intensity-modulated radiotherapy
(IMRT), and 6.8% after chemo-radiotherapy'.
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OPTIMIZATION OF A HPLC METHOD FOR
DETERMINATION OF BETAMETHASONE
DIPROPIONATE IN GINGIVAL CREVICULAR ELUID
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INTRODUCTION
Scaling and root planning (SRP) are the bases of non-surgical therapy in
the treatment of periodontitis. Betamethasone dipropionate is often used
in dentistry, after the nonsurgical, conventional treatment for
periodontitis, because of its topical anti-inflammatory and
immunosuppressive actions although the precise mechanism for its
aQtivity is unknown. It has greater antiinflammatory potential in relation
‘¢ atner topical corticosteroids (1). Gingival crevicular fluid (GCF) is a
serum transudate or inflammatory exudate which plays very important
n tne oral defence mechanism (2). Drugs that are distributed in
gingival fluid may therefore be very important for the treatment of
periodontal disease (3).
The aim of our study was to optimise a HPLC method for determination of
betamethasone dipropionate in gingival crevicular fluid after topical
application of betamethasone dipropionate 0.5 mg/g cream on the
inflamed gingiva.

MATERIALS AND METHODS

Materials

Methanol (HPLC-grade) was supplied by Merck (Darmstadt, Germany) and
analytical grade monobasic potassium phosphate was purchased from
Fluka. Betamethasone dipropionate and aclo- methasane dipropionate
(used as an internal standard) reference standards were used to prepare
stock standard solutions.

Whatmann 3MM Chromatography paper strips 2x5mm (Whatmann Lab
Sales Ltd,, Maidstone, Kent,UK) were used for GCF collection.

Preparation standard solutions

Standard solutions were prepared each day in concentrations of 0.1, 0.25,
0.5,0.75, 1 and 2 pg/ml each containing 2 pg/ml aclomethasone as an
internal standard, using mobile phase as diluting agent.

Collection of Gingival Crevicular Fluid

GCF was collected from ten volunteers 21 to 65 years old, suffering from
moderate periodontitits. The applied volume of the cream was 0.1 ml to
each volunteer and specimens were taken 15 minutes after treatment,
GCF samples were collected using Whatmann paper strips. The paper strips
were inserted into the deepest periodontal pockets (PD=4 mm) until
minimal resistance was felt and were left there for 30 s (4). Average volume
of GCF collected on the paper strips was 0.4 pl. Samples containing blood
were not included for analysis, All the samples were frozen at - 20°C until
analysis.

Extraction procedure

Samples were extracted using MeOH:H,0 (70:30, v/v) mixture. The final
extract volume was 500 L. Aclomethasone internal standard (10 pL 100
ug/ml solution) was added to each extract.

Chromatography

The HPLC analysis was conducted on Agilent 1100 series equipped with
UV Diode Array Detector. The chromatographic separation was
performed on Purospher STAR RP 18-e 120 A, 150 x 4.6 mm, Spm using

LiChroCART" 4-4 guard column at 25 °C, The mobile phase was methams:
0.04M KH,PO, (70:30, v/v) with flow rate of 1.3 ml min™'. The injecT-
volume was 100 pl. UV detection was performed at 245 nm. The run: irs
was 14 min,

RESULTS AND DISCUSSION

Validation

The HPLC method was validated according to EMEA Guideline fer ==
validation of bioanalytical methods (5). The retention times =
aclomethasone (IS) and betamethasone dipropionate were 6.5 and 11 =,
respectively.

The method was linear in the concentration range from 0.1-2 pg ™
(y=0.513x-0.003, R?=0.997). Recovery of extraction in human GCF s
calculated by comparing the peak area ratio from an extracted sp s
sample with the peak area of blank GCF containing the same amou
drug. The mean recovery was 98.75%. The precision and accuracy ware
determined at four concentration levels, 0.1, 0.25, 1, 1.75 pug/ml (Tamic
1).

Table 1: Within-run and between-run accuracy and precision for
betamethasone in GCF

TR

0

With-in run accuracy and precision o
0.10 0.11 3.51% 109,06% -
0.25 0.25 4.00% 9.71%
1,00 0.97 2.22% 96.67%
1:75 1.73 4.53% 98.77%
Between run accuracy and precision
0.10 0.10 4.38% 103.45%
0.25 0.25 3.25% 99.11%
1.00 0.96 2.00% 96.89%
1.75 177 5.71% 100.97%

The selectivity of the method was demonstrated as the resolution of s
beta- methasone dippropionate peak from other peaks and absence =
interfering peaks (Fig.2).
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Fig. 2: Representative chromatogram of GCF sample. Peaks: (1)-
aclomethasone dipropionate (internal standard, 2ug/ml;
(2)-betamethasone dipropionate, 0.15ug/ml

Analysis of betamethasone dipropionate in human GCF

Results from patients show that betamethasone dipropionate applied as :
cream penetrates wellinto human crevicular fluid as evidenced by the leveis
obtained (Table 2).

This may have implications in the basis of non-surgical therapy for
periodontitis.
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No.1 0.25 0.2375 95.00
No.2 0.25 0.2369 94.76
No.3 0.25 0.2198 87.92
No.4 0.25 0.2223 88.90
No.5 0.25 0.2298 91.92
No.6 0.25 0.2350 94.00
No.7 0.25 0.2284 91.36
No.8 0.25 0.2151 86.04
No.9 0.25 0.2173 86.92
No.10 0.25 0.2138 85.52
CONCLUSION

The data presented in this study indicate that the HPLC method used for
the determination of betamethasone dipropionate in human crevicular
fluid samples showed parameters of precision, accuracy, linearity, and
specificity in the limits of validation criteria. Additionally the recovery of
extraction in human GCF was satisfactory.

The HPLC method are therefore suitable and applicable for the analysis of
betamethasone dipropionate in human crevicular fluid.
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INTRODUCTION

Oxidative stress can be defined as the body imbalance between
production of reactive oxygen species (ROS) and biological system ability
to readily detoxify the reactive intermediates or easily repair the resulting
damage. ROS generated close to cell membranes oxidize membrane
phospholipids (membrane lipid peroxidation), which can be further
transformed in a chain reaction. Endoge-nously generated aldehydic lipid
peroxi-dation products are malondialdehyde, a,B-unsaturated aldehydes
‘mainly 4-hydroxynonenal and 4-hydroxyhexenal) and saturated
3ldehydes.(hexanal, heptanal and nonanal). Aldehydes are formed by lipid
oeroxidation of w-6 (arachidonic acid, lincleic acid) and w-3 (oleic acid)
polyunsaturated fatty acids. The aldehydes (biomarkers) quantification in
«arious body fluids (exhaled breath condensate, plasma and urine)
represent an interesting tool for oxidative stress induceddiseases
diagnostics.

MATERIALS AND METHODS

The work presents a new method for the determination o zememyze-
biomrkers in body fluids based on the LC-ESI/MS/MS. Malonaiziderycs,
4-hydro-xynonenal, and saturated aldehydes (n-C6 to C13 aldehydes) wizrz
quantified after derivatization with Girard’s reagent T. LC-ESI-MS/MS
operated in neutral loss (NL) mode was used for its exceptionally high
degree of selectivity and sensitivity.

RESULTS AND DISCUSSION

It was developed very sensitive and easy-to-use protocol for high throughput
analysis of carbonyl compounds in the EBC. Optimized electrospray ionization
conditions established the limits of detection at 12 pg/ml and 16 pg/ml of
the EBC for the most prominent oxidative stress markers MDA, and 4-HNE
respectively. The validation results demonstrated that the LC-MS/MS method
is precise (= 91.3%), accurate (> 89.3%) and selective and can be used for the
determination of carbonyl compounds in the EBC.

CONCLUSIONS

The developed method enabled unequivocal parallel determination of
several oxidative-stress biomarkers at the only one analysis run, The method
was tested on real clinical samples collected from patients with different
oxidative stress induced disorders (silicosis, asbestosis) and compared to
the control group of healthy subjects.
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INTRODUCTION

In recent decades, problems of multidrug resistant micro-organisms have
reached an alarming level in the world. Resistance to a number of
antimicrobial agents (B-lactam antibiotics, macrolides, quinolones, and
vancomycin) among a variety of clinically significant species of bacteria is
becoming increasingly major global problem. They pose a serious challenge
to the scientific community hence emphasis has been laid on the
development of new antimicrobial agents. Pyrazolines are five-membered
heterocyclic compounds containing two nearby nitrogen atom on their
chemical scaffold. Several pyrazoline derivatives possess important
pharmacological activities including antimicrobial activity (1) and therefore
they are useful materials in drug research. In addition, several 1,3.4-
oxadiazole derivatives were reported to exhibit good antimicrobial activity
(2). In view of the above observations, we have designed and synthesized
new 2-pyrazoline derivatives, bearing oxadiazole, thienyl and phenyl
functionality in the same molecule, as potential antimicrobial agents,

MATERIALS AND METHODS

Chemistry

All chemicals were obtained from Aldrich Chemical Co. All melting points
(m.p.) were determined by Gallenkamp apparatus and are uncorrected.
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ORAL AND DENTAL STATUS IN PATIENTS WITH
PLANOCELLULAR CARCINOMA ORIGINATING FROM THE
ORAL CAVITY, OROPHARYNX OR HYPOPHARINX DURING
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Abstract

Aim: To evaluate oral and dental changes in the oral cavity during radiotherapy course,
depending of the applied radiation dose in patients with planocellular carcinoma that
originates from the oral cavity, oropharynx, or  hypopharynx.
Material and methods: In order to realize this goal, for three months in 2007, we
followed up 40 patients of both sexes, aged 40 to 70 years. Patients were divided into
four groups according to the time when was conducted the analysis of the radiation-
induced reactions in the oral cavity. The first group of patients were examined after the
first week of irradiation, when the accomplished dose of radiation was10 Grey(Gy). The
second group of patients was examined during the second week after the start of
radiotherapy, when the achieved dose was between 10 and 20 Gy. The third group was
consisted of patients examined in the third and fourth week of treatment when the
achieved dose by radiotherapy was between 22 and 40 Gy, and the fourth group was
consisted of those patients in whom the analysis of radiation effects was performed in
the fourth week of the radiotherapy when the radiation exceeded 40 Gy.

From the subjective symptoms were followed: pain, dry mouth and difficulties in
swallowing. The objective symptoms that we have monitored were: appearance of
erythema, erosions, ulcerations and loss of tongue papillae. Dental examination was
carried out by evaluating the dental status noting demineralization, caries lesions and
atypical fractures of enamel.

Results: After accomplishing a dose of 10 Gy, there was not recorded existence of pain
in any patient. Mild pain was recorded in 5 patients (12.5%), after achieved dose of 12
to 20 Gy and in 13 patients (32.5%) with radiation dose of 22 to 40 Gy. Moderate pain
was observed in 10 patients (25.0%) at achieved radiation dose of 22 to 40 Gy and
severe pain in 12 patients (30.0%) with achieved radiation dose above 40 Gy. Erythema,
erosion, ulceration and loss of tongue papillae in examined patients have showed a
proportional increase with the increase of the applied radiation dose. Therefore, at
achieved radiation dose more than40 Gy, erythema was present in 77.5% of the patients,
72,.5% patients had erosions, ulcerations and loss of tongue papillae were noted in
47.5% and 65.0% of the patients respectively. Most common dental changes in patients
were atypical caries lesions present in almost 90.0%, with a predominance of 50.0% in

Physioacta Vol.7-No.2
i3




- 5 DTS

Romanian {aurnol of Oral Rehabilitation

vol. 5, No. 2, April - June 2013

Romanian Journal
of Oral Rehabilitation

Vol. 5, No. 2, April — June 2013

Editor in Chief
Norina Consuela Forna, Iasi, Romania-

Vice-Editor
Viorel Paun, Bucharest, Romania

Editorial Board

Corneliu Amariei, Constanja, Romania
Vasile Astarastoae, lasi, Romania

Sorin Andrian, lasi, Romania

Grigore Baciu, Cluj Napoca, Romania
Constantin Baldceanu — Stolnici, Bucharest,
Romania

Marc Bolla, Nice, France

Dorin Bratu, Timisoara, Romania
Alexandru Bucur, Bucharest, Romania
Eugen Carasevici, lagi, Romania

Radu Septimiu Campean, Cluj Napoca,
Romania

Costin Cernescu, Bucharest, Romania
Yves Commissionat, Paris, France
Marysette Folliguet, Paris, France

Cristina Glavee, Bucharest, Romania
Emilian Hutu, Bucharest, Romania
Constantin lonescu — Tirgoviste, Bucharest,
Romania

General Secretary
Magda Ecalerina Antohe, lagi, Romania
Oana Tinculescu, lasi, Romania

Senior Associate Editors

Pierre Lafforgue, Paris, France

Sami Sandhaus, Lausanne, Switzerland
Robert Sader, Frankfurt, Genmany
Zhimon Jacobson, Boston, USA

Michel Jourde, Paris, France

lon Lupan, Chisinau, Rep. of Moldavia
Veronica Mercug, Craiova, Romania
Patrick Missika, Paris, France

Ostin Costin Mungiu, lagi, Romania
Ady Palti, Kraichtal, Germany

Mihaela Paurfa, Bucharest, Romania
Phillipe Pirnay, Paris, France

Constantin Popa, Bucharest, Romania
Sorin Popsor, Tg. Mures, Romania
Dorin Ruse, Vancouver, Canada

Valeriu Rusu, lasi, Romania

Adrian Streinu-Cercel, Bucharest, Romania
Dragos Stanciu, Bucharest, Romania
Mircea Suciu, Tg. Mures, Romania

Alin Serbanescu, Cluj Napoca, Romania
Monica Tatarciuc, lagi, Romania

Legislation Committee
Delia Barbu, Bucharest, Romania

DEMIURG Publishing House



eptember 2013

CONVENTIONAL VERSUS LASER-ASSISTED THERAPY WITH
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& '_-fespOn‘se in- aggressive periodontifis (AgP) %if_tei;: al and
assisted therapy. Material and rﬁéth})d§ This study included 50 q’b_jécts
were divided into two subgroups. Firs' subgroup 25 s'ubjéi;ts treated only -
with conventional therapy (CP). and second subgroup of 25 subjects which were treated with laser. assi

r; Sofiz Bilgaria)-The E&d&a@%ﬁfm%ﬁéﬁagﬁﬁfﬂ P
. Years, without signs of periodontal disease. Gingival tissue biopsies were obtained fr m the c'or_itr'i:ﬂé :a_j'_r'i.'d_from
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the study - group -beforé and" after conventional - and with laser assisted tréatmient: »T{“ssTue“:"-‘sﬁeéi'rhena were

f; embedded m paraffin and cryostat procedures were performed. Results Girgival tiss’ge- spec:rnens T _;__'st_udy ;

& group compared to- controls showed dense infiltrate. Subject with AgP reveiled heterogeneous inflammatory
. é ...... infiltrate with dease and less ‘dense areas., Almost equal values frora quantitatiye measutements.of canvective _ __ _ ____
T T S o AT Dbt Modn VTS For-seiey BIOU befofe IR TR IHETA 2 - T
# % e For-the first mbgmub mean —véiﬁe_s ranged 35;9_21’ 1*4,=OZahd- meart Vah.l-E:S" for t-hesemnd s-txbjgmup were 3501 s

:na + 13.25. Qualitative analysis in study group after conventional without and with lasser assistance revealed

2‘ insignificant values of mononuclear and plasma cells and Russell bodies. Conélusions Laser application did not

induce quantitaive nor qualitative changes in the gingival tissue inflammatory infiltrate in sfuC_ly group. On
the basis of our findings we suggest that low level laser assisted therapy does not proo fto be efficient in the
" treatment of aggressive perioddntitis. ok
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