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Molecular Identification of Oral Veillonella Species in the Saliva with Different Oral Hygiene Indexes

OCitra Fragrantia Theodrea', Izumi Mashima'? Futoshi Nakazawa'

'Department of Oral Microbiology, School of Dentistry, Health Sciences University of Hokkaido

*Postdoctoral Fellow of Japan Society for the Promotion of Science

Background : Recently, it was reported that diet, smoking,
socioeconomic status, including the oral hygiene habits
could influence the bacterial profile in oral cavities. Espe-
cially, oral hygiene in the school-children has influenced a
microbial profile in terms of both numbers and diversity of
microorganisms in oral biofilms. According to many reports,
oral Veillonella species, such as V. atypica, V. denticariosi,
V. dispar, V. parvula, V. rogosae, and V. tobetsuensis has
been frequently isolated and have been suggested to facili-
tate succession of the species in developing oral biofilm at
early stage. The main habitats of oral Veillonella species are
tongue, buccal mucosa, and saliva. Previously, we has suc-
ceed to establish the novel One-Step PCR method with
species-specific primer sets based on sequences of the rpoB
gene, to identify the six oral Veillonella species. Meanwhile,
it was suggested that there were still a number of unknown
species of the genus Veillonella.

Aim : The objective of this study was to identify the oral
Veillonella species in the saliva of the Thai children in asso-
ciation with the level of oral hygiene status by using One-
Step PCR method and to examine the phylogenetic analysis
of these unknown species.

Methods : A total 107 stimulated saliva samples were col-
lected from the children depended on the results of Simpli-
fied Oral Hygiene Index (Good n = 27, Moderate n = 35,
Poor n = 45). After homogenization and inoculation, all
samples were incubated under anaerobic condition. Samples
on Veillonella agar were incubated for 5 days and those on
BHI agar were incubated for 7 days. CFUs were counted
and stainability were confirmed after gram staining. After-
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ward, genomic DNA was extracted by using the Instagene®
Matrix kit (Bio-Rad) from each isolate for PCR analysis.
Oral Veillonella species were assessed by using One-Step
PCR method after PCR with the genus specific primers.
Meanwhile, the 3 representative strains were chosen from
unknown strains isolated in this study. And these sequences
of rpoB were determined with an ABI PRISM 310 Genetic
Analyzer. Furthermore, pairwise similarity values and phylo-
genetic tree were compared with the established Veillonella
species previously after phylogenetic analysis.

Results and Discussion : The total number of Veillonella
isolates in poor oral hygiene was higher than that in good
oral hygiene. V. rogosae was detected as the most predomi-
nant species in all groups. Interestingly, the number of V.
rogosae decreased from good to poor oral hygiene. Other-
wise, the number of V. parvula increased from good to poor
oral hygiene. V. denticariosi had less number in all groups,
whereas the number of V. dispar and V. tobetsuensis did not
change in all groups. In phylogenetic studies, the unknown 3
strains formed a distinct cluster from the established Veil-
lonella species in the rpoB tree. And, their inter-strain se-
quence similarities were 98-99%. But they showed 60-85%
sequence similarities with the established Veillonella species
except V. dispar, 95-97%. These results strongly indicated
the possibility of novel species in the genus Veillonella.
Conclusion : Based on the results, V. parvula might have
potential association with deterioration of oral hygiene status
of Thai children. In addition, it was suggested that these un-
known strains might be novel species of genus Veillonella,
which was close species with V. dispar.
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2. The in vitro effects of CCN2 on odontoblast—like cells

OYoujing Qiu, Jia Tang and Takashi Saito

Division of Clinical Cariology and Endodontology, Department of Oral Rehabilitation, School of Dentistry,

Purpose : To investigate the in vitro effects of connective
tissue growth factor/cysteine-rich 61/nephroblastoma overex-
pressed 2 (CCN2) in MDPC-23 cell line.

Materials and Methods : MDPC-23 cells, a type of rat
odontoblast-like cell line were used in cell culture. The gene
expression of CCN family (CCN1-6) was studied using con-
ventional PCR. The mRNA expression of CCN1, CCN2,
CCN4, CCN5 was investigated on non-coated and tilapia
scale collagen-coated tissue culture-treated polystyrene
(TCPS) over a period of eight days. Cell viability was as-
sessed using CCK-8 assay in cells treated by CCN2 (con-
centration : 1, 10, 100 and 1000 ng/mL) and vehicle. Real
time PCR was carried out in the time course of 12h, 24h, 36
h and 48h after confluence. Finally, the mineralization in-
ducing capacity was evaluated using alizarin red staining at
day seven and day eight. Briefly, CCN2 (100ng/mL) was
added from the second day after seeding, odontogenic fac-
tors (10mM B-glycerophosphate, 50pg/mL ascorbic acid and
100nM dexamethasone) were incorporated into the culture
media at day five. Statistical analysis was conducted using
One-way ANOVA with post-hoc Tukey HSD Test.

Results and Discussion : It was found that except CCN3
and CCNB®, the other CCN family members were stably ex-
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Health Sciences University of Hokkaido

pressed in MDPC-23 cells to different extent. Moreover,
only CCN2 was markedly enhanced during the odontogenic
differentiation of MDPC-23 cells, especially, its mRNA ex-
pression was further promoted in cells grown in surfaces
coated with fish type | collagen (F-COL1) as compared to
the non-coated control at eight days (F-COL1: 1.84+0.11
versus control : 1.33+0.09). The direct effects of soluble
CCN2 protein on MDPC-23 cells in a short culture period of
48 h, it was found that addition of CCN2 to the cultured
media in the absence of odontogenic factors significantly up-
regulated the mRNA expression of bone sialoprotein (BSP)
(CCN2 : 4.56+0.05 versus control : 3.55+£0.56), osteocalcin
(OCN) (CCN2 : 2.83+£0.16 versus control : 1.99+0.23) and
osteopontin (OPN) (CCN2 : 3.35+0.07 versus control : 2.33+
0.24). The mineralization of cells was promoted at day eight
in CCN2-treated group.

Conclusion : Among the four types of CCN family, which
were expressed in MDPC-23 cells, only CCN2 was pro-
moted during the differentiation of cells. The cell viability
was enhanced by CCNZ2 protein. Furthermore, CCN2 signifi-
cantly enhanced the expression of BSP, OCN and OPN after
exposure of 48h. Meanwhile, continuous administration of
CCN2 slightly promoted mineralization.
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3. Genetic variation of Osteopontin in human periodontal ligament fibroblast

ONattakarn Hosiriluck"?, Toshiya Arakawa', Miki Okayama®, Itaru Mizoguchi’, Taishin Takuma'
'Division of Biochemistry, Department of Oral Biology, School of Dentistry,

Health Sciences University of Hokkaido

“Division of Orthodontics and Dentofacial Orthopedics, Department of Oral Growth and Development,

School of Dentistry, Health Sciences University of Hokkaido

Purpose : Osteopontin (OPN) is an extracellular matrix verted to cDNA by Reverse Transcription. The Real-time
protein that plays an important role in biomineralization, PCR was performed using Tagman probe primer, provided
bone remodeling, and immune functions. OPN primarily lo- by Applied Biosystem™.

calizes in human periodontal ligament (PDL) cells and Results : We found the mixture of OPN variant 1 and 2 in
works as a bridge to connect between cells and mineral tis- each patient’s PDLF with a different ratio. OPN variations
sue. OPN was upregulated in some pathologic condition were changed after the mechanical stress response. In these
such as chronic inflammation, and that caused the alternative mixtures, OPN variant 1 tends to have higher amount com-
genetic splicing of OPN. However, a little is known about pare to OPN variant 2. OPN variant 2 was missing a set of
OPN variation in PDL cells. Thus, in this study, we investi- sequence that binds to integrin o.f:. Taken together, these
gated the variation and the function of OPN in human PDL results might cause a change of binding effect in PDL cells
cells. to mineral tissue.

Methods : We collected the PDL fibroblast (PDLF) of pre- Conclusion : The different level of the OPN gene variation
molar teeth after extraction from 5 healthy periodontal status in human PDL cells might be one of the factors to maintain
patients with orthodontic treatment. PDLF were cultured and periodontal status in the population.

applied with mechanical stress. RNA was isolated and con-
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Epigenetic silencing of anti-aging gene Klotho may lead to hypermethylation of DNMT3a in oral cancer :

Immunohistochemical analysis

(OBhoj Raj Adhikari', Hirofumi Matsuoka’, Fumiya Harada', Takatoshi Chujo',
Tetsuro Morikawa', Puja Neopane', Osamu Uehara’, Koki Yoshida',

Michiko Nishimura' Itsuo Chiba?Yoshihiro Abiko*

'Division of Oral Medicine and Pathology, Department of Human Biology and
Pathophysiology, School of Dentistry, Health Sciences University of Hokkaido

“Division of Disease Control and Molecular Epidemiology, Department of Oral

Growth and Development, School of Dentistry, Health Sciences University of Hokkaido

Introduction : Oral cancer is one of the most common
types of cancers in the world ; the molecular mechanism
underlying its tumorigenesis is still not well understood.
Epigenetic silencing of the promoter gene may be one of the
causes leading to cancer. A series of studies have suggested
that epigenetic changes in the anti-aging gene Klotho might
be one of them. We hypothesized that epigenetic silencing
of Klotho may lead to hypermethylation of DNMT3a lead-
ing to carcinoma of oral and maxillofacial region.

Methods : FFPE tissue samples of OSCC, dysplasia and
normal oral epithelium were immunohistochemically stained
with anti-Klotho and anti-DNMT3a antibodies. Nuclear and/
or cytoplasmic reactivity was considered as evidence of
positive expression.

Results : Our results showed increased immune-expression

of DNMT3a, and decreased expression of Klotho in cells of
the cancer tissues when compared with those in the dyspla-
sia and healthy control samples. Chi-square tests comple-
mented by adjusted residual analysis revealed significantly
higher number of Klotho-positive and DNMT 3 a-negative
cases in healthy controls, Klotho-negative and DNMT 3a-
negative cases in ODL, and Klotho-negative and DNMT 3a-
positive cases in OSCC when compared with the other types
among the three groups (X2 = 46.66, p < 0.001).
Conclusion : The results indicate that down regulation of
Klotho may be involved in overexpression of DNMT3a in
oral cancer tissues.

Key words : Klotho, DNMT3a, OSCC, dysplasia, immuno-
histochemistry

6. Expression profile of RNase 7 in oral inflammatory diseases and Oral squamous cell carcinoma

(OPuja Neopane, Koki Yoshida, Bhoj Raj Adhikari, Fumiya Harada,
Takatoshi Chujo, Tetsuro Morikawa, Michiko Nishimura, Yoshihiro Abiko
Division of Oral Medicine and Pathology, Department of Human Biology and
Pathophysiology, School of Dentistry, Health Sciences University of Hokkaido

Introduction : RNase 7 is an important skin derived antimi-
crobial peptide abundantly expressed in keratinocytes.
RNase 7 is constitutively expressed and inducible by pro-
inflammatory cytokines and microorganisms. Although the
expression of RNase 7 is well documented in human skin
epithelial health and diseases, information about expression
profile of RNase 7 in oral epithelial health and disease has
not been shown thus far. Therefore, the present study inves-
tigated the localization of RNase 7 in oral premalignant, ma-
lignant and oral inflammatory diseases, and the expression
levels of RNase 7 in oral carcinoma cell lines (OCCs).

Methods : We determined the localization of RNase 7 in
tissue sections of oral lichen planus and radicular cyst and
oral squamous cell carcinoma (OSCC) using immunohisto-
chemistry (IHC). For the mRNA expression of RNase 7 in
oral carcinoma cell, we used six different types of OCCs
(OSC-19, BSC-OF, SAS, HSC-2, HSC-4, and HSY) and
normal oral keratinocytes (NOKs). RNA was extracted from
cultured cells of cell lines and expression of mMRNA was de-
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tected by qRT- PCR.

Results : By IHC staining, healthy tissue showed positive
staining for RNase 7 was localized mainly in keratinized
layers. Approximately, 50% of oral lichen planus showed
positive staining for RNase 7 was localized only in Kerati-
nizes layers, and others were stained in keratin, granular and
spinous layers. OSCC showed positive staining for RNase 7
in keratin, granular, spinous and few even in basal layers.
None of the radicular cyst was positive for RNase 7. qRT-
PCR results showed that the expression level of RNase 7
was higher in OSC-19, BSC-OF, SAS, HSC-2, HSC-4 and,
lower in HSY than in NOKSs.

Conclusion : The results indicate that RNase 7 may be in-
volved in the development and progression of oral inflam-
matory diseases and carcinoma.

Key words : RNase 7, antimicrobial peptide, oral squamous
cell carcinoma, lichen planus
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3. S5 MHOCAD/ICAMAIL Y v 70y 7 #]EE 3mm
WAL, TR E G007 TS L7-. 2 LT 4 fi%E

F1 (FEREMH
w5 ak BEE 74 7-BFE %)
EB IXFZ4 h7OvY N7 de&a s ¥1% 75
KA #18F 7RLYT7 FAvY 950/ U8FFL 480 62
KC KZR-CADZ7 O 72 LAE£EHE 73
SB AT Oy 7HC PN 61
Ccs €523k S—v— 71
SA SAEAVITIAA-MIVIR TTLI/UETTLRI
ES IXTtLA N <TF 2L
SB Z—IN—=KP K Y XTF 1 hI
GC GCemJ>7I—2X -3 —

DALY A FEHWTEA =N —DY =27
JVIZPEVS, BRTAALER L 7212, EESmMMOAT ¥ L AR
F— WIEANEEE L7, BEURHE37TC IR IZ 24 AR
%, TIERERZ T CHAEMS ZME L2, FLM1CB
VB BRI 10 & L 7.
[(BREHIUEBRE] &70v 7 2B 5 5 MEEHOHESENE
LI vt Xy MIxs A EEm S 1, EB10.8,
KC:10.3, KA:9.1, CS:8.6, SB:6.0 (MPa) &7
ST ZOERNS, LIy TU v I DT 4T
DRI EFERE R S OEAKE % AENDH 5 2 &8
Siro7z. CADICAMHL Y v 7ray 71k, BEAEINE
KX M) 7 ALY VISR T2EEDPIGTE v
O, I rhy Ty THEIEFRLT, 74T
PACFIIEAE AT S DB E SNTw D, REED
M, FOEEICHNTAEZANE LW E2RIEL
TW5h,

[#£3] CADICAMAIL ¥ > 7uy 7 oEEHL Y v+
AV MIHTREENL, 745 —EERIEESR,
T 4T —EHEDPEWIT SEER S B D EAAFE
O o7z,

12. X742 T 2HAL WABENDEME

OREM, FHkiE—*, 7k’
HbHEE SRR AR 2 ) = 7 R

LB R A R RS AR - PSR ) S i R0 B

(B8] BIE, SRHAKRICB W THEENREY TS
NHBEIADVBEILTWE, T2, FEBEHOTEFIZ
BWT, CADICAMZGE ORI NV a =7 = w713
#/, 7 Iy 7 BHEZEDOLE RN, KRE e
ATWA. LHLeds, THo0EEIL HEEOM
FBIZIXENL T 000, JRFEEFHORE O] %49 72
O, BEINDLZ %Ll hw. 72, REBESD
FHICBWTIE, MIOBEESE R L, EAEEFOME
&, AVRY Y PLIYVOBTOWBIEN, TURY
v MUY UBIEDS, BESEOFTRE ZEAE T HD T
Wb, ZOLXHRBIRIIBWT, AUA M= 2T,
[REZUEITLZ LR, Moz LETE5] &
VI BENEEO—HTE LTI TWAEZ &I
AHOFEETH L. —HT, WEHBICREL CWLIEE
3% <, JEESEED3FET L ICHEN L T 5 e RHEE
EEMEICL DL, "HRELOCHRERE OREEH
GRS 22 i RIE 2 2T T b EHEN S 5 BB H) 13T
HOFAEL D 65T AL LML TWwa 2 Mt sh
o, FZTHENE, AUA VTR L EMEL
T, 799712 LTOEFR=2a ronl, £
A 2T F Y ARSPTNOFEMIY 7 ZINAS 2 & 72l %

(59)

T 5.
[FEBI] 20154 1 H30A W, 22mict:. o # XA
IR - ZEOENARICR Y kb, sEE®# - A7 4 b
Z T ORER L
AT R - (328 - PCR : 100%
PPD=4mm : 11.9%)
SRR - B, 28077 —7 - R
LA - PREROWAG T A Z RO 7. XEEETRLT
ZEWRIUE D 2 o 72
Yri—FF14 27 BEY—F71) ASHHA4 %
~ L7z
W% - T — RN - B
BHESTE  PCRIEA20% LT E o THHFRT A b=
7 xR L.
[BBsLVUEBR] AU b=/, PCRIHE & K
o bOWEAIIR SN, WRKIER (GI) 1321
Dleholz, KITA b= v ZHIOFFRNFIC X 0 N
A A L, PMTCEDO BRI & 0 CIREPSHE 259
LVERR, 77— 7R EWGTWER 2 S % b 0 L HEN S
7z.

BOP (+) :100%
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13. BAVWEXZBREHRABEICH T 2RENLEALEL ZOMR

OB NI, B 22 P JW°, dgEF, ERMORRE, RIUER, BEER, SmpEE, mAStA
PR RSB, BUTRIE, & EE gL, REEEIT, HRE

B SRS A I RERR RIS AR - RS Rk B R R 0 B

Aol B EFRRFR AR BT SR - BRBHEHE

el E SRR TR P S HE TR - P EE RS

B E R oA AR IR AR AS 1 - PSR BE e PR AT

/4

A

=
=9
55y
For

b

[BR] ks B, fEEEH & i L CHlER O’ 7Ty NEHRTAEOEAEI, MBRIZ63.0%THY, B
BEREPBOZEFMON TS, Rif5eId, REEE2 B 5%2041250. 0% F T LIEZR DRI+ 2 L5 T
U= ZTHINE DS A E T L TR 72 8 G % X7

TWEOMBEEMRDLZEZHE LT (B2 . £ o) AR TIE, BEIIH MBI N
[#8RE & FE] BT VCE IR CTIOED EARREICHE  FORERGEORELZ IR ZoEE, kst
BeL T b AEE2TN (WBIAE#R27. 9£12.5/%) %4 L7 EED 4mmll oK 7 v MR L Tniz.
B b L7z, #iBREIX, PCR, GI, #EMMMAE L, A F72, 200E DL EREE L TO 2 DIREL MR CE 5 2 &8
FHERIIS U CHRBNG R <72, Z0%D 3 127 A HOENE o7, AmmllEOEBE Ry V2ETLE
OSPTHIE A IC RO 21T - 72, DEEE, WAEIICD D FERO BRI &
[(FER] HHEEIEFE21.129.24ETh o 72, Wk HEBPLERE L o7 MR WE ISR 2 B2
I L CEE O/ ST A — F IITEEEITNICH - 7. BRI TGRSR I LT S RIRRIS,  ph IR O fR e
WMZEEO Amm LR » Mid5.329.9% TH Y, 30  MFFICHENTH D LAVRE SN2,
F12132.8£3.9% THhH -7, 72, 4mmbl EosE K

14. BRERERTHEICH T 2BETHEE 7 7 v TEZOFDM
Effectiveness of flap surgery training with swine mandible for dental trainee

O#TREE, M HAP & BEE ks, moF 29 T, EARMORER, RYUKOK, BRI
SHEFRR, MAYEAE, R, WS, B, RS, AR

B SRS A I REAR RIS AR - RIS Rk B R R 0 B

Ao B R AR A E SR - WEBHE RS

g E R AR IR B AS R - PSR B e R AT A 0 BT

[BE] AWgeo gL, EURWHMSHEEE (DI BHE  00F BK#E130. 054K & L 72,

WRE E$5) 37T v TRM 247 ) B o #HHF 5 [(BREHIVEBE] 7L - BA LT A IOFEE, 799
ELT, RoFEExRVT7 7y TEBOEHMEZHF T TFRMOEE L) 2L THEICARRDOESE VRO L
LT EThHorz. 2. ZoZ e, WHEBRFHE IS L TROFHZ 7z
[5iE] Fanl FR274E vl E R R F R 7 ) = v FEHBETH T L, ARROESBICHRNTH S I LATRE
7 ROl EE R RN OIS R E 2 512, 75 ENdz Tz FEEHEEMAIEL, WHISEEREEER B
v TFMOBRITHER B 2 ¥ FE, FAERKRE SR TERICE» o 728, FAFEHRREREE KA
BB D AFOFEIIET L7 v 7r— MNEET->  #HEOMICIIAEEREO O o 7. ZOREEN
. FT7 7y TFEMICETAT LT AN ERKL 2 b, FHKCT Ty TFRMO RS AT ) DI, WHE
%, BEEDPKOEE HWTERIZT Iy 7RMoM.  BRCRSE27) FP 2B ST 012X VRRME 2
DHMABLOFELA ML=V 3y EFfTo 72 RICEH LU REMEATR S Tz,

BEREICROE R IWT 7 5y 7F:ili#4rhbE, #h [#558] BREHIMBICB W TR THET HW279 v 7
WZxb 2 EEREM 2 AT, RANTAMEREMBLZ. & EFOFMEI RSN

R 7 50T, Mann-WhitneyDURE & FIVy, #iETE

(60)



61

15. TEHASNBRINE RO -EIBETEEHRO 161

ONEFRE!, HEAMAM®, A,

Al 8 R R
S AR R S B o 2 S A AR E -

(B8] FEEEIIIERLEE CEBT 2HETDH
A, ZHEAS—EMMGE L, BIABE L T2 T 5
BIHMICD D, S0, e lZEURE T T AT E
WL % 520 72 BRIRE T A BT o LinERieE 74 »
TL— FEHWCHELRT-72 1 2 RBL7-OTZD
BE L HET 5.

[FEBI] 25/ B, EFFITAME TR o IEE &
I Th o7z, BRSNS X OTRIIF T4 kN
RHEEEIE D T o 72, BUREEIZ 6 ERTICBEE D S 5%
LN S B RS A BT L7, SEE TSRSV T
T BN R AT 24T o 72, % 6 20 M T
[5E 7L — RGeS U 72 72 O I R B SR 2 ¢ 7
L— MEEfTo7z, 0% FEMOMERZ ) R LT

Wi SRR 1 2 HET & D AT SEE T R R o0
I & e & EAREEES R 25 L7z, EMT a1k

ERE AR, AT BHE R B S O RS T I RE AR H AL
LRRZ oz BRUILAAIEIRIET, FHIERA
FEBMRAL LTz, FefllA b 77 A Ak SCRC s 2 HI R R
Fiz iR 7z, FEE50. Omn, B TR F SHIE R I3/

WAL, ZEf TS B2 o 7. TIENTT R

EA—R EHBN, AINER, TR, ENMERRE, Aearshir,

SRHFZ Y, Tk S

b B R S B i PR

A AARRRE - i RESE R SR T LIRSV 22 00 B
FRRESA SRR P LIPSV 20 B

iy

VAT BEES /N A S A T SEAS —/ N R LS B &
T I8 TXEE BT T kA S TR
WZERAEE R, D - 72

[EREREEMRT] AAMIBRIHVE T30S 5, BB, AT 5
BRI, AMT S —KAES, FHREEOEME LR
PERR GV %%

(B8 H LOBE] BAEOLM TG —KREME, 5
KER OE & B R ARORE 2T 72, Fid

1L.OmmF % » 7L — b % HwCBLIL R E M % 1T -
7o, G Z A 3 B IRICE G REE T IS TR IR + il
HER B R BB L L R E BT 72, IR H O
N TIXMEEIZTL OmmTF % 7L — b O % 7R
D772, 2.5mm FHEFET ¥ > 7L — N & F v CHEHE
ExATo 72, BRI G OWINEE D G PHEIL 2% <
LTws, REGNT TFFASBIBE ST B L e REE £
Ui 2otk BHEEZT-72. BHERICTL—
N DWW A FRD 728, REREE X AT LI L) BT
BB OEAERCELLDEELLNL. 5, H
BB DU FE & RIBMIE AT ) LEN D H EEZ DN
5.

16. dtBEEEKAERIRICH T 2IPHRDOT S 2IIVORERHE DR RERO T

[B®)] dbimdEERERFREICBITBIPHRDT Y 7 L

HWNERE O RE G oA L, £ OBRK &Lz E
895,

[F&] OWEREOT V¥ VY AT AHHEA X 7-F
2745 6 B X 0 I SN2 OWED 7Y 7 VIlG % 507
L, IPICEATIVZIY AT LISRNT 5748 BIH{E % il
Wy L, BEIR &Lk E82 7.
[(BREBLUEBE] PHROFTT I VY AT LA DOM
e LT, LA s 7z,

E{ROBET DS B SN TFIR SN/,

W2 LAz L, EW 72 RETFRR S .

A2 &R OGS —ERH S 7z,

WA TR | TR E Nz,

O Bt sh:

s O T O &RmicE sz,
QUMD ETHBIEEI DR U A% LT
M7 ZORTOICHELTIE, FOEGICAHLED 5
EV ) R HIAREETH o 7. RFIZOWTIE, @
@IEFR ALY FrOzRn972: b o LI L 72, OZIPOW)
HEARBIC L 2 b oL, “EBREIZL L ANEN

@O®®OE

-

Bl RT3 YNES SRS

(61)

OHfER, wHilk=, EBKE, Sl—%

S R BB HO L 57

BHOOWMEAEZ LN DIFIPEFE LIZHWZA
B D THo7. OOIIAENRLDOEEZ LN

E{RIRERZ BT 2 IPOGIRENEH ORI S-255 b a7z,

LA OWTIE, O@BDEERN 7 T T — (IR
RN EN TR, @DD ALK R T T — 1 LEYI IR
A7) T E TR TH H. @ODORLEI, JEi
FEad U S WERICH R 2 #1297 ) & & 7298,

ZIUTIZIPOBEIE 2R Y T i2xt 5 BB IHASLE T
HbHEEZLNT IPICH L THRBEN AL 28 X
DBRBESLMICOWTEFEM 2 T = RSN TES
T, S I L TS BEDSH L EE LT

(#&8R] P ROOINET Y ¥ ViRIZIZ BV TiE, e
B LSIZABNRTS —I2X ) BRI ES KITT
E{EDH U AW REVED D 528, 0 & B L Cadn
MWELo— bl txliCUENDLEEZ SN

— T, HMELED 5 720G 5 720 TEAME A LT
LEHBILICSWIGEDRD Y, ZOHEKRNEEZ HND
WEIZBWTIE, BREERECHMEANDREE L 5%

BHIEIZ L T BER S L EE 2 b7,
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