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O T lnactivating mutations of the human base excision repair gene NEIL1 in gastric cancer |

Carcinogenesis F—EPRENEMEE E+EAE

Oxidized DNA base lesions, such as thymine glycol (Tg) and 8-hydroxyguanine, are often toxic and
mutagenic and have been implicated in carcinogenesis. To clarify whether NEIL1 protein, which exhibits
excision repair activity towards such base lesions, is involved in gastric carcinogenesis, we examined
71 primary gastric cancers from Japanese patients and four gastric cancer cell lines for mutations
and genetic polymorphisms of the NEIL1 gene. We also examined 20 blood samples from Chinese patients
for NEIL1 genetic polymorphisms. Three mutations (c.82_84delGAG:p.Glu28del, c. 936G > A and c. 1000A
> G:p. Arg334Gly) and two genetic polymorphisms were identified. When the excision repair activity
towards double-stranded oligonucleotide containing a Tg:A base pair was compared among six types of
recombinant NEIL1 proteins, p.Glu28del-type NEIL1, found in a primary case, was found to exhibit an
extremely low activity level. Moreover, c.936G > A, located in the last nucleotide of exon 10 and
detected in the KATO-III cell line, was shown to be associated with a splicing abnormality using an
in vivo splicing assay. An immunofluorescence analysis showed that the wild-type NEILL protein, but
not the truncated protein encoded by the abnormal transcript arising from the c. 936G > A mutation,
was localized in the nucleus, suggesting that the truncated protein is unlikely to be capable of
repairing nuclear DNA. An expression analysis revealed that NEIL1 mRNA expression was reduced in six
of 13 (46%) primary gastric cancer specimens that were examined. These results suggest that low NEILI
activities arising from mutations and reduced expression may be involved in the pathogenesis in a
subset of gastric cancers.

O L= VEEINS 7 4 LYK IZxtd 5 FISH iEHdl & BRI~ DA REEL
B-EPREITEMBE A+EAE

F=Y VEERT 7 4 YRICEF B Fluorescence in situ hybridization (FISH) &L, BEHIET5
BEESTE &N 7 e LTRIBL, REEOEREE chromosome instability (CIN) Zf#rT 2540+
RESHTFEO—o L LTEHESNTESY, TETIL, HER2 (Human Epidermal Growth Factor Receptor-2)
BEEICARREINS & 5 I FISHIEL BV BEFEEORES, BAOTFEB I ERDHRL TAT2EE
REFE L TEEZED TS, bhubhit, FISHIEOREE LTvAZ7ay-—7 W) I L5FHL
LR A G L, & 512 hybridization BRI MW BIRBBHZITH Z & T, #E%EO FISHIE CIIRHBHE
B L ShTO A=Y UiC L 5 BEREEMEITOY 7V A TERIC L7z, 72, VYSTS #£8 Spectrum
Green 7 —7 # B\ 7= FISHIEZTVY, TAH U KRT 7 Z—iE#HFITC fifsZ Ut S¥5 Z & TFISH
HE—F LV VRS CBETEXA L VWolnFiE INOOFELIGHL, fEfe (THO) EiTk
DALY B (BHUF) & FISHEIC L2 B FRIBOEE 2 E—MIRCHET 24k S61CE, 150
A FA FiEA% 41K L hybridization 5 Z & C, AN FISHIEA{T O BiESE2BRL T&L. Thb
BROFEEZBND I LT, /8T 7 471 v D retrospective REEARGHNTFEEL 2D, BOSTE
W B DRRBE TR D 2 BT 5 2 L TR, ERERE A STRVEE TORAREF S,

O TEPHA2/EFNAT expression in human gastric cancer| Cancer Sci

F—EPRAITEMBE E+EAE
The erythropoietin-producing hepatocellular (EPH)A2 receptor, tyrosine kinase, is overexpressed and
phosphorylated in several types of human tumors and has been associated with malignant transformation.
A recent report, however, indicated that stimulation of the EPHA2 receptor ligand, ephrinAl (EFNA1),
inhibits the growth of EPHA2-expressing breast cancer. The authors examined the expression of EPHAZ
and EFNA1 using semiquantitative reverse transcription—polymerase chain reaction (RT-PCR) in four
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z=stric cancer cell lines and 49 primary gastric cancer samples, as well as in normal gastric tissue.
SFHA? was more highly expressed in tumor tissue than in normal tissue in 27 cases (55%). EFNA1 was
sverexpressed in tumor tissue in 28 cases (57%). No significant correlation was detected between the
=zpression levels and histologic features such as tumor size, age, vessel invasion, or lymph node
_=volvement. However, EPHAZ overexpression was more prominent in macroscopic type 3 and 4 tumors than
iz type 1 or 2 advanced gastric cancer. The authors observed EPHAZ expression in three of the four
gzsiric cancer cell lines (AGS, KATO3, and MKN74) that were examined. In one cell line, TMK1, EPHAZ
=xpression was barely detectable using northern blotting, RT-PCR, and western blotting. In contrast,
==NAL was detected in all cell lines. In the gastric cancer cell lines that endogenously expressed
FHAZ, stimulation with ephrinAl-Fc led to decreased EPHAZ protein expression and increased EPHAZ
zoosphorylation. Finally, the growth of EPHA2-expressing cells was inhibited by repetitive
stimulation with soluble ephrinAl-Fe. Taken together, these findings suggest that EPHA2 and EFNA1
=xpression may influence the behavior of human gastric cancer.

O BB EVMVEORRLEMER] TL£IH BoEFREWEMmE B

EFRERER 2 O SN A EFEEY, BICRMERZ AT AWM 5 5 BRIz L > T B
ZEFR. C BIFFR, =/ XA LICRAETAZ LA MEINTEY | EREEDLEIEEE 2 VIIREOGER
SEIIBRINTWA, Lo, RULMEEEY IREEY L TENERREMICTIEESINTWA, £OH
SHEEHAT L UCEEE, Bl SRS (- r2 L—7) BE2EEERBERINATVAIE. o
EEITE LTHAUBRE, v~/ 70 (BE) ELEAR Y, R0NIT Y 4 BRIGEEY: CI0EH
SNTWAINERT VA UMK FEEB O & BRI YW T~ £ LT, BiEEEEyofwE, B
T, WFEEE, v=7 A MAT A, BEHEEZOREL, IESERSOWE, EEERFEEDOULE
| LT oW T h g,

O IBRMREVVIFHSR] BRRRELE1— FEEFRAMEMRA B

FEREED 2 S UEREEY EANEA AT A 2 LR TH A, ERENREES TEMICRE
THLRSA XV VENREOm THERS R LH D, TALERREIL, K< EREEDSRIZOVTE
ETXAIEFICHERFTUEEHTH D, BEHFAFO I A 45 VEOERILICKRWNCEMTES LOTH
S, TOREEAZEIGRENLH S, BEMEEESICH LT/ 7 oiidE, KBOFREERS (A—Fbr7
—7) WEAEELZERATAZLIIFEETH I, BEROIEREFEENONIBIZREN S, MERXT
LA DA ERAEE (WR2) 1, U A ERFREEMEICEEHTE 5, BRIMEETENA STERFREE
SONE, ERESAEESOMRN TERT 2 Z LG TH Y | FEEMEA LI 5ET CEDHI TR
THIEPBEETHD, FITC, RN TEANNELER L2 LY, <4 7 nE0BERD L 5 AR
D IERFEHT & MER T A H ) MK S RLERE T b TRIAT A Z Lick > T, EFEEDONEL AT
LEET DI ENTHETHDEVED,

O NEMEMAPIIEIT2HAEEEE - FETEFOEHBIOVT) AFFRERLHBERBEEERRS
EA B-EFREITEM®E AR—R

EMERKEFICLT S, ZE2mETES, BEFTES - (EEFEFOEBER ML=, LhLAads, &
FTIIH B EEEEROEDABHINGITEFEL . BREAITED THETZNEEZ TV,

O TEIZRFEFDEANMEIZE S RERSMHREFHLREHEIIOVTOT 7— k] BRIZONTI X%
FRBEREHIARRHEEVRS FEEFREMEMBR #FAR—K

EVRKFENEMEENELEIEBLA-TER 1648 AnD 9 BIIhit T, RESEEZS SRS 0FE
LB\ [REBEEHE L BWELEEIIONTOT Vi —h] &{To1. BRFL L HE2EEEER
TH LY EEELTWAREA DT, £, AEEAPETHRAE 3 FOERBAORENTRD L

28



TFEALEIFTH o7,
O [Compar ison of pH management during antegrade selective cerebral perfusion in canine models with
old cerebral infarction] Journal of Thoracic & Cardiovascular Surgery

BEFREIMTEMME BIZ=F5

This experiment suggests that pH-stat management during antegrade selective cerebral perfusion
provides more effective protection for a brain with old infarction than alpha-stat management
Neurologic complications after aortic arch operations have remarkably decreased because of the
improvements in the operative techniques and methods of cerebral protection. Antegrade selective
cerebral perfusion (ASCP) has been found to be the safest method of brain protection with respect
to energy metabolism and time limitation. Additionally, clinical practice has indicated that ASCP,
compared with other methods for cerebral protection, including deep hypo—thermic circulatory arrest
(DHCA) with or without retrograde cerebral perfusion, can reduce cerebral injury during aortic
operations more effectively. A history of cerebrovascular disease, however, has been shown to be an
independent predictor of postoperative neurologic complications in coronary artery bypass grafting
and in the aortic arch operations assisted with DHCA alone. Although our total arch operations assisted
with ASCP have shown a lower rate of mortality and morbidity, a multivariable analysis of 220 patients
revealed that a history of cerebral infarction should be regarded as anindependent predictor of
postoperative neurologic dysfunction. Although our hospital has opted for alpha—stat management during
aortic arch replacement, it remains controversial which pH menagement during ASCP with DHCA should
be adopted for patients with neurologic diseases because, to our knowledge, no comparative studies
of the influence of pH management during ASCP have thus far been reported. Therefore in the present
study we seek to determine the effect of pH management during ASCP on brains with or without old cerebral
infarction in a canine model.

O TA novel model of occlusive thrombus formation in micel Laboratory Investigation

F—EPREHA LAEF X

A novel model to induce occlusive thrombus formation was developed in mice in vivo. Mice were
simultaneously treated with ligation and cuff placement at the left carotid artery. At 7 days after
the treatment, occlusive thrombus was observed at the intracuff region, but not in the distal and
proximal regions of the cuff, and not induced by a single treatment of ligation or cuff placement.
The plasma levels of von Willebrand factor (vWF), which represent the endothelial status, were
significantly increased in combined treatment of ligation and cuff placement 1 day after the operation.
Whereas no significant changes in plasma vWF were observed in either single treatment of ligation
or cuff placement. The expression of vWF, considered to be the endothelial marker, was detected on
the luminal surface distal and proximal to the cuff and the carotid artery in the single treatment
groups treated with either ligation or cuff placement, but was not detected in the intracuff region.
Furthermore, the binding of Griffolia Simplicifolia Lectin—I (GSL-I) and endothelial nitric oxide
synthase (eNOS) expression indicating the endothelial integrity was not detected in the intracuff
region. Intermittent injections of ancrod, which decreases the plasma fibrinogen, inhibited occlusive
thrombus formation in the intracuff region. The expression of eNOS was detected at the distal and
proximal but not the intracuff region of the carotid artery treated with ancrod. Daily administration
of aspirin significantly suppressed the thrombus formation in this model. These results indicate that
occlusive thrombus formation accompanied by endothelial damage or dysfunction is induced by the
combined application of ligation and cuff placement at the carotid artery, and suggest that this
endothelial damage or dysfunction may be one pathogenesis of thrombogenesis in this model.
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'O Tincreased expression of elastolytic cysteine proteases, cathepsins S and K, in the neointima of
22! loon-injured rat carotid arteries] American Journal of Pathology
B—EFREATE e N

The matrix-degrading activities of several proteases are involved in the accelerated breakdown of
=rrzcellular matrix associated with vascular remodeling during the development of atherosclerosis
@ vascular injury-induced neointimal formation. Previous studies have shown that the potent
= ==stolvtic cysteine proteases, cathepsins S and K, are overexpressed in atherosclerotic lesions in
suman and animal models. However, the role of these cathepsins in vascular remodeling remains unclear.
1= the present study, the expressions of cathepsin S and K and their inhibitor cystatin C were examined
2oring arterial remodeling using a rat carotid artery balloon—injury model. The increase in both
czthepsin S and K mRNA 1evels was observed from day 1 and day 3 through day 14 following the induction

=1loon injury, respectively. Western blotting analysis revealed that both cathepsin S and K protein

S znd K and the decrease of cystatin C occurred preferentially in the developing neointima. These

zssociated with restenosis.

O TGreen tea catechins inhibit neointimal hyperplasia inarat carotid arterial injurymodel by TIMP-2
swerexpression] Cardiovascular Research F—EFREHE ERAKHER

Although it has been demonstrated that the antioxidant properties of tea catechins reduce

Bther

osclerotic lesions in various animal models of hyperlipidemia, it is not yet clear whether these

cztechins prevent hyperlipidemia-independent arterial remodeling induced by balloon angioplasty. We
evzluated the influence of the administration of the tea extract on vascular remodeling in a rat carotid
zrzery balloon—injury model. Male Wistar rats were supplied drinking water with or without green tea
=rzract (1 mg/ml) supplement. Administration of the tea extract reduced the area of the intima (30%)
z=d the ratio of the intimal area to the medial area (36.2%) in injured arteries compared with those
of control rats at 14 days after the injury. Real-time RT-PCR, Western blot, and gelatin zymography
revealed a significant increase in tissue inhibitor of matrix metalloproteinase (MMP)-2 (TIMP-2)
=xpressions as well as a significant reduction of gelatinolytic net activity and activated MMP-2 levels
in the injured arteries as a result of the administration of the tea extract compared with those of
control group. Similarly, epigallocatechin-3-gallate, a major constituent of green tea catechins,
=iznificantly upregulated TIMP-2 expression in cultured smooth muscle cells. Immunohistochemical
znalysis showed that the increase of TIMP-2 protein occurred preferentially in the developing
==ointima. These results indicate that catechins inhibit intimal hyperplasia in a rat balloon—injury
model through the upregulation of TIMP-2 expression to modulate MMP activity.

OfPitavastatin, a 3-hydroxy-3-methy|glutaryl-coenzyme A reductase inhibitor, blocks vascular smooth
muscle cel |l populated-collagen lattice contraction)] dJournal of Cardiovascular Pharmacology

E—EFREXIEA R AL

Constrictive arterial remodeling plays a major role in lumen narrowing following angioplasty. We
investigated the effect of pitavastatin, a 3-hydroxy-3-methylglutaryl-CoA (HMG—CoA) reductase
inhibitor, on vascular smooth muscle cell (SMC)-populated collagen lattice contraction, an in vitro
model of vascular contraction. Type I collagen gel contraction by SMCs, which are cultured in collagen
z=1, was used as a model of vascular remodeling. Pitavastatin pretreatment inhibited 10% serum— or
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platelet-derived growth factor-BB (PDGF)-induced SMC-mediated collagen lattice contraction in a
concentration—dependent manner. The effect of pitavastatin was prevented by mevalonate or
geranylgeranyl pyrophosphate, but not by squalene, a precursor of cholesterol, or farnesyl
pyrophosphate. The serum— or PDGF-induced SMC-mediated collagen gel contraction was inhibited by
GGTI-298, a geranylgeranyltransferase inhibitor, C3 exoenzyme, an inhibitor of Rho, or Y27634, a Rho
kinase inhibitor, but not by FTI-277, a farnesyltransferase inhibitor. Serum or PDGF treatment
increased the stress fiber organization in SMCs, which was blocked by the pitavastatin pretreatment.
Pitavastatin had no effect on the serum— and PDGF-induced lamelliopodia extension of SMC. These results
may suggest that pitavastatin attenuates SMC-mediated collagen gel contraction probably via an
inhibition of geranylgeranylated Rho protein and a disruption of actin cytoskeletal reorganization.
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QO TIThe Use of Focused lon Beam (FIB) on Malaysian Pollen Spores] Proceedings of 8th Asia Pacific
Conference on Electron Microscopy FE_ERREMEMEE Hoh¥E

The focused ion beam (FIB) is a novel technique in electron microscopy that uses high energy gallium
ions to precisely and accurately sections or mill Polythia pollen spores irrespective of its place
and location. The step by step sectioning processes expose and reveal its internal structures, followed
by observation with the FEG-SEM or conventional SEM for morphological comparison between the 3 pollen
spores used. The pollen spores need not be deposited first with a 20 nm of layer of platinum to
strengthen its outer layer as the spore outer coat was tough. There was no damage on the pollen during
the milling process. The period of milling for pollen samples were longer. Enhancement of FIB images
for SEM observations of milled pollen samples was accomplished by re—coating the samples with osmium
vapor. In conclusion, FIB could be used a micromaching tool to observe the internal structure of the
Polythia pollen spores.

O [Proposed protocol for immuno gold labelling on focused ion beam milled Helicobacter pylori ]
Proceedings of 8th Asia Pacific Conference on Electron Microscopy

BE_EPREMEMRA FIeptHE

The focused ion beam (FIB) can be used as a microtome to milled H. pylori cells either
cross—sectionally or longitudinally to expose the internal structure of the cell before being
immunogold-label to locate the location of urease or heat—shock protein in the cells.
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Helicobacter pylori distribution of urease molecules in the cell were demonstrated clearly in
sransmission electron microscopy immunogold-label section. Inorder to correlate the results obtained
with bacteria sample on SEM, it was proposed that FIB be used as a microtome to cut the H. pylori
-211 similar to that of TEM. Silane—coated coverslip were placed on agar plates (bioMerieux) cultured
sith H. pylori at 37 oC for 3 days and left for about 5 minutes. The H. pylori smear coverslip was
then fixed in 1% glutaraldehyde for 1 hour, before washing and dehydrating in an ascending series
~% alcohol. This was followed by critical point—drying before mounting on & stub and osmication. The
~smium-coated bacteria was then deposited with 20A of tungsten to strengthen the H. pylori cell, then
TIB milled to obtain the cross—sections or longitudinal sections of the H, pylori bacteria. The FIB
;8 pyloriwerethenimmunogold—labelledasfbllows!thesamplesweretreatedwiﬂ15%normalgoatserum
<5 black non specific reactions. The FIB milled samples were then incubated with 100 times diluted
rabbit antiserum to urease, washed and reacted with 10 nm colloidal gold—labeled anti-rabbit IgG goat
<erum, before observation with the FEG-SEM. SEM images of the FIBmilled H. pylori were first obtained,
2nd to locate the distribution of urease molecule on the bacteria cell, elemental analysis of the
10 nm gold particles was done using EDX. The distribution of gold particles as obtained by EDX was
<hen superimposed on the SEM images of the FIB milled bacteria to ascertain the urease molecules on
# pylori. The results obtained are then compared to the TEM micrograph of H. pylori for correlation
2nd to reaffirm the localization of proteins of the bacteria. Therefore, in this FIB milled sample
preparation technique, the H. pylori cells sectioned using FIB need not be contrast enhanced as well
=< embedded in Lowicryl resin.

O Morphological study of acute renal failure due to Rhabdomyolysis) Proceedings of 8th Asia Pacific
Conference on Electron Microscopy BEoEERETEMEE FIch e

According to the best of our knowledge, there are a few studies on kidney changes in acute renal
“zilure (ARF) due to rhadomyolysis. The purpose of our study is to determine histological,
:==mo-histochemical and ultrastructural changes of kidney in this pathological condition.

Histopathology: Glomerular lesions: Different glomerular lesions were observed. The glomerular
-zpillaries may be congestive, dilated and fulfilled with a lot of erythrocytes. In some cases there
¥=s mild proliferation of the mesangial cells. In cne case there was the diffuse proliferation of
:ﬁsangialcellsandtheinfiltrationofpolymorphonuclearleukocytesintheglomerulL In other cases,
5o endothelial and epithelial cells were swollen. However in some cases there were no changes of
zlomeruli.

Tubular lesions: Proximal tubular cells are swollen and degenerative. In severe cases, the
=nithelial cells of proximal tubules were degenerative, the cell membranes were ruptured and cell
—--roses were revealed. In some tubules the hyaline casts were stained with the red orange colour.
The epithelial cells became lower and flatten. Two types of interstitiel lesions were demonstrated:
. +he oedema and dissociation of interstitial cells and 2) the infiltration of inflammatory cells
<uch as polymorphonuclear leukocytes, lymphocytes and histiocytes.

Immuno-histochemistry : The immuno-histochemical study revealed a positive reaction with
=~timvoglobin antibody. This reaction demonstrated that rhabdomyolysis was certain cause of renal

ions.

| o

lectron microscopy study in Glomeruli: The glomerular basement membrane is normal. In some cases
<ne epithelial cells were swollen and showed segmental fusion of epithelial foot processes. The
~=cuolisation of endothelial cells could be revealed.

Electron microscopy study in Tubules: Three main lesions were observed: 1) electron-dense material
~-2+ may be myoglobin were observed in the tubular lumen: 2) the mitochondria of proximal tubular
-=11s were transformed, lengthened and had U or O shapes: 3) In severe cases, the cells membranes

w=re disrupted and the mitochondria were released intc renal tubular lumen.
Thehistopathologicchangesandimmuno—histochemicalstainingofkidneywerespecificofacuterenal
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failure due to rhabdomyolysis: the hyaline casts showed red-orange color in HE staining and positive
veaction in immuno-histochemical staining with monoclonal anti-myoglobin antibody. The
ultrastructural changes of mitochondria with elongation and the formation of U or O shapes may be
a particular change in acute renal failure due to rhadomyolysis.

O TApplication of three dimensional reconstruction from TEM images using computer tomography method |
Proceedings of 8th Asia Pacific Conference on Electron Microscopy

EEFRBRMEMER FepHHE
EEFREMEMREA FE—A

As a TEM image is consist of a summation of the internal structures in the ultra-thin section, it
is impossible to get precise information on structures of less than 60 nm in size. In order to 3D
reconstruct the ultra-structures in the section, the information on the height of the objected
structure embedded within the section is required, so that TEM images should be obtained from the
section tilted at many angles. For this purpose, Radon transformation— inverse Radon transformation
can be applied, and then 3D image can be shown as the computer graphic. Since the reconstructed images
can be re-sliced in any thicknesses and directions, images less than a few nm ultra-thin sections
can be obtained. To apply the above method for TEM, improved specimen holder of the conventional TEM
and personal computer with newly developed soft ware were used. As a result, the information on the
ultra—structure embedded within the ultra—thin sections, which could not be seen by conventional TEM
method, could be observed by using 3D reconstructed image of 2 nm re-sliced sections in thickness.

O lTransient myofibroblast differentiation of interstitial fibroblastic cells relevant to tubular
dilatation in uranyl acetate-induced acute renal failure in rats] Virchows Arch

EEFRBMEMER Fip#E

To investigate the mechanisms of myofibroblast differentiation of interstitial fibroblastic cells
(FCs) in rats with uranyl acetate-induced acute renal failure (ARF), we examined the relationship
between the expression of «-smooth muscle actin (a-SMA), myofibroblast phenotype and tubular
dilatation as well as cell shape and adhesion of FCs. Peritubular «—SMA-positive myofibroblasts
appeared after induction of ARF and extended along the damaged, dilated proximal tubules and then
almost disappeared after proximal tubular recovery. The perimeter of proximal tubules correlated with
fractional areas stained for a-SMA (P<0.001). Most a—-SMA—positive cells did not incorporate
[3H]-thymidine, indicatinga lowproliferative activity. Transmission electron microscopy showed that
FCs increasingly attached to the tubular basement membrane by elongated cytoplasm—containing
microfilament bundles, which formed abundant adherens and gap junctions from day 4 to day 7. Scanning
electron microscopy showed hypertrophic FCs covering large areas of tubules after induction of ARF.
Administration of chlorpromazine, which can inhibit cytoskeletal movement, after induction of ARF
partially inhibited myofibroblast differentiation of FCs immunohistochemically and morphologically
and resulted in more dilated proximal tubules in concert with aggravation of renal dysfunction and
inhibition of regenerative repair at day 4 than vehicle-administered rats. Our results indicate that
mechanical tension, judged by tubular dilatation, may contribute to the induction of «—SMA phenotype
with increased stress fiber formation and intercellular junctions in FCs to support damaged nephron
structures by adjusting tensional homeostasis in rats with uranyl acetate—induced ARF.

O M/ SEN M AERIREEORE EREVFEFRMBRITPRE
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FHEAE AbILEE B ERE Yt b Fluorescence in situ hybridization (FISH) %3 J. U Chromosome
in situ hybridization (CISH) }EOEHf, % 53 [@ H AEFHREFS, 2004.5.14. EL.

FHEAE. dblLEEE, 1BAEZ | 86 Fluorescence in situ hybridization (FISH) #EMEE, 4 53 [
HAESRESS, 2004.5.14. .
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Nuyen Tuan Anh, Hisasi Gia Takenouti, Yoshinori Muranaka : Using scanning electrochemical microscopy
to study the anticorrosion effect of electro—polymerized conducting polymers on iron. The 8th
Asia-Pacific conference on electron microscopy (S8APEM), 2004.6.7, Kanazawa.

Yoshinori Muranaka, Yoshihide Fujigaki. Kazuhisa Kadohata, Reiji Aoshima : Application of three
dimensional reconstruction from TEM images using computer tomography method. The 8th Asia—Pacific

conference on electron microscopy (S8APEM), 2004.6.7, Kanazawa.

Normalawati Shamsudin, Hiang Lian Hing, Yoshinori Muranaka, Kaswandi Md. Ambia, Ahmad Zorin Sahalan,
Mohd Salleh Mohd Yasin, Yoshihiro Tsutsui : The use of focused ion beam (FIB) onMalaysian pollen spores.
The 8th Asia—Pacific conference on electron microscopy (S8APEM), 2004.6.7, Kanazawa.

Nguyen Tuan Anh, Vu Van Binh, To Duy Phuong, Doan Dung, Yoshinori Muranaka : Using scanning electron
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microscopy (8APEM), 2004.6.7, Kanazawa.

35



Hing HL, Sano K, Wu H, Muranaka Y, Bay B H, Dickson M R, Ambia K M, Sahalan A Z, Tsutsui Y and Yasin
M S M: Proposed protocol for immuno gold labelling on focused ion beam milled Helicobacter pylori.
The 8th Asia-Pacific conference on electron microscopy (SAPEM), 2004.6.7, Kanazawa.
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O st & Fluorescence in situ hybridization (FISH) %3 & Tf Chromosome in situ
nybridization (CISH) ;ZMEH{)| #53 A AXEFEESRS
E-EFRENEMRS At+EAE

THETIE, DACBITAFEZEITOMENFEE L LT, REHEHELFEE (IHO) EnRZE< AV LN TER
“i, JFHECII. HER2 (Human Epidermal Growth Factor Receptor—2) fEZRICAFTE S5 X 5 (2 Fluorescence
o situ hybridization (FISH) &% BB FHEEBORHD, BAOTERB ISR THTLE
=S2EFE LU TCERRZESH TS, SEbhnbhit, THCIEIC LB # w32 38 (BEHUR) & FISHERB IO
TSHIRIC L A BT HECHE F—HIR CRRT A FEAZE L. 5unDFRA< ) VEENRZ 7 4 A1
STOFERAT 7 4 ., 7T UBMBEIRIC L AERNFE, E-Cadherin (NOVOCASTRA) Hiff# A\ TR&EL:
=2 H T, FMREREIZBMEE (DAB Bf) ZHFR%E, <A 7oux—JBHEAV/-FISHiE (B 49 BEREF
= ITHRE) 21T, OB, fTED— > THLIBFLRITE X, BROLHENODAZ— L, 7R
—7'1% CEP17Green (VYSIS #t) #H\ ‘o, HMEBEAZTOEEREZRY AL, KT Chromosome in situ
soridization (CISH) ¥ (55 50 MREFERICTHE) £17o7-. TOMRR, ®EE (FISH &) - PREEES
= (CISH#E) L biz, E-Cadherin BBt T HHBAARE L CEP1T o /T /L ITEIRERAZR 352 Z L A3 TX, IHCER
CONFISHEEEMIC L ARR L —E L TWo, H¥XEROBES. DABOERUT LL—ETA{EB LRV A
CEOEMRETENR L. TOFRIE—METOY A7 ¥R (BHRE) LEnTHEERRFICBET
=4 50T, B INC EZRFTV EBRAES DAB B+ 5 Z & T, FISHEREI UL E B ESRESE LR
TEWT LBMEERIIEEET, BRLREERS ST A LELRL I LR REDRTH ENTES, BTE, A
EOTHRB LI UWEENRE TR A EE AR FIC HER2 REESEY S L 9 & LTWAA, THC EITHFR
SR EORIEA ERE(L LB L < | HER2 BRI L FEEB LONEESHRO TR L ORIILIE L2 E 2558
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HoENTNTHHEELH D, HKETIL, HC 5 TD HER2 # 1737 OIEEIZEHR (2+) 517 FISH #:1- L % second
screening ZEi L TV 52, bhbhOERLE-FETHIVEIENOAFERICBERTEZ 51D, HIEHR
DIFBEOEZFARIZT DI ENTE, LVHEERMEOBWVIEEL 2D LEZD,

O TI&#% Fluorescence in situ hybridization (FISH) EME®E| % 53 AHAEEREYS
F-EFREMEMES E+EAE

Fluorescence in situ hibridization (FISH) ¥Z1TH5BE, ThETIE. BRI 1 LA B0
AR A E A FE—HRRIC B 22O T o —THINITE o Tz, bhvbiud, & 7T V254
ENBE S B/ M YV3E L hibridization 2175 Z & CEBEFISHIENTETHAZ L2 RWHLAEOTH
LT, FT. KBBEO S un R~ ) VEENT 7 4 R B L UYEHFIREA A & 4 Spectrum Green (SG)
Orange (SO) 2R CEP 7'm—7 (WSIS ) ZAV~A 7 vy =—7 B4 AW FISH i (5 49 BERES
SI\THE) #1To7, BAUFEBICER D IAATER, B3—F 7 A% L, DAPI 2 L@ R E L RHAE
SEFHWE ) Fo— 7BV T FISH B2 K61 T, BTE & BE—MRTY 7 T VOMBHER 1T 7%, Zhxik
DR U7z, £72 2EBLIBED FISH L, IR 2 BOBAEMAR LI LD LERETST 74 Lich DL T
LT, 2B, A—HEEETFEERL LT, TAV A A I AHDAF ¥y =V T ATF—I VAT A
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[E B LSRR LT FISHE21T 2 B4, SVEMNERIZVER\Z 8 bhole, Ziud, BRFOBEHEQRIZ
K0 —EZLMH (Denature) SH7-HMDINA REZDFEZORBTCRIFENTNALIEA2TELTEY, S6BL
VSO MNT 2 /7 ENPBANTW RN EEZ NS, FSEIDERT, S6+S0 T L bICBREETSID
IZE B ORMAET S Z b olz, WHINCSC 2% L TFRE LT (ROKEEE F BREFITERES
FEA) . 0. INMEEET 10 IR Z1TV, FNTHIBALRWEEINEZBRYE LT, SO ITMESEMED L<
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O TApo E "B HRIZEITHE{E: plague rupture SFRETILOBER) £ 36 B HABIRE (LY LKS
F—EFRENRE X X

FHBERE({L R D plague rupture (77— 7 BEHE) 1L, LOFEEL EOBDTEBLRREROS Z &LV 2
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O TUltrastructural observation on effect of sea cucumber extract on Candida albicans using Focused
lon Beam) The 8th Asia-Pacific Conference on Electron Microscopy

E_EFRENMEMBE FHep 45

The focused ion beam (FIB) is a novel technique in electron microscopy that uses high energy gallium
1ons to precisely and accurately sections or mill yveast cells of minute size irrespective of its place
znd location. The step by step sectioning process will expose and reveal its internal structures,
Tollowed by observation with the FEG-SEM or conventional SEM for morphological or topographical
studies. The yeast cell has to be deposited first with a 20 nm layer of platinum to strengthen its
-uter layer from being damaged during the milling process. Period of milling for fungal samples are
z1lso extremely important as longer milling time will destroy the whole yeast cell. Enhancement of
=1B images for SEM observations of milled yeast sample was accomplished by recoating the samples with
~smium vapour. In conclusion, FIB could he used a micromaching tool to ohserve the effect of extracts
n veast cells.

The focused ion beam (FIB) is a novel technique in electron microscopy that uses high energy gallium
ions to precisely and accurately sections or mill yeast cells of minute size. The step by step
s=ctioning process will expose and reveal its internal structures, followed by observation with the
SEG-SEM or conventional SEM for morphological or topographical studies. The FIB also allowed a single
veast cell to be sectioned at any desired position irrespective of its place and location. The yeast
“zndida albicans cultured on M-3 agar treated with sea cucumber extract was used. The samples were
“ixed with formaldehyde and postfixed with osmium tetroxide, dehydrate in series of ascending alcochol
concentration, then t-butyl alcohol before being freeze-dried in overnight. The samples were then
cransfer to stub and then osmium vapour coated. The sample for FIB was then further deposited with
= laver of platinum (20 nm) to strength the cell structure to avoid collapse and destruction of cells
shen milled. TheFIB-milled veast cell was then scanned with SEM and results obtained. Observation
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of FIB milled samples was also done at various angles for maximum results. The extract cause many
vesicles formation leading to collapse of cell structure obtained after the cell was milled by FIB.
SEM on the outer yeast cell observation showed only collapse of cell and indentation or hole formation.
The result obtained further proved that FIB could be used as an ultramicrotome in slicing the yeast
cell to observe the interior structure.

O Th4 25 TEM EUH{ER | EPEMPBFEMERENTARE 20 EPiEgES
BEPREMEMMS REUIEF
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C. 7% b BiAKFREF - Quetol 651,DDSA, MNA {EAVEMBIIEREE - Quetol 651 AE
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