TR L TH LA ORMEEIaE L ) Ty T LIRS L R
A G s — X VIR AT L, &4 vy = M2 3ml oML v Ea -5 =N
THMLE R, HFAALEREEL 7288 10%FCS,/ DMEM % 40 sz A FEIEINA 5 Il 5 &
Lo, HWEEHEBH L Hg @3y v LENAELEZ 13- 1mm BELLEH, oML TV
AR L, BURES Y VICEE T2 LD 1520 K84 v+ 2 "= ¥ - AT
s Lo b, & o 23 FIREMT T TR R o, sl & EFERUCs o T &t ool
AHREL GUHTER Sk &, RuEBREEEERL 72,

TFE/ 94 ANRT 5 —OfER I COS-TPCHLEMWTT 7/ 7 4 v AR 7 7 —E{FElL 712,

Cre recombinase 2l AAALT 5/ 9 4 VAR Y ¥ — (AdexCre) & loxP BF|TH £/
Enhanced Green Fluorescence Protein (EGFP) Z2#ARAAKTF/ 7 4 W AT §—
(AdexINEGFP) 2z €0 293 filfa~J&gex &, KEicighi s /o, MEmsas, 8t
2 AETEABC TR LU PBS (=) KL THEMTLAcb R MR Lic, gy « v
Z gD it 1x10°PFU/ ml T& » 12,

Mg RE A AL Ag ~ AdexCre, AdexLNEGFP % MOI=5+5, MOI=10+10 T4 X
e ﬁthﬁtﬂmi%ﬁ#hfﬁmttQB%H& 12 EGFP o R »E» S, ALl
fidi24F 1009 DHIIE T EGFP ORIEHEED SN, EGFP O S IIIHIER & & b igiin
i':!?iﬁb\ 24-36 BB T =712 E L, Cre,/ ToxP YA F A EBEDTF/ 94 VAV AT AT
O EGFP ORBIA L2 A, EGFPO MOLIcEBILTE D, Cre/ToxP e BT 4
BHEBICED OB ERAh LN -1z, THbLE, HETDon off Y2AFua &L TH
Cre loxP 75/ % ¢ WANT7 ¥ — ZAFMIICES VT HEIFIFIIT AT EBWL E - 7,
DER RO ERE OB FREALDOTHRET L, 29, 27 -4 v i f{tiiins
T AEANCT 7T/ 74 VAN § —ZBRFTEGRBICIDERES LA, EGFP
ORBIERICHBL., REMETORBRZEZLIALETIDOINGEh -1, FT, HEIEETH
Hoflgasem Lo, —ac R EBE R L. BEEE7 7/ v o bARy 5 -2 @&
fo& I A, EGFP REEE S SRERICECREEL This,

£ k- K oW

TF /9 4 MADEIE LTIRBRAIROE S, HoRHiac B FEANTRETH 2 T &,
BIEFORBHS—BUTH B L, FVEEDY « VRABEOE-ASEIREL Shd i on b, M
MELTHE, BiEaic o BzFaRREhE L, BATRLEETOH 1 ZICHBESH 3
&L RSN EZ SN BB IFL N A, CholBlACowTERENNE
SN 4 ZARS S —DERBENNCITORTEB D EVWIIRBREW S b S,
Cre, 1oxP 7 ¥/ 9 4 WARY ¥ - BB TRELEAECIGES L, HREET % on off TE
By RF Ak LTHHEED TV S, SEROBEFERICBEVTH, BIcBEFEEAT S
THAL ., BETORKBORT L, BABETOBIREESLELL - T BEEDLN S,
Cre 1oxP 75/ 7 4 W A7 & — (2L B VT HRBITICEE§ 52 2 S BHM &1 5 T,
E5IT, ZIRUIEBEREE~DBLETEAL Cre, ToxPTF/ 9 4 VAN #=%2HWAZ &IT
L DBATRETH 512 Fhoy T4 VAR & — DRBAMS, R hFEE2I AT E04E7T, =K



Jui“’é& HORERICHIRL L B TERBEE 2 E0MWh &L -k, ZOOUEREEHFE
TIEMAETH D, 2OHMMEREXMKBERICE O TERINT VS, TOVFFR, Kok
%rﬂ%%ﬂmt@{z%#ﬂﬁﬁ SREKEIECBOTEBENS 2 LBl EN 5,

BEXR

CREARS Tl BRI IR EG VI M ROEE A B EE A LSO . 1996, p89-92
2. Hanakawa Y, Amagai M, Shirakata Y, Sayama K, Hashimoto K: Different effects of dominant negative
mutants of desmocollin and desmoglein on the cell-cell adhesion of keratinocytes. o Cell Ser. 113:1803-11,
2000
3. AL EEEE OISR, HSREETE 25:2.3, 1999
4, FSEEL BAREAT  ERERE Y - AKBEIC L 3 FHRERURIRILKBIE O GB# Excerpta Medica
4:4, 2001
. PIAHEREL L M BALA I SUOrh SRR R T O RIREN AR & HEE Y RS~ DI, B
R 2Rl 109:1165-1171, 1999
6. [T, BANT . BEKEORKIGH OAKEFYSE  109:1301-1307, 1999

o

Cre-loxP adenovirus-mediated foreign gene expression
in skin equivalent keratinocytes

Koji Hashimoto (Ehime University School of Medicine)

Summary

The adenovirus (Ad) vector system is a highly effective means of expressing foreign
genes in normal human keratinocytes (NHK) . The regulation of transduced gene
expression is important for the safely of gene therapy. We used the Cre-loxP adenavirus
veclor system in order to regulate transduced gene expression in NHK.

Co-infection of Cre-loxP adenovirus with an Ad vector expressing the nuclear localizing
signal-ltagged Cre recombinase removed the stuffer sequence and turned on the expression
of enhanced green fluorescent protein (EGFP) . EGFP expression was detected at 6 hours,
and peaked at 24 to 36 hours post-infection in NHK monolayers.

Initially, we infected keratinocytes with the adenovirus vector before seeding on collagen
gels in order to study EGFP expression in skin equivalent keratinocytes, but found that
EGFP expression was limited to the cornified cell layer when skin equivalency was
achieved. Therefore, we developed a new method in which keratinocytes that had attained
skin equivalency were infected with an Ad vector.

Using this approach, EGFP expression was strongest in the basal and suprabasal skin
layers. The Cre-loxP adenovires vector system represents a powerful tool for exogenous
gene expression in monolayer and skin equivalent keratinocytes. This promising method
will enable future investigations into the function of targeted genes, the development of

keratinocyte-disease models, and the evaluation of skin-directed gene therapies.
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Gene transfer to fetal mouse skin by intra-amniotic
injection with microbubble-enhanced ultrasound

Yasufumi Kaneda (Graduate School of Medicine, Osaka University)

Summary

Intra-uterine injection of naked DNA expressing luciferase, green fluorescent protein
and FITC-labeled oligodeoxynucleotide combination with microbubble-enhanced ultra-
sound (shotgun method; SGM) produced high-level expression in fetal mice. When SGM
was applied to intra-amniotic cavity, luciferase expression increased approximately 10°
-fold in comparison to that with injection of naked DNA alone, and expression was
predominantly detected in the skin tissue of fetal mice. Electron microscopic analysis
demonstrated transient formation of pores on the surface of the skin after intra-amniotic

injection with SGM. Injected DNA was not detected in gonadal tissue of fetal mice.
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Additional Effect of Basic Fibroblast Growth Factor Released on the Tissue Regeneration

in an Artificial Dermis

Yasuhiko Tabata (Institute for Frontier Medical Sciences, Kyoto University)

Summary

The purpose of this study is to evaluate the additional effect of basic fibroblast growth
factor (bFGF) into an artificial dermis (Pelnac®) on the wound repairing of dermal
defects. It has been reported that topical application of bFGF can accelerate the wound
healing. But when applied in the free from, the biological activity of bFGF cannot be
expecled because the half-life period of bFGF is too short. bFGF was impregnated into
biodegradable gelatin microspheres for the controiled release.

The artificial dermis incorporating bFGEF (100 2 g} in the solution and microspheres-
impregnated from were implanted into the skin defect 2 X 2 em®of guinea pig back.

The results indicated that topical application of bFGF accelerates the proliferation of
fibroblasts and capillary formation in the dermal defect. The bFGF-impregnated gelatin
microspheres induced the infiltration of fibrous tissue and neovascularization to a
significantly greater extent than free bIFGF. This indicates that incorporation of the hFGF

release system enabled the artificial dermis to accelerate the tissue regeneration.
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Recently, mutations inseveral keratin genes have been identified in many hereditary skin
diseases. These skin disorders are now called keratin diseases. However, numerous 1ssues
in the pathophysiology of these diseases remain unclear. For example, we do not know how
mutated keratin molecules are processed in the cytoplasm of these disorders. In order to
acquire clues to solve this question, we conducted experiments as follows. We introduced
the mutation into keratin 14 (K14) ¢DNA by PCR. Next, this mutated K14 (Arg-125—Cy
s} cDNA was subcloned into pcDNA3. 1,/V5-His vector which had cytomegalovirus
promoter. When transient transfection with this vector was conducted, keratin aggregates
were observed in the cytoplasm of transfected cells. When transfected cells were stained
with anti-ubiquitin antibody, the keratin aggregates and abnormally kinked filaments
demonstraied ubiquitination. These data indicated that the ubiquitin-medialed
degaradation of mutated keratim molecules might occur in keratin diseases and be related

to pathophysiology of keratinopathies.
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