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3% 6584, RE10-15g DHEBALB/c <™ A (HASLC, #
W) 2H W7, BARBHEIETXT5%EAZ 05— (0.01ml
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IS HUEA FAY Y5y b2/ 7 05— Lk (BCCD-2, %
BiE, K&#), e EBVTFor5y FEJ 2 0F— MK (a-
), M oeN-#F=rIw bE)20F— L (NCAT-
P, g-A 7= o 4R (C-2206, Sigma, Saint Louis,
USA), Hi7 2 F > w5 70+~ Ltk (BT-560,
Biomedical Technologies Inc., Stoughton, USA) & KI5 &472.
DM, TAHANKRT 78 —CRESYTFHT v F 1gG Hilkd
W7V hyx277 4 = EHEEY FH Y FIgG ik kK
Bk, PAHVRAT 7 ¥ —BEEFy b (Vector
Laboratories, Burlingame, USA) % Ji\» T8 5 %47 - 7.

. SefEfEiits
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HEPES R @H7.)124% /35 KV AT L7 P4 L7
MEH40ml 2/ LBLVEAL, BREEZXT-7. BEbHiz
RAERL LRIEERIC LY 1268 S @727, 10, 20,
30% > a ¥k & &H T % 0.01M HEPESEM il (0H7.4) 1= #h2h
6T ORBES W/, Z0%, A% Tissue-Teck 0.CT. =
¥ 737 2 ¥ (Miles, Elkhart, USA) (230 L i fhkgs 3 Gk L,
Cryostat (Miles) I2T6 um OE S DK F/EHL, RIJ-LY
VIR LIAT A RHT AR L7z, WAL IS
¥ - CiEEE LT 572802, $1H %-20C T 20415 3 % B8
ERFEREEFLAAS /~LIZRB SR8, TR
FRIET 27201201 %EE Y FF¥MEE ST 2mM OBy v
UL EH L720.05M Tris B (Tris-buffered saline-Ca,
TBS-Ca) & 204 MEFIRTRIT & &7, 1 k¥4k ; ECCD-2, «-
18, NCAT-2, C-2206, BT-560 & JXIGX¥72 (a-18i13—M, #
DL 2RERE). 2Kk LTYHFEFF L LHS v FHE
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Fig.l.  Immunoblot analysis of the mouse cerebral cortex (line
1), cerebellum (line 2), brain stem (line 3), trigeminal nerve
(line 4), central portion of spinal cord (line 5), peripheral
portion of spinal cord (line 6), dorsal root (line 7), dorsal root
ganglion (line 8), and sciatic nerve (line 9) with anti-E-
cadherin, anti-« E-catenin, and anti- « N-catenin antibodies,
respectively. Molecular weight standards (126 and 71 kDa)
are indicated to the right of the blot.
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Fig.2. Immunoblot analysis of the mouse cerebral cortex (line
1), cerebellum (line 2), brain stem (line 3), trigeminal nerve
(line 4), central portion of spinal cord (line 5), peripheral
portion of spinal cord (line 6), dorsal root (line 7), dorsal root
ganglion (line 8), and sciatic nerve (line 9) with anti- 3 -catenin
and anti-actin antibodies, respectively. Molecular weight
standards (126, 71, and 42 kDa) are indicated to the right of
the blot.
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Fig.3. Immunostaining for E-cadherin (4, D, G), « E-catenin (B, E, H, 1), and « N-catenin (C, F, D) on the adjacent transverse sections of
the normal mouse spinal cord (A, B, C), central canal (D, E, F), dorsal horn (G, H, D), and ventral horn (J). A: E-cadherin was expressed
in the dorsal and ventral roots and lamina II (arrows). B: « E-catenin was expressed in the spinal cord gray matter, especially in ventral
horn and ependymal cells of the central canal. C: « N-catenin was expressed in the spinal cord gray matter, especially in an area of the
lamina II (arrows) and ependymal cells of the central canal. D, E, and F: Detail of Figure 34, 3B, and 3C, showing the reaction product in
the central canal. The ependymal cells expressed « E-catenin (E) and « N-catenin (F) but not E-cadherin (D). G, H, and I Detail of
Figure 3A, 3B, and 3C, showing the reaction product at the dorsal horn. J: Detail of Figure 3B, showing that some of the neuronal cell
bodies at the ventral horn expressed « E-catenin. G, H, I, ] were counterstained by hematoxylin. A, B, C, X 125; D, E, F, X 200; G, H, L
X 50;J, X25
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50mM TBS) *“M2iZ#E L, 1500 BIHELS T 20 50 MdL Lz, =
AR, AL 70y MERTEFREORHS, FHITEDIRD
kxR, BB LiEE, EERNEISERL 2o
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Fig. 4, Immunostaining for f-catenin (A, C, E), and actin (B, D, F) on the adjacent transverse sections of the normal mouse spinal cord
(A, B), central canal (C, D), and dorsal horn (E, F). p-catenin was expressed in the spinal cord gray matter and ependymal cells of the
central canal. B: Actin was expressed in the spinal cord gray matter and ependymal cells of the central canal. C, D: Detail of Figure 4A
and 4B, showing the reaction product in the central canal. The ependymal cells expressed f-catenin at their cell-cell contact (C),
whereas expressed actin at their apical portion. E, F: Details of Figure 4A, 4B, showing the reaction product at the dorsal horn. A, B, X

12.5;C, D, X 200; E, F, X 50
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BB Th-7 (@), -7y, TrFVE, RRELLH
BABETIIBETH o 72 (H2).

I. BB KAYY, BhF=>, PIFCOR%E
LRI L) Y Y R ORERRE LIz, B
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1) oz —OEVMIRBLTHEEL TR (K3 A G). Hit
BIRR, B4R, AR, LBMRIIBVTIEAI AN XD
FHEAE SN, BBEARE T, BIZEToBEMBOMRE,
NI OARE RIS OMIBE (5 A), LEMEICB VTR
OWBIE LR STy 27 Y OMBEFRETH -7z (K6
A). a E#F=id, BEALEO BRI L BT SRR
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BETH o7 (M4 A C,E). BIBMEE, =Tl £
TOHEME AR oMBE I (N5 E), LEME =
AR TIEY 27 I OMIaMA L ORI BT SH -
72 ({6 C). TrF ik, FHTEELCKAR LR LENER
BB (M4 B, D, F), HBRMEH, ZXHEH T, &7
ORI L WS OMBEEI (U5 F), SEmE, =2
WEETIR Y 27 YRR OMIaFIZEETH 72 (F 6D).
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E-# FAY) v oMilamEs sy v 37 #FE$ 5 HMT, HE
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Fig.5. Immunostaining for E-cadherin (4), « E-catenin (B, C), « N-catenin (D), p-catenin (E), and actin (F) on the adjacent transverse
sections of the normal mouse dorsal root ganglion. A: The perikaya of small-sized cell bodies (arrowheads) and the surface of the
neuronal cell bodies (arrows) show reaction product. B: The perikaya of neuronal cell bodies (arrowheads) and the surface of the
neuronal cell bodies (arrows) show reaction product. C: The section counterstained by hematoxylin after the immunostaining clearly
show that the relationship between « E-catenin positive neuronal cell bodies (arrowheads) and satellite cells (arrows). D: The perikaya of
some neuronal cell bodies (arrowheads) and the surface (arrows) are positive for « N-catenin. E: The perikaya of almost all neuronal cell
bodies (arrowheads) and the surface (arrows) are positive for 2-catenin. F: The perikaya of almost all neuronal cell bodies (arrowheads)
and the surface (arrows) are strongly positive for actin. A, B, C, D, E, X 200
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Fig. 6. Immunostaining for E-cadherin (A), « E-catenin (B), A3-catenin (C), and actin (D) on the adjacent transverse sections of the
normal mouse sciatic nerve. Surface of myelin (arrowheads) and Schwann cell bodies (arrows) are positive for each antibodies. A, B, C,
D, X 200

w:-W’H "
Fig. 7. Immunostaining for « E-catenin of the mouse dorsal root. A: A longitudinal section clearly shows that myelinating Schwann cell

bodies (arrows) as well as paranodal portion (arrowheads) are positive for « E-catenin. B: A transverse section of dorsal root, showing
the reaction product on the surface of myelin (arrowheads) and Schwann cell bodies (arrows). A, B, X 200

Fig.8 Immunoblot analysis of the mouse spinal cord (line 1),
trigeminal nerve (line 2), dorsal root ganglion (line 3), and
sciatic nerve (line 4) with anti- « E-catenin, and anti- « N-
catenin antibody after immunoprecipitation using anti-E-
cadherin antibody (ECCD-2). Line 5 shows Western blotting
of normal dorsal root ganglion (« E-catenin) and normal
cerebral cortex (« N-catenin) as control. A band comigrating
with « E-catenin are seen in the line 2, 3, and 4, but not line 1.
No band with « N-catenin can be seen.
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FHFFIZ BT, v 7 ABRMREET, =g, AEiRC
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SR EICREOMAOMERTREAL, MR & SRR
DA, FHRETEOLNE®, TR, =T
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Egrbnb#EZohTwa, « B 5=k, LF, FFE,
B, B, NMBICROLNADY, PREMERTIE, BT
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NTFZYDRTIERL, LB, BETIE, NI FAY C3RH
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i, e NAToVEBEAERERRL T2 EEEITREE SN
TwaM, L4770y FOKRIE, BEBRE, STARICE,
a N-AITF = VERET, BEAFANY Y, aBEAF= U0 HL
Tz, EA PN Y, o BAFo b bREBRETY 2T >
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BNBY, 7, WMEFAR, MWERERENC, FSHEIavT
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IBIZRBETEEN NN Y ERETD a- BT = HBF0Th
DERTHLEPIIBEETELR Dok, IR, TOHMLTDq-
HFZYDORBEIL VT EIZMAT, BRLTW e BY
F=V, a NATZVDIEEAEN, BEh FANY YUHOH N
AN EREELTWATREED RIS, —FHEBICL 2BE
T, BHTOEH FAY 23— 8o SR MER I EEL,
T FFABEAETIIERD SNV, K, AT o NAF
ZU, N RAYUREICTFTADT 7574 7 — VWi
LTHEELTWAE?DD D EXh, FHOYFTATENSF
A Yoa N-B T = CEEED, MEREESBS TIEES FA
Vg BTy BEERPEABEL T2 HEMD 5 5.

FHMTOES FAY Y OFEBRIE, Y TAY AP, VT I2A
YFUDFEBEAE DTS Rexed IBE SR 2P, FH
Rexed IEOAMIERICIE, RESEHICOMT L —REEHRE
OFRBOMBENE L AT 29, FRERZETEST S K
BEMEOMIEEE, MO THZ I LML TS,
Simamura &5 P OREEROME T, D OBBEMEETEO
AHET FANY YBETH Y, B FAY i, BEEREE
ET A -RBEAROMBMARIIBET S ZEAVREIATY
53 TN, FHIEOERAORBHEEHICBVTS, B
FA) CBEMES N BEOMBTh > 22 iz—KT 5. 40
OFEMLRFICE DE-S FAY) ViE, TBOSMERO AL LT
MAERIZ DFEEL 72, SOOI &id, B4 FAY U@ g
WA T 2 MR UMECDHFET L REEZRTLO
Thb.

AT, MELBALETOMBHE-I T = v O%R
BRONIZ, p-hT =T, MEE TIZHFEIEL A FAY
VERETAZLETEOESICEETALOL, MIERHIC
RIELY 7T IVEEICESTA2b0L2H 5. FiEE, 7 FA
Vorla- W T2 VOEIIIAET HI LT, BEREDOLT Y -
FTDORAL v FELTHLDDEEZ LN TWBY, —), &
Fi, VAV MIEAYTFMERIIHETAEEL LR TY
BB MY N THET 4 FDORBMESZIIC, B-HT
Z DN THEANEBITL, BERS TV, ZO/E, %
EIICHREEOTBREFET LI EMONATWEY, 12,
FIREKRIE R ) R — ¥ 2 ORRKEEET (adenomatous polyposis
coli, APC) DEEMIM R-HF = LREATHON, Horwnidds
BOBEMBTERR- I T UMFERENDLR Y, p-HT=
v EBIEIRET L OBEITRBEE TV S P i RIE
WTh B-H T = 2, MBS B EAD Y 7 VOB
EPHETAHURMLNDY), SR EORIRENLELELNS.
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3. B P~ VIS, BIRWEEHTIE, R LS 2
EEHHIIZBETH o7, aBATFZ Ui, EEALETOH
Bl & wRETHIBICEETH o2, «a NI T, —HD
HEMN & R B TH > 7

4. BENEE, ZMETIE, B FANY Y, cEHFZ
LIy a7 B OMBERIC B TH - 7

5 HRETIE, E-# FAJ Y i3Rexed IBORIEHTH -
.« BATF= %, PO RN, BRI T,
REBEICERSEEETH o7, o N T =003, IKHE LK,
¥|ZRexed 178 & LKMo  BRiETH » 72,

PEDFERE Y, Z3AmiE, SFMEE L TR 2B

WCiE, BEA NN VL g BT U EARE R LTV S
LEZLNT:. TOBENRE, B BHAK0 —BomERE
BRIZIA T, HRARMEE CIIARMB O, =R, LEn
BIZBWTWE Y27 YHMilan, #RENOERME S ) 7 OBk
RHIZEEG LT EZEZ LN,
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Abstract

The calcium dependent cell adhesion molecule, E-cadherin, plays important roles in axon-axon contacts and stabilization
of the peripheral glial network. « and /3 -catenins form complexes with E-cadherin in the cytoplasmic region, and regulate
cadherin functions. The present study was performed to examine the expressions and localizations of E-cadherin and « - and
{3 -catenins in mouse neural tissues (cerebral cortex, cerebellum, brain stem, trigeminal nerve, spinal cord, dorsal root, DRG,
and sciatic nerve) by immunoblot and immunohistochemical analyses, to elucidate the roles of cadherin-catenin complex in
the nervous system. In immunoblot analysis, E-cadherin was expressed in the trigeminal nerve, spinal cord, dorsal root, DRG,
and sciatic nerve. « E-catenin and /3 -catenin were expressed in all tissues examined. « N-catenin was expressed in the
cerebral cortex, cerebellum, brain stem, spinal cord, and DRG. Immunohistochemically, E-cadherin was expressed in the
dorsal root, lamina II of the spinal cord, satellite cells and small sized neuronal cell bodies in the DRG, and Schwann cells. «
E-catenin was expressed in some of neurons and ependymal cells of the central canal of the spinal cord, satellite cells, some
neuronal cell bodies in the DRG, and Schwann cells. « N-catenin was diffusely expressed in the gray matter of the spinal
cord with enhanced immunoreactivity in lamina II and the central canal. Satellite cells and some neuronal cell bodies in DRG
were also positive. Immunoprecipitation using anti-E-cadherin antibody resulted in « E-catenin forming a complex with E-
cadherin in the trigeminal nerve, DRG, and sciatic nerve, but not in the spinal cord. E-cadherin- ¢ N-catenin complex was not
detectable. These results suggested that there are several types of cadherin-catenin complexes in the nervous system and that
E-cadherin- « E-catenin complex plays various roles in glial contact specifically in the peripheral nerves.



