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Investigation of the likelihood to elucidation and the clinical application of an
unknown ligand of EphA4
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(1)Detection of the RNA by ISH.About mouse Epha4 gene, we performed ISH using the
paraffin section of the instar knee joint on mouse 7th and tested expression of mRNA.A color development
was found in the region thought to be the fibrous layer of the periosteum around the bones and a sarcous
part with the P7 mouse knee joint, but the color development was not found in the chondrocytes of the ar-
ticular surface.A color development was found in the region thought to be the fibrous layer of the
periosteum around the bones and a sarcous part in E18.5 in the same way as time of the P7 mouse, and a
color development considered to be cells-specific was found in the cartilaginous tissue of the articular
surface. (2)Detection of the protein by the immunostain.ephrinA2,ephrinB2 confirmed a manifestation with
the knee joint of the P7 mouse about ephrinB3, galectin with E18.5 mouse, respectively.The thing which
resembled EphA4 in a manifestation was confirmed.
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Ephrin A2 rabbit pAb Bioss
bs-9758R

Ephrin B2 rabbit pAb biorbyt

0rb183286
Negative control rabbit Ig Dako X0936
2
Ephrin A2
E18.5
Microwave, Citrate
buffer pH6.0
Proteinase K

10ug/ml, 2ug/ml, 0.4ug/ml

E18.5
Microwave, Citrate
buffer pH6.0
Proteinase K

2ug/ml, 0.4ug/ml
Ephrin B2
E18.5
Microwave, Citrate
buffer pH6.0
Proteinase K

10ug/ml, 2ug/ml, 0.4ug/ml

3

PBS

Microwave, Citrate buffer
pH6.0
Proteinase K

PBS 5 x3

0.3 /
30

TBS 5 X3

G-Block

(Genostaff GB-01) 10
Avidin/Biotin Blocking Kit (Vector
SP-2001)
4
Ephrin A2
Ephrin B2
Negative control rabbit Ig
10ug/ml, 2ug/ml, 0.4ug/ml

TBST 5 %2
TBS 5 x1
30
Anti-Rabbit Biotin Dako E0432
TBST 5 %2
TBS 5 x1
PO (
426062) 10
TBST 5 %2
TBS 5 x1
DAB/H:20s
ISH Epha4
1.
1 C57BL/6 7
2
G-Fix Genostaff 2
3
G-Chelate Mild Genostaff 2
8
4
G-Nox Genostaff
CT-Pro20 Genostaff
5 Spm
2. ISH
1 Epha4-1 Epha4-2
Epha4-3 Epha4-3L
2 E14.5

cDNA Genostaff
in vitro transcription

DIG RNA Labeling Mix
Roche
3 ISH Reagent Kit Genostaff
G-Hybo
G-Wash
G-Block
4 Proteinase- K Wako
5

- Roche



6 NBT/BCIP Sigma

7 Kernechtrot Stain Sol. Muto
8 G- Mount Genostaff

3.

P7 mouse knee joint was dissected, fixed
with G-Fix (Genostaff Co., Ltd.), decalcified

with G-Chelate  Mild (Genostaff),
embedded in paraffin  on CT-Pro20
(Genostaff Co., Ltd.) wusing G-Nox

(Genostaff Co., Ltd.) as a less toxic organic
solvent for Xylene, and sectioned at 5um.
In situ hybridization was performed with
the ISH Reagent Kit (Genostaff Co., Ltd.)
according to manufacturer's instructions.
Tissue sections were de-paraffined with
G-Nox, and rehydrate through an ethanol
series and PBS. The sections were fixed
with 10% NBF (10%Formalin in PBS) for
15min at RT and washed in PBS, treated
with 4 ug/ml ProteinaseK (Wako Pure
Chemical Industries, Ltd.) in PBS for
10min at 37C and washed in PBS, re-fixed
with 10% NBF for 15min at RT and
washed in PBS, placed in 0.2N HCI for
10min at RT and washed in PBS, and then
placed within a coplin jar containing
1xG-Wash (Genostaff Co., Ltd.), equal to
1xSSC. Hybridization was performed
with probes at concentrations of 300ng/ml
in G-Hybo (Genostaff Co., Ltd.) for 16hr at
60C. After hybridization, the sections were
washed in 1xG-Wash for 10min at 50C,
50% formamide in 1xG-Wash for 10min at
50C. Then the sections were washed
twice in 1xG-Wash for 10min at 50C, twice
in 0.1xG-Wash for 10min at 50C, and twice
in TBST (0.1% Tween20 in TBS) at RT.
After treatment with 1xG-Block (Genostaff
Co.,Ltd.) for 15min at RT, the sections were
incubated with anti-DIG AP conjugate
(Roche Diagnostics) diluted 1:2000 with
x50G-Block (Genostaff Co., Ltd.) in TBST
for 1hr at RT. The sections were washed
twice in TBST and then incubated in
100mM NaCl, 50mM MgCI2, 0.1%
Tween20, 100mM  Tris-HCI, pH9.5.
Coloring reactions were performed with
NBT/BCIP solution (Sigma-Aldrich Co.
LLC.) overnight and then washed in PBS.
The sections were counterstained with
Kernechtrot stain solution (Muto Pure
Chemicals Co.,Ltd)., and mounted with
G-Mount (Genostaff Co., Ltd.).
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