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Development of molecular targeted drug usin%_high;resolution epitope mapping: a
novel therapeutic strategy for intraocular fibrotic scarring
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In the retinal pigment epithelium of laser-induced choroidal
neovascularization model mice, protein X was clearly localized in or near collagen -1 labeled
fibrotic scars. In addition, it was clarified that Protein X has an action of promoting fibrosis of
retinal pigment epithelial cells. The functional epitope region structure in Protein X was
specified, and it succeeded in creating the functional antibody which is more excellent in the
neutralizing activity than the existing antibody.
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1)
8 C57BL6/J
(Shizuoka, Japan) ( ®P: mydrin-P)

( ®: hyalein) 0.1%
(MC500; ,Aichi, Japan)
6 ( : 647 nm 250 um : 100
msec : 120 mW)

2
4% 01 M
(phosphate buffer: PB) (pH 7.4) 2 uL 1 25%
0.1M PB (pH7.4) 48 O.C.T. compound
( , Tokyo, Japan) 10 pm
(phospate buffer saline: PBS) 10 M.O.M
blocking reagent (Vector Labs, Burlingame, CA, USA) 1 PBS 5
( : M.O.M protein concentrate  PBS ) 4C 1
PBS ( : M.O.M protein concentrate  PBS
) 1 Hoechst 33342 (Thermo Fisher Scientific, Waltham, MA, USA)
Fluoromount (Diagnostic Bio Systems,
Pleasanton, CA, USA)

(©)
(ARPE-19) American Type Culture Collection 10%
FBS 100 U/mL 100 pg/mL dulbecco’s modified eagle’s
medium/ham’sF12 nutrient (DMEM/Ham’sF-12) ( ) 37°C 5% CO;
3 4

(4)



30 Triton X-100/PBS 30 0.05%

Tween 0.01 M PBS (T-PBS) 1% (bovine serum albumin:

BSA) /PBS 1 T-PBS ( : 1% BSA/PBYS)
4°C 1 T-PBS ( :1%BSA/PBS)
1 Hoechst 33342 PBS

rabbit anti-fibronectin antibody (1:500; Abcam)
Alexa Fluor®488 goat anti-rabbit 1gG (1:1,000; Thermo Fisher Scientific)

©)

(TR-rPCT) 10%FBS DMEM 30,000
cells/mL 48 1.0% FBS DMEM recombinant rat
VEGF 10ng/mL  recombinant rat Protein X (20 ng/mL) recombinant rat TGF-$ (5.0 ng/mL)

2 144
(6)
SDS polyacrylamide gel (SuperSep 5-20%) ( )
1
3uL 10pL 1
20 mA cathode buffer (25 mM Tris 40 mM 6-aminohexanoic
acid 20% methanol) 15 15 15
anode buffer 2 (25 mM Tris  20% methanol) 15 Anode buffer 1 (0.3 M Tris  20%
methanol) anode buffer 2 cathode buffer
0.8mA/cm2 0.05% Tween
0.01 M tris buffered saline (T-TBS) Blocking One-P ( , Kyoto, Japan)
30 T-TBS ( : Can Get Signal Solution 1)
4C T-TBS ( : Can Get signal solution 2)
1 T-TBS ImmunoStar LD ( , Osaka, Japan)
luminescent image analyzer (LAS-4000; Fuji Film, Tokyo, Japan) Amersham Imager

680 (GE lifescience, Chicago, IL, USA)

(7) RNA
X conditional knockout (cKO)

Welch’s t-test (p < 0.05)
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"P<0.01, vs. Control (Student’s t-test). ¥P<0.01, vs.
(Student’s t-test).
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