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Enzyme-linked immunosorbent assay (ELISA) kit

Nerve growth factor (NGF)
NGF Ena®ImmunoAssay System 1Promega,

96 well plate  Anti-NGF Polyclonal Antibody (pAb) pAb10
Carbonate coating buffer 10 100
1
Block&Sample IXBuffer 200 pAb  plate
1 100 5
Wash buffer 5
Monoclonal antibody (mAb)  Ant-Rat IgG, HRP Conjugate 100
2
Wash buffer 5
TMB 100
Stop Solution 50 ' 1 Optical density (0.D.) 450
NGF NGF ( 1 J)
NGF 2
fajj
0.D.a 450 NGFin«  (ng/ml)

0.126 1

0.0765 0.5
0.0465 0-25
0.023 0.125
0.0595 0.05

1 NGF



NGF (ng/ml)
o o o
[}

y = 7.32x

0.083
05

14
21
28

0.083
05

14
21
28

0-D. 450]
A
0.363
3.075
1.005
0.649
0.397
0.131
0.096
0.069
0.076

2.65
22.51
7.35
4.75
2.90
0.96
0.71
0.51
0.55

0.D.

0.06 0.08 0.1
0.D.
NGF
NGF
B Collagen
0.282
1.385
0.249
0.119
0.177
0.084
0.076
0.037
0.066
NGF (ng/ml)
B
2.06 1.72
10.14 1121
1.82 791
0.87 4.44
1.29 3.15
0.61 0.92
0.56 0.61
0.27 0.40
0.48 0.36
450 NGF

0.12

0.234
1.532
1.080
0.606
0.431
0.125
0.083
0.054
0.049

0.14
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bFGF (basic fibroblast growth factor)
Quantikine® Human bFGF Immunoassay, R&D Systems,

Assay Diluent RD1-43 100

100
Wash buffer 4
bFGF Conjugate 200
Wash buffer 4
Substrate solution 200

Stop solution 50
Optical density (0.D.)

(2

1 0.D. 450 nm

0.D.
3.250
1.854
0.969
0.511
0.301
0.186

96 well plate
2
2
30
30 450 570
3 bFGF
bFGF 4
hFGF
0.0. 570 bFGF

bFGF (pg/ml)
320
160
80
40
20
10

3.5

bFGF
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4 OD. 450 570 bFGF

0.0. 450 570 ( bFGF

Gelatin A Gelatin B Collagen
0 3.529 3.556 3.703
0.083 3.629 3.347 3.530
05 3.587 3.743 3.878
1 3.310 3.266 3.957
3 1.022 1.036 1.977
7 0.340 0.401 0.555
14 0.202 0.222 0235
21 0.095 0.090 0207
28 0.312 0.224 0.085
bFGF (pg/ml) 0.D. 450 570 bFGF
Gelatin A Gelatin B Collagen
0 335.17 337.76 351.72
0.083 344.68 317.96 335.28
0.5 340.74 355.53 368.33
1 314.42 310.19 375.85
3 97.04 98.40 187.76
7 32.27 38.06 52.73
14 19.17 21.04 22.32
21 9.06 8.55 19.68
28 29.66 21.28 8.03
1 A
B ( 100 PBS/0.1% BSA)
« A B
NGF (ng/ml) 31.61+2.62 32.7948.78 15.05£7.47
bFGF (ng/ml)x103 1890.28+30.17* 1408.01+168.54" 1403.18+49.57"
A B
}
NGF 31.61+2.62 32.79+8.78 15.05¢7.47
bFGF 1.89+0.03 1.41£0.17 1.4040.05

p<0.05 bFGF
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2,4,6-trinitro-benzen sulfonic acid (TNBS)

L 5 1
NaHCO3 ( 4
pH85) 1 TNBS ( 05
) TNBS
40 2
2. 6 N (6N HC) 2
60 90
3. centrifuge (KUBOTA, )
TNBS

4, 415

spectrophotometer (Thermo Spectronic, Genesys 10UV scanning)
P-aianine
1

(Degree of Cross-linking) = (L - ! ) X100 (.0



1.000

0.800 -

— 0.600 -

0.400 -

0.200 -

0.000 +=

y = 37.108x
R? = 0.9953

0.000

T T T

0.005 0.010 0.015 0.020 0.025
Beta alanine (mg)

P-alanine

0.030
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Sterile pouch (

J) (Steri-Vac™gas sterilizer,3M
1SA 2)
(Vacuum pump) (Sterilization
chamber)
( 513 )
240 20
2
240 B 10
30
2 240 mB
5+ 3
40
200 mB 62
60 mB
240 mB 20

(Steri-Vac™ aeration
cabinet,3M 1SA) 15
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PLCL Col Plasma
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PLCL
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PLCL Col plasma Gamma
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0.80£0.16

, PLCL GeA

PLCL GeA Gamma

1.060.17

PLCL GeB Plasma

0.97+0.13

PLCL GeA Gamma
0.86+0.16

PLCL GeB Plasma
0.85+0.22

PLCL GeB

1.05£0.19
PLCL GeB plasma
Gamma

0.98+0.25

PLCL GeB
0.85£0.13

PLCL GeB plasma
Gamma
0.80£0.19

PLCL A,
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PLCL 3% non prefreeze template PLCL 3% prefreeze template
3
() () ()
1.62£0.09 0.13£0.04 8 1.6340.07 0.31£0.03 b
PLCL 4% non prefreeze template PLCL 4% prefreeze template
() ' ()
()

1.64:0.07 0.1240.06 8 163£0.05 0.60£0.06 °
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MTT assay
1 PLCL 24
2. Dulbecco’s modified eagle medium (DMEM)
350
1929 2x104 1 24
(incubate) 5% C02 b 24, 12

MTT (3-(4, 5-Dimethylthiazol-2-yl)-2, 5-diphenyltetrazolium bromide) assay [Liu, H.
2004]
4, 5% CO

PBS buffer
5. MTT  DMEM phenol red 05 /
30
6.  (3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide ~ MTT
enzyme mitochondria dehydrogenase

formazan (formazan) dimethyl - sulfoxide
(DMSO) glycine buffer 91

8.

spectrophoto meter 570

1[Liu, H, 2004]
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Gel Permeation Chromatography (GPC)
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1 (Fixation)
sciatic 3% 1
2 PBS01 M pH 7.4
PBS 3 10
Cacodylate buffer0lmpH74 3 10
Osmium tetroxide 1% 2 Cacodylate buffer 0.0 m pH 7.4
3 10
2. (Dehydration)
70% 1 80% 1 1
95%2 ,100%2
3. Clearing Propylene oxide 2
15
4, (Infiltration)
Propylene oxide: epon 11 1 Propylene oxide: epon
1:2 1 epon 100% 1
) (Embedding)
epon 100%
6. (Polymerization) ' epon
60 BIN )
1. (Block trimming)
epon
8. (Sectioning) 7 Ultramicrotome
1 ,
) (Mounting)

80
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10. (Staining) 9 p-Phenylenediamine

1 80

Xylene
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