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(Purposive Sampling)
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' 25 % Glutaraldehyde 12

25 % Glutaraldehyde

2-3
2.5 % Glutaraldehyde 12-24
0.1 MPhosphate Buffer 7.4
21 25% Glutaraldehyde 4°c
0.1 MCacodylate Buffer pH 7.4 (3
10 mins)
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2.2 1% Qsmium tetraoxide (0 04 2
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2.3 0.1 MCacodlylate Buffer pH 7.4 (3
10
10 % alcohol 2 10 '
80 % alcohol 2 0 %%
alcohol2 10 100 % alcohol 3 15
Propylene oxide 2 15 2
Propylene oxide : Epoxy resin -~ I( 11)
1 2 ( 12) 1218

100% Epoxy resin 1-2
1011 60°c 2-3
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32 1 % Para-phenylenediamine 0.3 mg
0 m hot plate
2-3
ultramicrotome 13
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(light microscropic)
axon
CCD capture import
Image-Pro Plus*
( age proplus

)
(Nerve morphometry by Image Proplus
Analysis) 2
L (Total COUN)
0.012 mm2 fascicle
2 Three -window method fascicle
3 2
fascicle

1 Threg-win 0.036 2 Three-win 0.072 3 Three-win 0.108
4 Threg-win 0.144 5 Three-win 0.180 6 Three-win 0.216
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1 1 fascicle (
1 Three-win 0.036) 6 fascicles ( 6 Three-win
0.216) 17 1 fascicle 2 fascicle
18
-,
18 2 fascicle
Import Image proplus
1 image proplus 19
2. toolbar Express-series capture 20

3, start preveiw snap
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fascicle 1 (NF)
18
J fascicle (calibration
] measurements

J polygon AQI (

1 ( FANF)
4x
FA 4x

4x  measure)
toolbar
toolbar)
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J mouse fascicle ( )
fascicle
(Jim Excel
2 1 2 (MF.DMF, ,Da)
myelinated fiber 1 myelinated fiber 1
myelinated fiber axon Image
proplus 40x 21
(calibration ‘40X) 22

o T . e R AN 5 —— B e

<l o ] S o i e o ..'M. A e
519 21 uaassietanmidulszaminanueane # (Aaee81e 40x) 7 snap uda

snap 40x 1process  color channel
-Nextract Lprocess"Milter*~enhancement median  apply “éclose
1 process 4  Threshold
segmentation window Napply mask "éclose
check  range 128-255
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2.1
J menu bar  count/size 2
1. automatic bright object 23
select measurements area .center X .center ,

diameter mean .hole area .hole (1)
options  with hole .object 1green 18 connect Lnone
- count toggle on/off  spit object (

Area match get myelin &axon area

23 automatic bright object
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2 automatic dark object
select measurements area .center « .centery,
diameter mean 24
options out ling .object Igreen 18 connect, all border
-count toggle on/foff

Area match bright get axon area

24 ' automatic dark object

2.2
3 1 bright .dark 25
2
( hole area bright ~ area dark

center Tolerance 2 )

25 area match
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2.3 2 Three-window sampling
myelinated fiber (MF), myelinated fiber
(Ds), axon (Da)

J myelinated fibers 1 (DMF)

] myelinated fibers ~ axon

] g-ratio

* Histogram myelinated
fibers

J (agreement) 2

Intraclass correlation (ICC)
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