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APPENDIX A

Dental Pain Assessment Form

Date

1. Name HN

Date of Birth / / Age years months

2. ‘Medical condition [ healthy

O complicated

3. Chief complaint
4. History of pain
Buccal
Buccal
» Does the child have pain today? [l yes O no
» How long did the child suffer from pain?
» What stimulate pain?
[J Food impaction [J Chewing [ Nothing [ other
> Nocturnal pain O yes O no
» Crying forpain  [J yes O no

» Duration of pain [ continuous [ intermittent

» When was the last pain?
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» Treatment prior to this visit ] yes L no
» Other
5. Clinical appearance
> Dental caries [] yes, location [ no
» Swelling [ yes, area [ no
» Gumboil 1 ves, size area O ne
> Mobility [ yes £l no
> Fistula [ yes [ no
» Pain on percussion 7 yes £l no
6. Radiographic findings
» Root resorption
Level of resorption
Tooth Root No resorption <1/3 1/3-2/3 =2/3
Upper Mesiobuccal
# Distobuccal
Palatal
Lower Mesial
# Distal
» Radiolucency [ no [J at furcation size [] at apex size
» Other
7. Diagnosis

8. Treatment
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The past severest pain

Visual analogue scale

0 10

Taitan Urmunniiga

Score

Wong-Baker Faces Pain Scale
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APPENDIX E

WESTERN BLOT PROTOCOL
Equipment Required for Western blotting

e Western blotting setup

— Gel electrophoresis chambers

— Membrane transferring chamber

— Power supplies
e Polyvinylidene fluoride (PVDF) membranes
e Water bath
e Orbital shaker
e Homogenizer

e Vibratome

Solutions for SDS-PAGE Western Blotting

e 1.5M Tris; 0.4% SDS; pH to 8.8 with HCI (500ml)

- SDS 20¢g
— Tris 909 ¢
— ddH,0O 300 ml

Adjust pH to 8.8 and add more ddH,O to 500 ml
e 0.5M Tris; 0.4% SDS; pH to 6.8 with HCI (500 ml)

— SDS 20¢g
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— Tris 3025 ¢
— ddH,0 300 ml
Adjust pH to 8.8 and add more ddH,O to 500 ml
e 2X Sample Buffer
—  Glycerol 2.0 ml
— SDS 6.0¢g
— Tris l4g
Adjust to 100 ml with ddH,O
e [Loading buffer
— 100 pl of 10% 20-mercaptoethanol
— 900 ul of 2X sample buffer
— 5 ul of 8% bromophenol blue in ethanol

e 10X Running Buffer ( 1L)

— Tris 303 ¢
—  Glycine 1442 g
— SDS 10.0g

Adjust to 1,000 ml with ddH,O
e 10X Transfer Buffer (1L)
— Tris 303 ¢
— Glycine 1442 ¢
Add 100 ml of 10X Blotting Buffer to 200 ml of methanol and 700 ml

of ddH,O to make 1L of 1X Blotting Buffer
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e 10X TBST
— Tris 242 g
— NacCl 80 g

To make 1X TBST, add 100 ml of 10X TBST and 1 ml of Tween20 to

900 ml of ddH,O
¢ Blocking solution
— 100 ml of 10X TBST
— 900 ml of ddH,O

— 5% non-fat dry milk

Preparation of SDS-PAGE

e 10% Separating gels (2 gels)

ddH,O

30% Acrylamide

1.5M Tris-HCI (pHS.8)
— 10% Ammonium persulfate
— TEMED
o 4% Stacking gels (2 gels)
— ddH,O
— 30% Acrylamide
— 0.5M Tris-HCI (pH6.8)
— 10% Ammonium persulfate

- TEMED

5ml
4 ml
3 ml
60 ul

15 ul

3.5ml
1 ml
1.5ml
50 ul

Sul
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o After the separating gel reagent is poured, a small amount of isobutanol should
be added on top of the gel.

e Leave separating gel about 30 min

o After the gel is set, blot the isobutanol, wash with ddH,0O, and blot it.

e Add stacking solution on top of the separating gel, and place the well-forming
comb very quickly, because stacking solution can set in 30 seconds after

addition of 10% Ammonium persulfate and TEMED.

e Leave stacking gel about 15 min and pull off the well-forming comb gently

Immunoblotting

Move gels into electrophoresis tank

'

Loading samples

'

Run gel at 90 volts for 10 minutes, then increase voltage to 120 volts for 90 minutes

v

Transfer gel to PVDF membrane at 90 volts, 90 minutes

.

Incubate membranes in Ponceau S staining about an hour

.

Wash in ddH2O until the background is clean

v

Block membrane with 5% non-fat dry milk in 0.1% TBST for 1 hour

on an orbital shaker

v

Discard the blocking solution

v

Add primary antibodies and incubate overnight at 4°C:
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e 1:200 of rabbit polyclonal anti-sodium channel Nay1.8 in 10% non-fat dry
milk in 0.1% TBST

e 1:200 of rabbit polyclonal anti-sodium channel Nay1.9 in 5% bovine serum
albumin in 0.1% TBST

e 1:200 of rabbit polyclonal antibody to MMP-9 in 1% non-fat dry milk in 0.1%
TBST

e 1:400 of rabbit polyclonal antibody to PGP9.5 in 10% non-fat dry milk in
0.1% TBST

e 1:1,000 of rabbit monoclonal antibody to B-actin in 0.1% non-fat dry milk in
0.1% TBST

.

Wash the membranes with 0.1% TBST 6x5 minutes

v

Add 1:5,000 of goat anti-rabbit antibody conjugate horseradish peroxidase in

0.1% TBST for 1 hour on an orbital shaker

'

Wash the membranes with 0.1% TBST 6x5 minutes

ECL exposure to film

Mix reagent A and Reagent B 1:1

v

Pipette the mixed reagent on to the membrane

'

Incubate for 1 minute at room temperature

v

Place the membrane within the plastic wrap and gently smooth out air bubbles

'
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Place the wrap blots side up on an x-ray film cassette

'

Close the cassette and expose for 1 minute or up to the signal strength of protein

bands and apecificity of primary antibody

v

Develop the film immediately, fix and wash the film
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