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APPENDIX C
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APPENDIX D

Standard Protocol

1. Preparation of Minimum Essential Medium Eagle, Alpha modification (a-MEM)
- Prepare 900 mL of De-ionized distilled water (DI water).

- Add 1 bottle of a-MEM (MO0644-1L, Sigma-Aldrich) in DI water and mix

with magnetic stirrer.
- Add 2.2 grams of sodium hydrogen carbonate.
- Adjust volume to 1,000 mL with DI water.

- Store at 2-8 °C until use.

2. Preparation of 500 mL of a-MEM complete medium
- Prepare 445.5 mL of a-MEM in beaker.
- Add 0.5 mL of L-ascorbic acid.
- Add 5 mL of Antibiotics (Penicillin-Streptomycin).
- Filter sterilization of the mixed solution with 0.2 um pore size micro-filters.
- Add 50 mL of fetal bovine serum.

- Store at 2-8 °C until use.

3. Preparation of Phosphate-buffered saline (PBS) using PBS tablets (600 mL)
- Add 3 PBS tablets (Sigma P4417) to 600 mL of DI water.
- Autoclave

- Final pH=7.2

58



4. Preparation of stock solution of 1% Triton X-100 in PBS (50 mL)
- Add 0.5 mL of Triton X-100 (Sigma T9284) to 49.5 mL of PBS
- Gently mix

- Store at 2-8 °C until use.

5. Preparation of 3% Bovine Serum Albumin (BSA) in PBS with 0.05% Triton X-
100 (5 mL) (Freshly prepare)

- Prepare 4.75 mL of PBS in tube.

- Add 0.25 mL of stock solution of 1% Triton X-100 to obtain 5mL of 0.05%
Triton X-100.

- Add 0.15 grams of BSA (Merck Millipore 83-100).
- Gently shake.

- Filter sterilization of the mixed solution with 0.2 um pore size micro-filters.

6. Preparation of 1:100 diluted rabbit primary antibody against fibronectin (3 mL)
(Freshly prepare)

- Prepare 2.97 mL of 3% BSA in PBS with 0.05% Triton X-100.

- Add 30 pL of primary antibody against fibronectin (Sigma F3648)

7. Preparation of 1:100 diluted fluorescein-conjugated anti-rabbit 1gG (3 mL)
(Freshly prepare)

- Prepare 2.97 mL of PBS.

- Add 30 pL of fluorescein-conjugated anti-rabbit IgG (Sigma F9887)
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8. Preparation of 0.5 pg/mL of 4', 6-diamidino-2-phenylindole (DAPI) (3 mL)
(Freshly prepare) from the stock solution of 1 mg/mL DAPI

- Ten-fold serial dilution of stock solution of DAPI (Sigma D9542) with PBS to
get the concentration of 0.5 pg/mL

9. Protocol for fibronectin immunocytochemistry

Fix cells onto dentin slices with 4% paraformaldehyde (PFA) at 4 °C for 10 minutes

4

Permeabilized in 0.1% Triton X-100 in PBS 50 uL, 10 minutes, room temperature

U

Block in 3% BSA in PBS with 0.05% Triton X-100 50 pL, 1 hour, room temperature
Incubate in 1° antibody in 3% BSA in PBS with 0.05% Triton X-100 (1:100)
50 L, 4°C, overnight
Wash with 100 pL of PBS for 5 minutes (3 times)
Incubate in fluorescein-conjugated anti-rabbit 1gG in PBS (1:100)
50 pL, 2 hours, room temperature

[

Wash with 100 pL of PBS for 5 minutes (3 times)

[

Incubate in 0.5 pg/ml of DAPI, 50 pL, 15 minutes, room temperature

0
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Wash with 100 pL of PBS for 5 minutes (3 times)

I

Monitor under fluorescence microscope at 200X magnification
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APPENDIX E

Number of fibronectin-positive staining cells per microscopic field

Optical density determined by spectrophotometer
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