
0.1M Phosphate Buffer

1.0 Scope: 0.1M Phosphate Buffer is used in the preparation of Sucrose solutions for cryoprotection.
2.0 Materials: 

2.1. Sodium Phosphate, dibasic, anhydrous (Na2HPO4) (Acros AC42437-5000 purchased via Fisher or equivalent).
2.2. Sodium Phosphate, monobasic, monohydrate (NaH2PO4 ∙ H2O) (Fisher BP330 or equivalent)
2.3. MilliQ Water
2.4. Weigh boat.
3.0 Equipment: 

3.1. 1 L Corning bottle.
3.2. Stir plate.

3.3. RNase free stir bar.
3.4. Magnetic stir bar remover.

3.5. 1 L filter system, 0.45 µm (Corning 431206 or equivalent) including Tygon tubing
3.6. Vacuum pump, bench vacuum system (Gast DOA-P104-AA or equivalent)
3.7. Graduated cylinder.
4.0 Safety:

4.1. Gloves.

4.2. Eye protection.

4.3. Lab Coat. 

Warning: Appropriate Personal Protective Equipment (PPE) should be used at all times while operating this protocol. If you are unsure what PPE you should be using, see your immediate supervisor.

5.0 Output:   

5.1. 0.1M Phosphate Buffer
6.0 Reference Documents:
6.1. EQ0020 Balance Calibration Validation
6.1.1. To be Published
6.2. RP0064 30% Sucrose for Cryoprotection of Brains after Perfusions
6.2.1. https://www.protocols.io/view/30-sucrose-for-cryoprotection-of-brains-after-perf-bg5ujy6w 

7.0 Setup:  

7.1. Obtain an RNase free 1 L bottle.

7.2. Place an RNase free stir bar in the bottle.
8.0 Methodology to Prepare 1L of 0.1M Phosphate Buffer (record all lot numbers in lab notebook or electronic tracking sheet):
8.1. Measure out 800 mL of MilliQ water and add it to the bottle.
8.2. Measure 14.85 g Na2HPO4 (sodium phosphate dibasic, anhydrous) in a weigh boat, add to the bottle.
8.3. Measure 2.0 g NaH2PO4 (sodium phosphate monobasic, monohydrate) in a weigh boat, add to the bottle.
8.4. Place on a stir plate and stir at a high speed until the solution is clear.
8.5. Adjust final volume to 1 L with MilliQ water.

8.6. Filter using a 1 L Corning filter system (0.45 µm) and a vacuum pump.
8.7. Label 0.1M Phosphate Buffer and include the date made.

9.0 Technical Information
9.1. Store at 4°C.
10.0 Disposal:

10.1. Excess or unused buffer may be disposed of directly into municipal sewer system. 

