
0.9% Saline Solution
1.0 Scope and Applicability: 0.9% Sterile Saline solution is used as an initial rinse for the brains of mice prior to perfusion. 
2.0 Materials: 

2.1. Sodium Chloride (JT Baker 4058-05 or equivalent)
2.2. MilliQ H2O
3.0 Equipment: 

3.1. Sterile disposable 2 L bottle or 1 L bottle 
3.2. Weigh boat

3.3. Stir plate

3.4. Stir bar
3.5. Vacuum pump (Gast DOA-P104-AA or equivalent) or building vacuum line
3.6. 500 mL filter flasks
3.7. 500 mL filter system, 0.45 µm (Corning 431206 or equivalent)
3.8. Tygon tubing

3.9. Graduated Cylinder (1 L)

3.10. Calibrated Balance

3.11. Magnetic stir bar remover
4.0 Safety:

4.1. Gloves

4.2. Eye protection
4.3. Lab Coat
5.0 Output:   

5.1. 0.9% Saline Solution
6.0 Reference Documents:
6.1. EQ0020 Balance Calibration and Validation
6.1.1. To be Published
Warning: Ensure that you have been properly trained using sterile techniques before starting this protocol. 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.
7.0 Setup:  
7.1. Obtain sterile 1 L bottle
7.2. Obtain 1 L graduated cylinder
7.3. Place a stir bar in bottle

8.0 Methodology:
8.1. Record all lot numbers and volumes used in the appropriate reagent prep lab notebook or electronic reagent tracking form.
8.2. Measure 9 g sodium chloride in a weigh boat, on the calibrated balance.

8.3. Add the 9 g of sodium chloride to a clean disposable 1 L bottle.

8.4. Add 950 ml of MilliQ H2O to the 1 L bottle, after the NaCl has been added; all volume measurements should be made using the graduated cylinder.  
8.5. Place a clean stir bar in the bottom of the bottle and place the bottle on a stir plate.

8.6. Stir the 0.9% Saline solution at medium speed until it has cleared, and all solid has dissolved.  

8.6.1. To ensure all solids have gone into solution, stop the stir plate and allow the solution to settle; if particulate matter is observed, continue stirring until it is no longer present.

8.6.2. Once clear, the solution is ready to be brought to the correct volume of 1 L. 

8.7. Pour the 950 mL solution from the 1 L bottle into the graduated cylinder and adjust the volume up to 1 L with MilliQ H2O. 

8.8. In the fume hood, using the Corning 500 mL filter system, filter the 0.9% saline solution through the 0.45 µm filter provided.

8.8.1. Using Tygon tubing, attach the Corning filter system to a 500 mL filter flask, and then attach the filter flask to the Gast vacuum pump that sits directly outside of the fume hood or attach tubing to building vacuum line.  Turn on the vacuum.

8.8.2. If desired, the solution can also be split into two 500 mL sterile bottles.
8.8.3. After filtering is complete, label bottle with the preparer’s initials, “0.9% saline solution” and the date it was made.  Store the bottle at 4ºC.

8.8.4. Use sterile technique when handling filtered solution.
9.0 Take Down:  
9.1. Rinse graduated cylinder thoroughly with MilliQ H2O.
9.2. Empty bottles should be rinsed and placed in the recycling container. 

9.3. Return NaCl to appropriate storage cabinet.

9.4. Clean work area and balance.

9.5. Disposal: unused 0.9% Saline solution can be disposed of directly into municipal sewer system. 
10.0 Technical Information:
10.1. QC: 0.9% Saline solution should be clear and free of all particulate matter.
10.2. Storage: solution can be stored at 4ºC for up to one year.
