DNA prep from human cells
	DNA prep using saline mouthwash
	DNA prep using hair root

	1. Write in your lab notebook if you are doing the saline mouthwash or the hair root procedure. Everybody must do the saline mouthwash method.

2. Swirl approximately 10 mL of 0.9% saline solution in your mouth for 30 seconds.

3. Spit this into a paper cup without grossing out your teacher (
4.  Using a p1000 transfer 1 mL (1000 uL) into a microfuge tube. If there are filter tips available, use a filter tip. 

5. Label the lid of your microfuge tube with your pin number. From here on, you will not be using your name; you will be using your unique pin number (that you choose).  Please make it a 4 digit number.

6. Put your tube in the microfuge with the hinge up. Spin your sample in a microfuge for 1 minute. Make sure the microfuge is balanced BEFORE closing the lid or starting the spin.

7. Observe there is a pellet at the bottom of the microfuge tube. If you put your tube with the hinge up, then your pellet should be beneath the hinge. If you do not have a pellet, spin your tube again for 2 minutes. Make sure the microfuge is balanced. 

8. Remove as much of your supernatant by pouring it back in your spit cup. BE CAREFUL if your pellet is not stuck to the side of your tube, it can fall out when you pour out the supernatant. If you still can not see a pellet, assume there is one located under the hinge (if you put your tube in hinge-up.)

9. With the little bit of supernatant that stays in your tube, resuspend the pellet. If you need more liquid to resuspend the pellet, get some of the clean 0.9% saline solution- no more than 20 uL.  Resuspending involves getting the pellet to dissolve back into solution.  The way this is usually done is by using a micropipettor and sucking up liquid. You shoot it on the pellet. Then you suck up some of the liquid and pellet. Shoot it back out. Repeat this until you no longer see the pellet.

10.  Withdraw 30 uL of solution and put it in the 0.2 mL microfuge tube. This is a small, thin walled tube that already has a solution in it. Do not take out the solution. You are adding to the solution. Swirl your 30 uL throughout the solution that was in the 0.2 mL microfuge tube. The solution that  was already in the tube is 5% Chelex. Chelex is a substance that binds divalent cations (like Mg+2) and other things that are in spit that could interfere with future reactions. 

11. DO NOT WRITE on the Chelex tube. Sharpie or any other ink that is written on the Chelex tube will come off in the thermal cycler and stain it.  Instead, you need to pay attention to where you put your sample in the thermal cycler. You should write your pin number in the square that corresponds to where you put your tube. You should also write this in your lab notebook.

12. Put your tube in the thermal cycler at 99(C for 10 minutes.  If it goes for 9 min or 11 min, it is not a big deal. This heating step is to break apart the cells- they should burst from the heat. The Chelex should grab onto the ions that DNA destroying enzymes would need to destroy your DNA.

13. Flick your tube to mix up the beads and the solution before placing the tube in a microfuge. 

14. Make sure you are using the 0.5 mL tube liners in the microfuge so the tubes don’t get stuck in the microfuge.

15. Spin for 1 minute.

16. Remove 60 uL of the supernatant- NO BEADS!  Place in a clean 0.5 uL microfuge tube labeled with your pin number.

17. Place this tube in the class’s micofuge tube rack in the refrigerator. You will be using this DNA for future PCR reactions. 
	1. Write in your lab notebook if you are doing the saline mouthwash or the hair root procedure. The hair root method is voluntary.

2. Grab at least one hair that has root cells still attached to it. Write down in your lab notebook how many hairs you use.

3. Cut off the part of hair that has the root (about 0.5 cm) and place this in the 0.2 mL microfuge tube containing Chelex.

4. DO NOT WRITE on the Chelex tube. Sharpie or any other ink that is written on the Chelex tube will come off in the thermal cycler and stain it.  Instead, you need to pay attention to where you put your sample in the thermal cycler. You should write your pin number in the square that corresponds to where you put your tube. You should also write this in your lab notebook.

5. Put this in the 99( C thermal cycler for 15 minutes.

6. Flick your tube to mix up the beads and the solution before placing the tube in a microfuge. 

7. Make sure you are using the 0.5 mL tube liners in the microfuge so the tubes don’t get stuck in the microfuge.

8. Spin for 1 minute.

9. Remove 60 uL of the supernatant- NO BEADS!  Place in a clean 0.5 uL microfuge tube labeled with your pin number.

10. Place this tube in the class’s micofuge tube rack in the refrigerator. You will be using this DNA for future PCR reactions.

Note: once you get to the heat warming step, you can be doing both a hair sample and a saline sample at the same time.




