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Shipping cell pelleted to RNA Center: 

1. Complete sample manifest (download a blank copy here) and email to rnacenter@ucsd.edu. 
• Please be sure to complete all fields 
• Please be sure that your samples are in 1.5 mL tubes clearly labeled with the same Sample ID as indicated on your sample submission form. 
• Please also label the side of the tubes with your last name.  

2. Samples must be flash frozen in liquid nitrogen or dry ice + ethanol. Each of the samples bust be submerged for at least 30 seconds before storage in -80C before shipping. 

3. Samples must be shipping on sufficient amount of dry ice. Good rule of thumb is 10 pounds of dry ice for 24 hours of shipping. 

Shipping Address:
RNA Center
Room 3113, Wet Lab
2880 Torrey Pines Scenic Drive
Sanford Consortium for Regenerative Medicine
La Jolla, CA 92037















eCLIP: Preparation and UV crosslinking of cultured cells

Required materials:
1. UV crosslinker with 254-nm wavelength 
2. Liquid nitrogen or dry ice (flash freezing samples)
3. 1 x DPBS (chilled)
4. Cell counting system 

Note: On day of harvest, cell viability must exceed 95% to ensure RNA integrity.  
ENCODE uses approximately 20 million cells per replicate, equivalent to one 10 cm plate of HEK293 cells.
 
For Adherent Cells (HepG2 & HEK293)
1.  Aspirate media, and wash the plate gently 1x with chilled PBS.
2. Add a thin layer of PBS just enough to cover cells (3 mL for 10 cm dish, 500 µl per       well of 6 well).  
3. Put plate(s) on a layer of leveled ice or chilled metal block and place inside the crosslinker.  Be sure to remove the lid before crosslinking. 
4. Remove plate lids and start UV cycle (400 mJ/cm2, i.e. type 4000 into Energy setting, takes ~60 sec).
5. After crosslinking, scrape cells. For cells like neurons (especially if highly confluent) it may be possible to detach the cells as a sheet by pipetting around the edge of the cells until the entire sheet is free.
6. Harvest cells with a serological pipette and collect in a 15 mL conical tube. Keep the tube on ice.
7. Wash the plate with a small amount (3-5 mL) of PBS and add to the harvested cells.
8. Spin at 300 x g for 3 min.
9. Aspirate supernatant and resuspend cell pellet in PBS to desired cell concentration per milliliter PBS.
10. Dispense volume corresponding to desired cell number in 1.5 ml microcentrifuge tubes or 15 ml conical tubes.
11. Spin at 300 x g for 3 min.
12.  Aspirate PBS and flash freeze pellet in liquid N2, ideally. Store at -80 until use.

For Suspension Cells (K562)
1.  Start by counting your cells in culture.
2. Spin down cells to be crosslinked at 300 x g for 3 min.
3. Aspirate media and resuspend pellet in PBS to a concentration of ~6 million cells/ml. Place on ice.
4.  Chill 10 or 15 cm dish(es) on ice or on ice cold metal block.
5.  Add cells to chilled dish(es). 10 cm dish = 3 ml (~18-20M cells), 15 cm dish = 10 ml (~60M cells).
6.  Remove dish lids and crosslink on ice or cold metal block (400 mJ/cm2, i.e. type 4000 into energy setting, takes ~60 sec).
7.  After crosslinking, transfer all cells into conical or bottle and place on ice.
8. Wash dish(es) with small amount of PBS to retrieve additional cells and add to rest of cells.
9.  Spin crosslinked cells at 300 x g for 3 min.
10. Resuspend crosslinked cells in cold PBS to a concentration of 20M cells/ml.
11. Add 1 ml of crosslinked cells into labeled 1.5ml Eppendorf tubes.
12.  Spin at 300 x g for 3 min.
13. Aspirate PBS and flash freeze pellet in liquid N2 (ideally) or dry ice. Store at -80 until use.
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