SILAC PREP for iPOND
Reagents Get quotes for heavy amino acids. Currently we order from CIL (Cambridge Isotope). The quote price is SIGNIFICANTLY cheaper than the list price.
1. Dialyzed FBS for SILAC
Fisher Scientific, #88440
2. SILAC DMEM
Fisher Scientific, #88420
3. L-Arginine, Light
Sigma-Aldrich, A69696-100G
4. L-Lysine, Light
Sigma-Aldrich, L8662-100G
5. L-Proline, Light
Sigma-Aldrich, P0380-100G
6. L-Lysine-13C6,15N2 HCl
Sigma-Aldrich, 608041-1G
7. L-Arginine-13C6,15N4 HCl
Fischer Scientific, #88434
8. Pen/Strep – I do not use Pen/Strep normally and have never had any problems with contamination. If you occasionally have contamination issues, or it is a particularly precious experiment, feel free to include.
Preparation of stock solutions 
1. Light Proline
Final conc. in media = 400mg/L, i.e. 200mg/500ml
2gm in 10ml DPBS = 200mg/ml
USE 1:500
2. Light Lysine
Final conc. in media = 0.79mM
721.5mg in 10ml DPBS = 72.15mg/ml
USE 1:500
3. Heavy Lysine
Final conc. in media = 0.79mM
1000mg in 13.28ml DPBS = 75.3 mg/ml
USE 1:500
4. Light Arginine
Final conc. in media = 0.39mM
410.8mg in 10ml DPBS = 41.08 mg/ml
USE 1:500
5. Heavy Arginine
Final conc. in media = 0.39mM
500mg in 11.63ml DPBS = 43 mg/ml
USE 1:500
NOTE: All amino acid stock solutions are filter sterilized using a 0.22um filter and stored at 4C.
Preparation of media
1. Take two bottles of DMEM for SILAC (without Lysine and Arginine) and label them LIGHT and HEAVY.
2. Add 1ml of LIGHT ARG and LIGHT LYS each, to the DMEM labelled LIGHT and 1ml of HEAVY ARG and HEAVY LYS each, to the DMEM labelled HEAVY. 
3. Add 1ml of LIGHT PROLINE to both DMEM LIGHT and DMEM HEAVY. You need to add LIGHT proline to both bottles.
4. Add 50ml of DIALYZED FBS (final 10%) to both LIGHT AND HEAVY DMEM.
5. Optional: Add 5ml of Penn/Strep mix to each bottle (1:100) and mix thoroughly. 
Cell culture (optimized for 293Ts)
1. [bookmark: _GoBack]Grow and expand the labelled cells in their respective media, LIGHT and HEAVY. Some cell lines do not grow as well in media with dialyzed FBS and have limited splits. There can also be a difference between the light and heavy media. Some cells grow slower in heavy than light.
2. For each split; rinse with DPBS, trypsinize with trypsin-EDTA and neutralize using dialyzed FBS. Wash with PBS using appropriate volumes.  
3. Typically for an iPOND-SILAC experiment, I use 8 (150mm) dishes for each LIGHT and HEAVY on the day of the experiment.  Best results are obtained if the dishes are 60-70% confluent (about 40-60 million cells per dish). I like to have at least 50 million cells per dish on the day of the experiment. Thus, each labelling condition would yield approximately 400 million cells. This is for 293T. You will need more dishes for bigger cells and fewer for smaller cells. The important thing is to keep cells at/under 70% confluent and have a total of ~400 million cells per label on the day of the experiment.
4. For iPOND-SILAC processing, I combine equal number of cells from the two sets prior to the Click Reaction. I find it easiest to resuspend cells to the correct density in the click reaction solution, and then combine equal volumes of heavy and light cells.  They can be combined at any point prior to this if desired, the key is to make sure the number of heavy and light cells are equal once combined. Combine cells at this point or before, NOT AFTER.
5. 25ul of 2X sample buffer is used to elute off the captures which is equivalent to 800 million cells (400 million cells from LIGHT and 400 million cells from HEAVY). We have been submitting the entire capture volume for Mass Spec analysis.  The small volume of buffer for elution allows the sample to be run in a single lane during the prep for MS analysis.






