Cortez lab; August, 2018
Things to Do; Things not to Do; Things that really annoy Dave

Tissue Culture Room
· Do empty the liquid waste after using the hood.
· Do clean up any spills in the hood or incubators with water then 70% ethanol
· Do fill the water in your incubator frequently. Humidity is essential for proper cell growth, CO2 concentrations, etc…
· Do clean out your incubator frequently and change the water. 
· If you have a contamination issue then clean your incubator, autoclave the shelves, wipe everything down with 70% ethanol, test your media, test your trypsin, test your PBS…
· Do tie up the biohazard bags and put outside the room when full.
· Do not put multiple tip boxes in the hood. Air flow is obstructed when you add stuff to into the hood.
· You don’t need to use filter tips for everything. The regular pipet tips are sterile.
· Don’t routinely grow your cells with antibiotics and antifungal agents. That is just a way of masking bad technique. Those drugs will not prevent mycoplasma contamination but will make it harder to detect.
· Do use antibiotics and antifungal agents when you are growing an irreplaceable culture or you are growing large volumes of cells.
· Do check for mycoplasma every 6 months.
· Do thaw new stock cells every 2 months.
· Do check the water bath frequently to make sure it is clean and not growing anything. The water bath is a frequent source of contamination.
· The incubators can hold 4-5 shelves.  The only reason to remove shelves is if you are growing large stacks of cells for experiments like iPOND. Otherwise, please keep 4 shelves in each incubator.

Splitting cells
· Do not use the same aspirator or tip for more than one cell line.
· Generally you should work with one cell line at a time so you don’t cross-contaminate.
· Cells should be split before they reach 100% confluency. 
· Most cell lines like to be split every 3 days. HEK293T cells are most happy if you split them more often because they deplete the growth media rapidly. 
· Do not trypsinize excessively. 1ml of trypsin on a 10cm2 dish is enough. Most of our cell lines do not need to be placed at 37 degrees to trypsinize. They will do just fine with a couple of minutes at room temperature. When you can dislodge the cells from the plate with a few sharp hits to the side of the dish with your hand, a full 50ml conical of water, the edge of the bench, or the edge of the microscope, then they are ready to split.  
· Mark the date and your initials on your plates so we know what they are if there is a problem.

Freezing cells
· Freeze cells so that when they are thawed they will be approximately 50% confluent on a 10cm plate. Typically this means you can freeze two vials per confluent 10cm dish of cells.
· Put your initials and a date on every vial you freeze.
· Put the vials in the -80 for one night. Transfer to the liquid nitrogen within one week.
· Keep at least two frozen vials of each cell line in the freezer at all times. If you thaw a vial, then freeze a vial within the first week of growing the cell line to replace the one you thawed.
· Record where you put the vials in the -80 on the excel spreadsheet.
· If you make a new cell line (ie a knockout) then record enough information on the excel spreadsheet so people know what the cell line is and how to grow it. Also, put information on the excel spreadsheet that will allow anyone to find information about the cell line in your lab notebook.  (Recording an experiment number and date with your name.)
· Keep the liquid nitrogen storage organized.  Put things in logical places. Don’t just start new boxes. Fill in gaps when possible.
· Each row in each box should be one cell line. 

Pipetman
· Don’t set pipetman above or below their limits. (ie. a p20 should never be set above 20ul!!!)
· Don’t put ethanol or water inside a pipetman. 
· Don’t aspirate liquid up into the pipetman. 
· If you do need to clean your pipetman, wipe it down with a paper towel wetted with water followed by 70% ethanol.
· If you need to take your pipetman apart to clean inside, then seek help if you haven’t done it before.  I will show you how to do it properly and how to lubricate it.
· Do put a sticker on your pipetman with your initials.
· Don’t take another lab member’s pipetman if yours isn’t working. See Dave.
· Do check the calibration of your pipetman regularly.

Plasmids
· When you make a new plasmid, record the information in the plasmid excel spreadsheet. Make both a glycerol stock and a DNA stock. 
· All plasmids are shared. Don't keep you own stocks of things. This is wasteful.
· Make a plasmid map. A sequence map saved to the Cortez Lab dropbox folder is best. A paper map that describes the plasmid should also be kept in a separate three-ring binder. This can just be printout of your sequence map. If you don’t have a full sequence, then make a paper map with as much information as possible on it. Use the Plasmid Map Template that you can download from the Cortez Lab website (Lab members only  protocols  forms and templates)
· Store your new plasmids and glycerol stocks in boxes that are clearly labeled and accessible by all lab members.
· Supercoiled plasmids are necessary for mammalian transfection. Make sure you are making high quality DNA when you do maxi-preps of your plasmid for transfections. Check on a gel.

Antibodies
· Be sure to record the antibody in the excel spreadsheet.
· All antibodies should be stored in their correct location.
· Make notes on the excel spreadsheet to let other people know how an antibody works or how to use an antibody 

Lab
· Clean up the chemical area after every use.
· Do not leave spatulas, stir bars, beakers, etc… on any of the sinks
· Put your dirty dishes in the dishwasher
· Remove labels, stickers, etc… before you put your dishes in the dishwasher
· Lock the door when you are the last one to leave
· Double check that you have properly closed freezer and refrigerator doors

[bookmark: _GoBack]Orders
· When you receive an order, mark it off in the 3 ring binder with your initials and keep the packing slip.
· Put the order away or give it to the appropriate person
· If you receive a new chemical, fill out an index card with item name, supplier, catalogue number, and storage location
· When you resuspend a chemical, clearly mark the tube with the name, concentration, date, and your initials. If you prefer, put that information on an index card that is stored with the chemical.
· If you notice something is running low, place a new order for it.
· Clearly indicate the catalogue number of what you want on the order board.
· If you need something in a hurry, then you will need to let Dave know that it is a rush order.
· If you use the last of something, please make sure it has been ordered

General
· If something is broken, tell someone.
· Keep both an electronic and paper copy of your lab notebook.
· Backup your electronic files regularly
· Ask for help if you don’t know how to do something
· Read the protocol books to understand how a protocol works.
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