


SOP’s for Sarcoma Cell Line Screening (FDA Approved Oncology Drugs & Investigational Agents)



Cell Recovery: 
· Cell lines are stored frozen in freeze medium (medium at 10% DMSO) at 107 cells per ml in a liquid nitrogen freezer. Thaw vial, remove contents from vial to a 15 ml tube containing 10 ml of appropriate medium. Wash vial with medium from tube to assure complete transfer of cells. 
	Option 1: Place vial contents into a T75 flask with 15 ml media. Place in incubator. After 24 hours remove media and add fresh complete medium. Return to incubator. 
	 Option 2: Centrifuge conical tube for 5 min@ 1000 rpm. Decant supernatant, re-suspend cell pellet in 5 ml of fresh medium. Transfer material from tube to T 75 flask containing an additional 15 ml of media. 
	Label and record repository number and cell designation on cell passage sheet. Check 24 hours later for growth and observations. Monitor and split flask when needed. Record and log submission on summary. 
 

Cell Expansion:
· Routine cell maintenance requires splitting on a biweekly schedule (Monday/Thursday or Tuesday/Friday) Split ratios will be determined on doubling times and need of cell material. Example, a T150 flask will be split into multiple flasks with different split ratios to encompass a variety of cell confluences. Each harvest and split will retain a backup flask that is untouched for control purposes. Maximum passage generation before new recovery is 18 to 20 generations. 
· Media, FBS concentration, Media supplements and Trypsin is predetermined by source or literature.  See Materials and Supplies at end of document.
· A total of 13 -14 lines are kept in culture continuously, a subset of 12 lines (11 sarcoma and A549 Human Lung as a non –sarcoma cell line control) were routinely screened for a set of compound test plates.
· Cell densities are predetermined from in situ growth studies which were performed earlier in the initial cell characterization protocol (See Density Chart for sarcoma panel at end of document).


Cell Line Testing and Banking:

1. Frozen Cells for Repository Banking: Each cell line was expanded to as many flasks as needed in an effort to obtain 25 vials (107 cells/ml). Growth parameters of each cell line and a cell count of one T150 can help determine the number of flasks needed to harvest. The cell freezing protocol for monolayer cultures is as follows:
· Cells must be in log phase of growth and <80% confluent
· Aspirate media from flasks
· For monolayer cells, rinse the monolayer with 4.0 ml of 0.25% trypsin or PBS
· Aspirate wash from flasks
· Add 2-3 ml of 0.25% trypsin to each T150 flask and spread evenly over monolayer. Room temperature is fine for most lines; some cell lines may require incubation at 37° C to suspend the cells. Gently tap the flask to dislodge cells.
· Add 20 ml of complete media and transfer to a 50 ml tube. Centrifuge at 1000 rpm for 5 min at room temperature. Aspirate the media.
· Suspend the cell pellet in complete media, and count the cells using either the hemacytometer or the automated cell counter. Record count and viability. Each sample to be frozen will require 1x 107 cells per vial.
· Prepare freeze media by adding 10% DMSO to cell growth medium and store on wet ice.
· Label each 1.8 ml vial with repository numbers and complete necessary forms and records.

To harvest suspension cultures:

· Transfer cells to 50 ml tube and centrifuge at 1000 rpm for 5 min. Decant supernatant. Follow the cell counting steps from the above protocol and proceed with the freeze. 

2. Mycoplasma Testing: Each cell line received or expanded from live 
cultures must be tested for mycoplasma. After 2 passages, collect approximately 500ul of supernatant from a flask and place in labeled 1.8 ml vial. The sample must be free of any antibiotics for 2 passages and the culture must have >48 hr of growth. The culture should be 80-90 % confluent when supernatant is collected. Each vial will contain the name and passage number of the sample. The vial will be recorded and logged for submission. 

3.  Human Pathogen Testing: Each cell line received or expanded from live culture must be tested for Human Pathogens. As each cell line is expanded, and during routine cell maintenance, harvest 1 or 2 T150 flasks to make 2 cell pellets containing 5x106 cells per 1.8 ml vial.  For the RNA sample, remove supernatant and add 1ml of Trizole. Mix vigorously. Label and record cell information and place in RNA box for submission. For the DNA sample, remove supernatant, label vial and store pellet in DNA box for submission.

4. Banked Lysates and Collection of DNA, RNA and microRNA: A pellet of each cell line was banked to be evaluated for protein extraction.  The cells from 1-2 T150 flasks were harvested and centrifuged in a 15 ml tube at 1000 rpm, decanted and washed 2-times with PBS. After a final centrifugation to produce a clean cell pellet, the cell line information was recorded on tube, and the tube was placed in storage container in -20° C. Lysate and protein extraction procedures were performed in batches and recorded. Similarly, 2 T150 flasks were prepared for nucleic acid collect.

5. Growth and Endpoint Assays:

· Harvest and count test cells. Calculate number of 96-well plates and wells necessary for experiment duration (2-4 day), number of wells per concentration (duplicate or triplicate) and detection assay(s) (Alamar Blue, XTT, SRB or other). Suspend cell pellet in medium yielding a final initial concentration of 40,000 cells per well. 
· Robotic program will dispense 500ul of 40K cell line #1 into column 1, rows A-D and Cell line #2 into column 1 rows E-H of a 96 well deep well plate. Next program will dispense 250ul into column 2-10 of neighboring wells on a 96-well deep plate. The robot will serial dilute 250ul from column 1, mix and dispense another 250ul in next dilution scheme. Repeat for the desired number of serial dilutions. Discard the last 250ul at end of serial dilution. After serial dilutions are done, the program will add 25ul of cell material from each dilution to 6 wells on test plate in duplicate. Transfer plates to a humidified 37°C incubator. 
· After 24 hr, add an additional 25ul of media and or positive control to desired well locations. Return plates to incubator for remainder of time duration.
· Remove specific time plates (2 or 4 day) from incubator and add appropriate endpoint assay components:
· Alamar Blue add 15ul of a 0.313ug/ml solution incubate a minimum of 4 hr. Read using fluorescent reading parameters (530nm/590nm)
· XTT mix PMS and XTT as directed (HTC 1mg/ml) and add 12.5ul of complex to the 50ul cell volume. Incubate 4 hr. Read on 450nm absorbance. Record and log data. 


6. Generation Time Determination: Cells are harvested and suspended in 5-10 ml of complete media and counted. Test cultures are set up in T75 flasks at various inoculation densities for 2-4 time points. For fast growing lines, a density range between 5 and 1 x105 cells/ml. For slower growing lines, higher densities should be used (e.g.: between 20 and 5 x105 cells/ml). Each flask is inoculated with cells at a designated concentration. The flasks are left without feeding in CO2 incubator at 37°C for 2 and 4 days. On days 2, 3 and 4, a cell count is performed on each flask for that day to determine the total viable cell number. From these data the generation or population doubling time is calculated.


Cell Inoculation for HTS:
· Each of the 12 lines scheduled for test were harvested by standard tissue culture procedures with trypsin and centrifugation. The cells were suspended and counted to achieve the desired densities (See Density Chart for cell specific density at end of document) in 290 to 300ml of the specific media volume.  The cell harvest is scheduled such that there is a continuous submission of cell material to robotic device with little to no wait time. Cells are poured into sterile large volume disposable trough and the Tecan Freedom Evo inoculation program initiated. A total of 42 ul of cell inoculum is added to designated wells. (See plate map). A total of 17 plates were inoculated. (15 compound test plates, 1 Control plate and 1 TZ plate). During the inoculation process, the cell material is mixed after inoculation of 3 plates to assure proper cell dispersal.
· After inoculation of each cell line, the plates were placed into a humidified  37°C - incubator with 5% CO2 sorted by drug plate number.  Once all the test plates are inoculated, the Time Zero plates are collected and 42ul of the host media is added to media blank wells. (See plate map). Upon completion, Time Zero plates are returned to incubator.


Compound Addition after 24 hour incubation: 
· Thaw appropriate drug plates(15+ 1 Ctrl drug plate) 
· Remove test plates associated with drug plate number (Drug plate 1 correlates to cell plates labeled Drug plate 1). Place on Tecan deck.
· RPMI with 10% FBS media is poured into trough for drug dilution.
· Tecan Evo Freedom robotics was be used to perform compound addition protocol.
1. 42ul of RPMI with 10% FBS media is added to 16 control wells (media only)
2. Daughter drug plate is diluted with 98 ul of RPMI with 10% FBS media per well, mixed 3-times, and then transferred to 12 cell line test plates. Final high test concentration in test plate is 10uM
· After compounds are dispensed to all plates, the plates are removed and placed back into the incubator sorted by cell line.
· The above steps are repeated 14 additional times to complete the daily set of library compound plates.
· The positive control plate which is placed on deck and the above steps are duplicated for the control test plates.
1. Final Positive Control High Test Concentrations
2. NSC# 609699 = 10uM
3. NSC# 123127 = 10uM
4. NSC# 180973 = 200uM
5. DMSO = (0.25%)

· All plates are returned to the humidified 37°C incubator until the 96 hour incubation period is complete, then terminated.


Time Zero Reading after 24 hour incubation:
· A 70 ml aliquot of Alamar blue solution (see preparation of Alamar blue solution below) is warmed in 37°C water bath.
· The multi-drop instrument is prepared by washing with 70% alcohol, rinsed with PBS and primed with media to assure sterility. Once primed, 6ul of RPMI media is added to the 12 TZ plates to achieve the desired 48ul final volume. 
· The Alamar blue solution is primed through the multidrop. The desired Alamar blue program is selected dispensing 15 ul of alamar to each well. After the Alamar blue solution is added, the plates are moved back into the humdified 37°C incubator for 4 hours. 
· After 4hours, the plates are retrieved and prepared for reading. 
· The Tecan plate reader is prepared by selecting the Alamar 384-well plate program for Fluorescence. (Parameters are set based on optimal reading on volumes and plate dimensions as well as historical gain reads.) Some cell lines are read on a gain of 95 and others on a gain of 110 based on metabolic activity of the Alamar blue. (lower gain for more reduction of the Alamar blue versus high gain for less metabolism of the Alamar blue). This allows direct comparisons of test plates read on either of the two gains after 96 hours(see gain chart for screening panel).
· See Sarcoma Gain Chart at end of document.


Plate termination: Final read after 96 hour drug exposure:
· A 1500 ml bottle of Alamar blue solution is warmed in 37°C water bath.
· The multidrop instrument is prepared by washing with 70% alcohol, rinsed with PBS and primed with media to assure sterility.  
· The Alamar blue solution is primed through the multidrop. The Alamar program is selected for dispensing 15 ul of Alamar blue solution to each well. Each cell line will have Alamar blue solution added at 20 minute intervals, to account for read time durations for each cell line set of plates. After the Alamar blue solution is added, a timer is set for 4 hours. All plates are moved back into the humidified 37°C incubator for 4 hours. 
· After 4hours, the plates are retrieved and prepared for reading. 
· The Tecan plate reader is prepared by selecting the Alamar 384-well plate program for Fluorescence (parameters are set based on optimal reading on volumes and plate dimensions as well as historical gain reads). Some cell lines are read on a gain of 95 and others on a gain of 110 based on metabolic activity of the Alamar blue. (Lower gain for more reduction of the Alamar blue versus high gain for less metabolism of the Alamar blue). This will allow direct comparisons on test plates read on either of the two gains after 96 hours (see gain chart for screening panel at end of document). Both Time Zero and Test plates are read at same gain for data analysis.
· After all plates are read, the control plate for each line is visually observed microscopically for percent growth evaluation and recording. 


Alamar Blue Preparation:
Materials: 
	Sigma Resazurin sodium salt (Alamar Blue) (Product # R7017,
 CAS# 62758-13-8)
Gibco RPMI Medium1640 (1x) (Product #22400-089) 500ml
	2000ml Sterile Media Bottles
	0.75mm Filter Unit

Alamar blue reagent solution preparation:
1. Weigh Alamar Blue to 156 mg aliquots. Store at 4°C.
2.  Dissolve one 156-mg aliquot of Alamr Blue aliquot in 500ml RPMI medium (no serum). Final Alamar blue concentration 0.312mg/ml
3.  Filter solution through a 500ml 0.2 micron vacuum filter unit.
4.  Transfer to 2000ml Sterile Media Bottle.
5.  Repeat steps 1-4 two more times to give a final volume of 1500ml. 
6.  Store at 4°C. 
7.  15ul of Alamar blue solution is added to each test well.
8.  The test plates are  incubated for 4 hours then read 530/590 nm (at preset or optimal read gain)
9.  ??Z position based on optimal read on selected wells.
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Compound Daughter Plate Sets: (Completed prior to initiating Screen):
· stock plates are prepared at10mM concentration in DMSO with a 50ul volume in 96-well v-bottom polypropylene plates.
· . 
· Stock compound plates were thawed and placed on the Tecan Evo for initiation of robotic serial dilution protocol.
1. 8 compounds from stock plate (column 2) are transferred to a 96 well v-bottom plate for a 9 concentration  serial dilution (1:3 ratio). 
2. Serially diluted compounds are transferred to a 384 well v-bottom mother plate. Each mother plate well is transferred in triplicate at 25ul total volume per well.
3. The mother plate contains enough volume to produce 8 consecutive daughter plates containing 2 ul per well. Plates are labeled and recorded.
4. Daughter plates are sealed with an aluminum foil seal and stored at -80°C.
5. See schematics and plate maps at end of dcoument.



Barcoding Record: See Tom and Plate barcode generator



Plate Reader:
· M1000 Infinite Tecan Plate reader is a multifunctional monochromatic microplate reader. The instrument is used in the sarcoma screen to read in Fluorescence Intensity Top Read mode utilizing a filter range of 539/590 for Alamar Blue.
· A polystyrene 384-well plate is used as normal test plate. Optimal reader settings are based on total volume and plate type and are determined prior to initiating the screen.
· Final screen settings are as follows:
· Top Fluorescent Read
· Gain Manual 95, 110 or 120 depending on historic gain data (For Time Zero compare)
· Number of flashes 	5
· Flash Frequency	400Hz
· Integration Time	20uS
· Lag and Settle Time 	0
· The focusing Z position preset from optimal scan for maximum signal=	23316um.


384-Well Plate Plating Densities for the Sarcoma Lines

	Sarcoma Cell Line
	384-well Plating Density

	A-204
	500

	A-673
	500

	ASPS-1
	1200

	CHA 59
	1200

	CHLA-10
	500

	CHLA-25
	3000

	CHLA-258
	3000

	CHLA-32
	3000

	CHLA-9
	1200

	CHP-100
	500

	COG-E-352
	3000

	DDLS
	500

	ES-1
	500

	ES-2
	500

	ES-3
	500

	ES-4
	500

	ES-6
	500

	ES-7
	500

	ES-8
	500

	EW8
	500

	G-401
	500

	HOS 
	500

	Hs 706.T
	2000

	Hs 913.T
	500

	Hs 729
	500

	HSSY-II
	1200

	HT-1080
	500

	Hu09
	1200

	KHOS NP 
	500

	KHOS-240S
	500

	KHOS-312H 
	500

	LS141
	500

	MES-SA
	500

	MES-SA Dx5
	500

	MHM-25
	1200

	MHM-8
	500

	MPNST
	500

	OHS
	500

	RD
	500

	RD-ES
	1200

	Rh18
	1200

	Rh28
	3000

	Rh30
	500

	Rh28 PX11/LPAM
	3000

	Rh36
	3000

	Rh41
	1200

	SAOS-2
	500

	SJCRH30 (RMS13)
	500

	SJSA-1
	500

	SK-ES-1
	500

	SK-LMS-1
	500

	SK-N-MC
	500

	SK-UT-1
	500

	SK-UT-1B
	500

	ST8814
	500

	SW 1353
	500

	SW 684
	1200

	SW 982
	500

	SYO-1
	500

	TC-32
	1200

	TC-71
	500

	U-2 OS
	500

	VA-ES-BJ
	500

	A 549 /ATCC (Lung)
	500

	
	Cells/well 

	
	

	Density determined by growth assays using Alamar Blue

	and percent confluence
	

	on lines with long doubling times. 






	Investigational agent screening Gains grouped by cell line 

	
	
	
	
	
	

	Gain 95
	
	
	Gain 110
	
	

	A549
	 
	
	SK-ES-1
	 
	

	MPNST
	 
	
	ES-4
	 
	

	CHP 100
	 
	
	HU09
	 
	

	ES-3
	 
	
	MHM-25
	 
	

	HT1080
	 
	
	SAOS-2
	 
	

	SK-LMS-1
	 
	
	LS141
	 
	

	SK-UT-1
	 
	
	SK-N-MC
	 
	

	SK-UT-1B
	 
	
	HS913T
	 
	

	ST8814
	 
	
	HSSY-11
	 
	

	SYO-1
	 
	
	RD-ES
	 
	

	A204
	 
	
	ASPS-1
	 
	

	A673
	 
	
	CHLA-10
	 
	

	ES-7
	 
	
	ES-6
	 
	

	ES-8
	 
	
	MHM-8
	 
	

	OHS
	 
	
	SJCRH30 (RMS13)
	 
	

	TC-71
	 
	
	HS706T
	 
	

	DDLS
	 
	
	HS729T
	 
	

	EW-8
	 
	
	CHLA-25
	 
	

	KHOS NP
	 
	
	CHLA-258
	 
	

	KHOS-312H
	 
	
	CHLA-32
	 
	

	MES-SA-DX5
	 
	
	COG-E-352
	 
	

	MES-SA
	 
	
	HS132T
	 
	

	G-401
	 
	
	Rh18
	 
	

	HOS 
	 
	
	CHA 59
	 
	

	Rh30
	 
	
	Rh28 PX11-LPAM
	 
	

	U-2 OS
	 
	
	CHLA-9
	 
	

	VA-ES-BJ
	 
	
	Rh28
	 
	

	ES-1
	 
	
	TC-32
	 
	

	ES-2
	 
	
	
	
	

	KHOS-240S
	 
	
	
	
	

	SJSA-1
	 
	
	
	
	

	RD 
	 
	
	
	
	

	SW 1353
	 
	
	
	
	

	SW 684
	 
	
	
	
	

	SW 982
	 
	
	
	
	

	RD
	 
	
	
	
	

	Rh41
	 
	
	
	
	

	Rh36
	 
	
	
	
	

	Both Time Zero and Test plates read under same gain. 
	
	

	Gain determined by  Alamar metabolism in each cell line.
	
	

	
	
	
	
	
	

	
Protocol description

	

	

	Protocol name ..................... alamar blue 384 WELL

	Protocol number ................... N/A

	Name of the plate type ............ greiner 384

	Number of wells in the plate ...... 16 X 24

	Height of the plate ............... 14.4 mm

	Offset of the wells ............... 9.050 mm, 12.150 mm

	Distance between wells ............ 4.500 mm, 4.500 mm

	Number of repeats ................. 1

	Delay between repeats ............. 0 s

	Measurement height ................ 8.00 mm

	Protocol notes .................... 

	

	Name of the label ................. alamar 530,590

	Label technology .................. Prompt fluorometry

	CW-lamp filter name ............... 530

	CW-lamp filter slot ............... A7

	Emission filter name .............. 590

	Emission filter slot .............. A8

	Measurement time .................. 0.1 s

	Emission aperture ................. Damp

	CW-lamp energy .................... 11136

	Second measurement CW-lamp energy . 0

	Emission side ..................... Above

	CW-Lamp Control ................... Stabilized Energy

	Excitation Aperture ............... N/A

	

	Plate map of plates 1 - 3

	A | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	B | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	C | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	D | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	E | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	F | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	G | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	H | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	I | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	J | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	K | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	L | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	M | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	N | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	O | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	P | M   M   M   M   M   M   M   M   M   M   M   M   E   E   E   E   E   E   E   E   E   E   E   E   

	






Plate Maps
Compound Plates:
96-well library plate: 10 mM per well (stock plate); 80 compounds per plate
[image: ]

	The FDA approved compound library is available at: http://dtp.nci.nih.gov/branches/dscb/repo_open.html.

First serial dilution plate: 60 microliters from each stock plate well is serially diluted (100% DMSO) by column to make the 96-well primary 'Mother plate'. (columns 1 and 12 are left empty). Serial dilution 1:3 with transfer 40 microliters from High Concentration to Column 10 (9 concentrations). Column 11 is 100% DMSO. 







[image: ]

	Mother plate: 4000 uM High Concentration; 25 microliters were transferred from the 96-well Mother serial dilution plate to the 384-well Mother plate. This is the 384-well "true" Mother plate for triplicate wells used to stamp the daughter plates. Highest concentration is 4000 uM. Perimeter wells are left empty.

[image: ]

Daughter Plate: 8 Daughter plates were prepared from each 384-well Mother plate. Each well contains 2 microliters total volume. The highest concentration is 4000 uM. All compounds are in 100% DMSO. These plates are sealed and then used for screening.


[image: ]


Cell Line Plates:

	Cells are added to all 'dotted' wells in 42 microliters volume of media. The cells are added at a predetermined density for the screen. The wells without dots contain media only and are used for the media background reading. Two rows and columns on the perimeter of the plates are not used as test wells; they are only used for protection from evaporation. Once the cells are plated, the plates are returned to a humidified 37°C incubator for 24 hrs. 

[image: ]

	Media (98 microliters) is then added to all wells containing compounds of  the 384-well Daughter Compound Plate; yielding a 1:50 dilution of the compounds. The highest compound concentration on the plate is 80 uM in a concentration of 2% DMSO balance media. Each diluted daughter plate can provide test compounds for 12 cell line plates.

[image: ]

	Test Plate: The test plate test wells contain 42 microliters of cells and 6 microliters of compound or vehicle. There is a 1:8 dilution of the compound wells from the plate above to the test plate in which each test well has a final volume of 48 microliters and 0.25% DMSO. 
 The highest test compound concentration is 10 uM. 
 [image: ] 

	Controls are run for each cell line. The control test plate similarly has 42 microliters of cells and 6 microliters of compound or control reagents for a total test volume of 48 microliters containing 0.25% DMSO. The control test plate map is:

[image: ]

Plate Naming Convention To Organize And Track Plates

The first four characters of any plate number denote the library:
“AOD_” – Approved Oncology Drugs
“INV_” – Investigational Agents Library
“CTRL” – Standard Agents Control Plates
Character 5 is a “space” separator
Characters 6,7,8 and 9 denote the mother plate number. Each begins with an “M” and corresponds to consecutive columns of 8 drugs that were taken from the library plates. For the “AOD_” library there are mother plates M001 thru M013. For the “INV_” library there are mother plates M001 thru M045. “CTRL” plates are incremented as necessary.
This is the complete mother plate designation. Examples would be:
 CTRL 001 M009
AOD_ 001 M004
INV_ 001 M022

From these mother plates, daughters are stamped out. These have the mother plate ID suffixed with another “space” separator in character 10. And then each daughter plate is given a consecutive alphabetic designation {a,b,c,d,e,f,...} for character 11.
Ex: AOD_ 001 M004 b
One of these daughters will be used for multiple cell lines, so after another “space” separator (character 12), the cell line name is added to give the final test plate ID.
Ex: AOD_ 001 M004 b KHOS-240S
When the test plate ID labels are printed out, experiment date is printed on them for laboratory plate-tracking purposes, but date is not part of the actual identifier used in the system. In the database, experiment date is stored in a separate field. It is used later (along with Drug#, which indicates position on plate), to construct a unique dose response ID’s required by CambridgeSoft BioAssay and informatics follow-up. Dose response ID is built as follows: cell line-daughter plate ID-Drug#-Date  (all “/”have to be replaced with “_” to avoid issues in BioAssay.
Ex: KHOS-240S-AOD_ 003 M001 b-Drug1-7_9_2012



MATERIAL AND SUPPLIES

SCREENING CONSUMABLES:

VWR 80086-054			TIP ZYMARK 50UL STERILE
VWR 47734-692 ZT-200-R-S	PIPET TIPS ZM STER 200UL PK960 STERILE
VWR 82051-328 781280		Plate 384well PP clear
VWR 82051-304 781182		PLATE 384WL PS TC CL CS32
VWR BK53861			9Lids Seal & foil
VWR 89040-088			Tip Tecan 50ul CLR ST
VWR 89040-072			Tip Tecan 200ul CLR ST
Tecan 10619196			125 Ml Disposable Trough for reagent
Tecan 10619191			250 Ml Disposable Trough for reagent
Cellumeter			Cellumeter count cards
MEDIA AND ADDITIVES:

Invitrogen 22400-105		RPMI 1640 Media
Invitrogen 11965-118		DMEM, high glucose
Invitrogen 21056-023		IMDM, no Phenol Red
Invitrogen 16600-108		McCoy’s 5A Medium (modified) (1x), liquid
ATCC 30-2003			Eagle’s Minimum Essential Medium (EMEM)
ATCC 30-2008			Leibovitz's L-15 Medium
Sigma 30-2006			DMEM: F-12 Medium
Hyclone SH30070.03		Fetal Bovine Serum Defined Lot # AWF 16655
Gibco 15630			Hepes Buffer sol. 1 M
Hyclone SH30034.01		L-Glutamine 200mM
Lonza 13-114E			NEAA mixtures 100X
Sigma H6909			Hydrocortisone solution 10ml
Sigma E2257			Beta-Estradiol -1mg
Sigma G8761			Sodium bicarbonate solution 7.5%
Sigma 354350			ITS Universal Culture Supplement Premix




CELL MAINTENANCE:

Invitrogen 14190-144		Dulbeccco's Phosphate-Buffered Saline (D-PBS) (1X), Liquid
Invitrogen 15250061		Trypan Blue Stain 100ml
Invitrogen 12605-010 		TrypLE™ Express Stable Trypsin-Like Enzyme (1x) with Phenol Red, 
Sigma A6964		Accutase


MISC:

Sigma R7017-5G			Resazurin sodium salt
Sigma D2650-100ML		Dimethyl sulfoxide
Promega G8462			Cell Titer Glo One Solution 500ml
			
			



WAREHOUSE:

68101027				Alcohol 200 proof
68100251				Bleach (Clorox)
79300335				Utility Wipes
79300504				Teri Towels
81051033				Bag, Polypropylene, Clear
810501122				Bag, Polypropylene, Red
66401272				Adhesive plate sealers
81151082				Gallon waste Jugs/Lids
66401393				Absorbent 
81151081				Powersorb
66401397				Yellow pipet tips 200ul  Sterile (blue box)
66401440				Pipet tips 1000ul
66401501				Tube , freezing Cyro 2ml
66401480				Tube centrifuge, 15ml
66401493				Tube centrifuge 50ml
66401375				Pipet 1ml 
66401365				Pipet 5ml
66401370				Pipet 10ml
66401362				Pipet 25ml
66401363				Pipet 50ml
66400065				Specimen Containers
66401270				Reagent Reservoirs
66401201				Flasks T25
66401205				Flasks T75
66401212				Flasks T150
93200489				Tape, Brown
93200491				Tape, Masking
75105815				Paper, Xerox
66401040				Sterile 2000ml PETG Bottle
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