S2 Cell Culture

Cell Culture

Materials:

To a 500 ml bottle of Schneider’s Media, add 55.5ml IFS (inactivated fetal calf serum) to a
final concentration of 10% and 5 ml Penicillin-Streptomycin to a final concentration of
1U/ml pen./ lug/ml strep.

Serum Free Media: Add 10 ml Glutamine upon opening to 1 Liter.

T75 flasks

Pipettes

70% ethanol in a spray bottle

The cells:

We are using a Drosophila Schneider 2 cell line that grows very quickly and is easily
maintained. Cells double about every 24 hours. They are grown in Schneider’s media
supplemented with fetal calf serum and antibiotics and maintained at 25° C or lower. Stocks
will be grown in T75 flasks and will be split about every 3 days. Experiments will be done in
6 well plates.

Sterile Technique:

All cell culture must be performed in the tissue culture hood, also known as a biological
safety cabinet. The hoods protect the samples from aerosol contamination by

filtering all of the air that enters. In addition, to prevent other contamination, spray down all
the inside working surfaces of the hood with 70% ethanol and wipe the surfaces dry with
kimwipes before and after using the hood. It is also a good idea to spray down items brought
into the hood from the outside such as pipettors and media bottles. Set up all the materials
you may need in the hood before bringing in the cells such as the media and flasks, but also
try not to clutter the hood with unnecessary items. They may get in your way. In general,
work quickly with good sterile technique to avoid contamination.

Procedure:

Volume: Start culture at 25 million cells in 12 ml media in T75 flask.
Duration: Grow cultures for ~3 days and then split.

1.) Tap the flask to loosen cells from the surface. If cells are not resuspended well by
tapping, remove cells with a scraper. These cells are not very adherent, so they will
lift off the surface fairly easily.

2.) Pipet up and down 10X to create a single cell suspension

3.) Count # of cells with a hemacytometer

4.) Resuspend cells to appropriate density and seed in flasks.



Counting cells and assaying cell survival by Trypan Blue staining:

Materials:

Neubauer hemacytometers

Trypan Blue diluted to 0.8 mM in PBS. Store at room temperature. Stable for 1 month.
Hand held counters

Figl: A hemacytometer counting grid

Procedure:

1.

Prepare a uniform cell suspension as described above. Suggestion: dilute cells 1:5 or
1:10 before counting. Dilute in media, and take an initial aliquot of cells no smaller
than 200 ul (a smaller aliquot may be less uniform).

Mix a small aliquot of cells 1:1 with trypan blue solution. Note: when counting cells
for normal passaging, trypan blue is not needed. Viable cells exclude trypan blue,
while dead cells stain blue due to uptake of the dye. However, this assay does not
distinguish necrotic vs. apoptotic cells.

Center a cover glass over the hemacytometer chambers. Fill one chamber with the
cells using a Pasteur pipette. The solution will enter the chamber by capillary action.
Do not overfill. If the cells spreads into the two lateral grooves adjoining the grid
table, clean the hemacytometer and repeat the application.

With an inverted microscope, count the cells located in each of the four corners and
the central squares of the hemacytometer, for a total of five squares. See fig. 1. Using
the 20X objective with the 10/20 filter (the very left one) produces the best
visualization of the cells. Use a hand-held counter to record the number of cells
counted. During the trypan blue exclusion assay, don’t worry about calculating
percentage of viable cells. Simply generate total live cell count by only counting
circular white cells, and not the blue cells. The total cell count should exceed 100 to
be reliable. If after counting five squares, 100 cells have not yet been counted, then
count additional squares.

Determine the number of cells/ml and the total number of cells using the following
formula:

cells/ml = # of cells counted x 10* x dilution factor

# squares counted



total # cells = cells/ml x vol. of original cell suspension
6. The percentage of viable cells can be calculated using the following formula:

% viability = # Viable cells counted x 100
Total # cells counted

7. Wash cells off the hemacytometer with water. Spray some 70% EtOH and let dry.
Notes

* Avoid prolonged exposure of cells to trypan blue since uptake of the stain is time-sensitive.
If exposure exceeds 30 minutes, some viable cells may have absorbed the stain, resulting in
an increase in trypan blue-positive cells and yielding an artificially higher dead cell
population.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f300130d330b830cd30b9658766f8306e8868793a304a3088307353705237306b90693057305f00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /FRA <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [612.000 792.000]
>> setpagedevice


