Protocol: Handling Drosophila cell lines expressing UAS-Ras[V12] — May 2024
Arthur Luhur - DGRC

Cell culture medium for lineage specific Drosophila cell lines expressing UAS-Ras[V12]

These lines grow well in Schneider’'s medium. DGRC and the Simcox lab use Schneider’s
Drosophila Medium (Gibco 21720024 / 21720001), supplemented with 10% of HyClone Defined
FCS (SH30070.03, heat-inactivated at 56°C for 1 hour). While Schneider’s medium is very
similar to M3 medium, not all the lineage-specific lines grow well in M3 based medium. There
are a few lines that we think do better in M3 medium, than Schneider’s medium (ActGS-B6, btl-
3).

Properties
Drosophila cell lines expressing UAS-Ras[V12] generally adhere more strongly relative than

other cell lines in the DGRC catalog including the S2 sublines, CNS, and imaginal disc lines. We
recommend the instructions below when handling Drosophila cell lines expressing UAS-
Ras[V12].

Many early passage cell lines, or newly thawed lines are strongly adherent. Only subculture
when the cells are confluent (for a guide, see the confluent density for each cell line in the figure

on the next page.)

Subculture protocol

1. Remove media from vessel and set aside media.
Rinse the monolayer with (0.05 mL/cm?) of TrypsinLE / Trypsin
3. Add TrypsinLE (0.1 mL/cm?) to the side of the flask. Ensure that the monolayer is fully

covered.
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4. Incubate at 25°C for 4 - 5 minutes to aid the release of cells from the surface. Visualize
the culture under an inverted microscope to check for cell rounding and dislodged
monolayer.

5. Add medium and dislodge the cells by gentle repeated pipetting over the growing

surface of the flask.

Collect the cell suspension in a 15 mL conical tube.

Pellet the cells (900 g for 5 minutes). Remove all supernatant.

Gently resuspend the cell pellet by flicking the tube.

Add 1 mL of fresh media into the cell suspension, and gently pipette to mix.

0. Subculture 25%-50% (1:4 to 1:2) of the suspended cells into a new flask (Transfer 0.25 -

0.5 mL into 3.5 mL of fresh media in a new T-25 flask).

= © ® N o

11. Check cells every 2-3 days (or more frequently) and refresh the media for cultures
showing signs of deterioration (extended processes, and minimal growth).

12. Passage cells every 5-7 days (depends on your seeding density).

Note: If you are having trouble growing the cells, dilute 1:2 until you get familiar with how the

cells grow.

Cell freezing should be done from a confluent flask of cells (check confluent density for
individual lines), by pelleting the cells and resuspending in cell freezing media (Schneider’s
media + 20% FBS + 10% DMSO).

Note: We use TrypsinLE (Thermo #12604013).
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ActGSB6

Figure A. ActGSB6 culture at 1 day post subculture (1:3).
Figure B. Confluent ActGSB6 culture prior to subculture (1:3).

Figure C. Confluent ActGSB6 culture after treatment with TrypsinLE, showing a more rounded
morphology and loosened attachment to the growth surface.
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