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Flow cytometry analysis was gated based on three control groups: unstained live cells (Figure S1),
stained live cells (Figure S2), and stained dead cells (Figure S3). Once gating was appropriate for all
three controls, sample analysis was undertaken.

Figure S1 Gating Strategy for unstained live cell control. Gating strategies were set up using an
unstained live cell control (shown below) before being used for positive and negative controls as well
as sample runs. (A) All Cells gate (red) was set to contain the live and healthy cell population and
exclude any dead cells or possible cell debris as indicating by very high or low FSC-A and SSC-A (B)
single cells gate (blue) were selected to exclude cells populations that were possibly stuck together as
indicated by an increase in one of either side scatter area or height (C) BL2 voltages were adjusted until
complete signal seen on the left hand side of the panel within live cells gate (yellow) indicating cell
viability as propidium iodide stains dead cells while (D) RL1 voltages were adjusted until Cy5+ signal
gate (green) had minimal signal remaining on the right had side of panel, finally (E) represents Cy5+
signal as a function of forward scattering.

T 369
Ao All cells: 77.417% 5.5 B 1o c
L 300
& & .
s 38 Single Cells: 91.405% -
Z, ) 200 |
'_Fsod I'so : 3 I 1
Q Q N~
a a P ' 100 [/ \
0.001 0,001 o+ '
0. 0.001 500 1000 10 10 10° 100 10° 10 10°
FSC-A (1073) SSC-A (1073) BL2-A
D 2% ; y
E 100 AZCYS+: 0.018%
) el o
200 a |
<
g ]
8 :.(’so,
100 g
w
?
0 0.00




Figure S2. Gating strategy for stained live cell control. Gating strategies were established using a
stained live cell control (shown below) prior to sample analysis. All gates (A—E) were applied as
described in Figure S1, using these control samples to confirm that the cell population remained viable
following sample preparation. This ensured that results were representative of a live, healthy cell

population.
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Figure S3 Gating Strategy for stained dead cell control. Gating strategies were set up using a
stained dead cell control (shown below) before being used for sample runs. All gates (A-B, D-E) were
set up as described for Figure S1 using these dead cell samples to help ensure that the gating was
correct and ensure viability. For the live cells gate (yellow) (C), all signals should be present on the right-
hand side of the panel due to the propidium iodide signal being positive and staining dead cells.
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