
Flow-cytometric analysis - raw data and gating strategy

In all flow cytometric gating strategies we used defined range (RN1) for debris elimination.
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The CytoID autophagy detection kit is 
based on the determination of cells positi-
ve for the presence of acidic organelles 
co-localized with LC-3b protein. For nega-
tive control we used bafilomycin A1 trea-
ted cells. Bafilomycin A1 prevents orga-
nelles acidification by inhibiting vacuolar 
H+ ATPase. CytoID positive cells were 
divided into two populations, based on the 
signal strength (red cluster depicts CYTO-
-ID++ population, blue cluster Cyto-ID+ 
population). Weak Cyto-ID-positivity is 
presented even after Bafilomycin A1 
treatment due to residual activity of acidic 
organelles (blue cluster).

For the determination of “normal” 
(“healthy”), “early apoptotic”, “late apoptot-
ic/necrotic” cells and “cellular fragments”, 
classical four quadrant gating strategy was 
performed.

For the determination of large, SYTO16 
highly positive cells, two gating strate-
gies were applied. In first strategy (SSC/-
FL1), cells were divided into three popu-
lation according their positivity for SYTO 
16 staining (negative/slightly positive/hi-
ghly positive), and granularity. After that, 
second gating strategy (FSC/FL1) was 
performed for determining of SYTO16 
positive-large sized population of cells.
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Q1: 3.22% Q2: 11.45%

Q3: 66.58% Q4: 18.75%
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Q1: 4.51%
2530 / ml

Q2: 15.26%
8550 / ml

Q3: 70.94%
40390 / ml

Q4: 9.30%
5575 / ml
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Flow-cytometric analysis - CytoID staining - plumbagin-treated PC3 cells page 1

Negative control - Bafilomycin treatment timepoint 0 h plumbagin treatment

timepoint 40 min plumbagin treatment timepoint 90 min plumbagin treatment
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timepoint 4 h plumbagin treatment timepoint 6 h plumbagin treatment

timepoint 8 h plumbagin treatment timepoint 10 h plumbagin treatment

Flow-cytometric analysis - CytoID staining - plumbagin-treated PC3 cells
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timepoint 16 h plumbagin treatment timepoint 20 h plumbagin treatment

timepoint 24 h plumbagin treatment timepoint 36 h plumbagin treatment

Flow-cytometric analysis - CytoID staining - plumbagin-treated PC3 cells
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timepoint 48 h plumbagin treatment

Flow-cytometric analysis - CytoID staining - plumbagin-treated PC3 cells
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timepoint 0 h plumbagin treatment timepoint 20 min plumbagin treatment

timepoint 40 min plumbagin treatment timepoint 90 min plumbagin treatment



Flow-cytometric analysis - Annexin V/propidium iodide staining - plumbagin-treated PC3 cells page 6

timepoint 0 h plumbagin treatment timepoint 20 min plumbagin treatment

timepoint 40 min plumbagin treatment timepoint 90 min plumbagin treatment
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timepoint 6 h plumbagin treatment timepoint 7 h plumbagin treatment

timepoint 9 h plumbagin treatment timepoint 11 h plumbagin treatment
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timepoint 13 h plumbagin treatment timepoint 28 h plumbagin treatment

timepoint 48 h plumbagin treatment
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timepoint 0 h plumbagin treatment timepoint 40 min plumbagin treatment

timepoint 90 min plumbagin treatment timepoint 4 h plumbagin treatment
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timepoint 6 h plumbagin treatment timepoint 8 h plumbagin treatment

timepoint 10 h plumbagin treatment timepoint 16 h h plumbagin treatment
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timepoint 20 h plumbagin treatment timepoint 24 h plumbagin treatment

timepoint 36 h plumbagin treatment timepoint 48 h plumbagin treatment


