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Appendix Figure S1 — C-terminal EF tagging leads to EF gene duplication in TC71 and STA-ET-7.2 cells.

(A) Western blot analysis showing protein levels of endogenous untagged EF (~70 kDa) and dTAG-fused (~130
kDa) EF in parental (TC71, STA-ET-7.2) and EF-dTAG clones (TC71-A6, A15; STA-ET-7.2-C18, C19). Tubulin

was used as a loading control. Representative images from one of the biological replicates are shown.



A2_2 mNeonGreen+

1000 1350

{ |
A
low \ high

Average green object

£
S |
o
g
&
=
¥ m
T i T
108 10° 10t 10
Alexa Fluor 488-A
Tube: A2 2
Population #Events %Parent %Total
I Al Events 50,000  ##FE|  100.0
-l cells 44,971 89.9) 899
M singlets 1 30,255 67.3] 605
- [ singlets 2 30,233 998 605
[l mNeonGreen+ 29,781 98.5 59.6
[ nign 1,621 54 32
[ 1ow 1,714 58 34
3 days (~68 h)
1004
2 50
o
=
o
= 604
gl
D
N
w 401
£
A
S
Z 20
0L T

0 10

10°

488-530_30-A :: mNeonGreen

D Dim

Appendix Figure S2 - Dynamic nature of EF expression in A2.2 dTAG cells.
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(A) Sorting strategy of A2.2 EF-dTAG clone into subpopulations with low (mNGP™) and high (mNG'ig") EF-

mNG fluorescence intensity (n =1).

(B) Quantification of average green object mean intensity (Incucyte S3-C2) of sorted subpopulations normalized

to the heterogeneous unsorted A2.2 population, starting 12 h after sorting. Dashed lines denote the equilibrium

threshold (£10%), used to define the timepoint at which sorted populations converge with the heterogeneous state

and remain within this range for at least three consecutive measurements. Red circle indicates the equilibrium

timepoint of EF-mNG"¢" cells, blue circle indicates that of EF-mNGP™ cells (n =1).

(C) Flow cytometry analysis of mNG fluorescence intensity in the sorted and heterogeneous populations at day 3

and day 6 (n =1).



