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Activated CD4+ (Dynabeads)
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Observing Cell Death with Antibiotics
(Resting cells only)
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Observing Cell Death with Antibiotics,
FCS View (Resting cells only)
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Observing Cell Death with Antibiotics (Resting and Activated populations)
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Both Gates (FCS files)
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This concentration of Zeocin causes intermediate cell death in Resting population
large scale death in Activated population



Observing Cell Death with Antibiotics (Resting and Activated populations)
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Both Gates (FCS files)
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Resting Gate

Tracking CD4+ Activation Over
Consecutive Days (Untreated)
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Exponential increase of the Activated cell population is evident from Moxi Flow data.




Tracking CD4+ Activation Over
Consecutive Days (1ug/mL Puromycin)

24 hours 48 hours 72 hours

Viability Count (PI}

Viability Count (PI}
Via-210

Viability Count (PI}
Via-218

Cive Cel % = 33.1 5 [CveCel% =343 . 5 |[CveCel% =183 .
3.50e+0 3.80+04
R~ s

_4.88e+04

Dead
L
Dead
Dead

Resting Gate

PMT (log V)
[ %]

PMT (log V)
[ %]
PMT (log V)
[ %]

Live
-
Live
-
Live

a
2 5 8 11 14 16 19 22
Diameter (um)

a
2 5 8 11 14 16 19 22
Diameter (um)

ad Cells
e+04 Cells/ml
7 um (dia)

Viability Count (PI}
Via-210
MFS Live Cell % = 49.1 .

" 4.67e+03

0 -
2 5 8 11 14 16 19 22
Diameter (um)

Cells/ml
m (dia)

Viability Count (PI}
Via-207
MFS Live Cell % = 80.6 .

Cy 8.30e+03 e

um (dia) um (dia)

Viability Count (PI}
Via-218
MFS Live Cell % = 39.5 .

. 1.5824+03 /g’

Activated ’
Gate

PMT (log V)
[ %]
Dead
PMT (log V)
[ %]
Dead
PMT (log V)
[ %] L
Dead

Live
-
Live
-
Live

a
2 5 8 11 14 16 19 22
Diameter (um)

Live Cells Dead Cells

a
2 5 8 11 14 16 19 22
Diameter (um)

Live Cells Dead Cells

a
2 5 8 11 14 16 19 22
Diameter (um)
Live Cells Dead Cells
Cells/ml

.960 um (dia)

of Puromycin selection.



Tracking CD4+ Activation Over
Consecutive Days (FCS view)
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Conclusions

Moxi flow can be used to distinguish Resting and
Activated CD4+ populations by Coulter principle.

Treatment of CD4+ cells with different antibiotics
has differential effects on Resting and Activated
populations.

These differential effects can be observed on the
Moxi Flow through viability counting on specific
Resting and Activated size gates.

These data are useful for determining which
antibiotics to use for selection in different
scenarios involving CD4+ T cells. @



