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Figure S1. Adherent cell culture procedure. After discarding old medium and rinsing with phos-
By phate buffered saline (PBS), cells were chemically lifted with trypsin. Following lifting, trypsin was

neutralized with culture medium and the solution was placed in a centrifuge spun at 800 RPM for
5 minutes. Simultaneously, cells were counted using a hemacytometer or automatic cell counter.
The neutralized trypsin solution was then extracted without disturbing the cell pellet, which was
later resuspended in complete growth medium and aliquoted into a new culture flask at appropri-
ate cell density.
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Figure S2. Images of the Faxitron CellRad x-ray machine. Top left: Auto-Dose Control interface
and settings. The user can toggle settings in amount of accumulated radiation dose, kVp, and tube
current. Top right: Home screen of CellRad interface. Bottom left: Interior of the machine. Specimen
is placed in the center of the white turntable. Beam exits the source through the aperture on the
ceiling of the machine. Bottom right: Full image of the Faxitron CellRad.
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Figure S3. The Electric Cell Impedance Sensor (ECIS). We used the Z-theta system (Applied Bio-
Physics, New York, USA) shown here. Array station is placed inside the incubator (right).

Cells growing to cover array surface
— — 3
(k8 } / """\({’: / 7

ECIS 8W10E+ Array

Figure S4. ECIS 8W10E+ array and T98G cells growing to cover the bottom of the cell array. Cell
coverage directly affects measured impedance by increasing resistive flow with increasing coverage.
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1. Array loaded with medium

D% 00

4. Medium is replaced LJ L | B '
with experimental v V
conditions before —————r—

placement in array station
for measurement

- AR,
= |
== AR
3. Experimental conditions treated and
prepared separately

Figure S5. Loading and preparation of the ECIS. 1. SW10E+ array is loaded with medium as a
substrate for built-in “check” and “stabilize” functions prior to experiment. 2. Array is loaded into
incubator-housed array station for calibrations. 3. Experimental conditions are prepared separately
as needed. 4. Array is removed from incubator station and medium is replaced by experimental
conditions. Array is then placed back into the station and allowed to stabilize for 15 minutes before
a final “check” and measurement start.
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Figure S6. Late barrier function for the first two trials (N1, N2) of T98G + IR + durvalumab. Rela-
tive to the untreated condition, all 5 and 20 Gy-irradiated conditions showed decreased late barrier
function (p < 0.05), signaling compromised cell-cell adhesion.



