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Figure S1. Schematic of TRIzol and TRIzol-LS inactivation testing.



Formalin and PFA inactivation of infected adherent cells
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Figure S2. Schematic of aldehyde inactivation testing.



Heat inactivation of infected cells
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Figure S3. Schematic of heat inactivation testing.
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Figure S4. Limit of detection (LOD) analysis. (A) Schematic of LOD analysis. LASV is highlighted because it was used as an
example in (B). (B) LASV LOD analysis. Vero E6 cells seeded in T175 flasks were mock infected or infected with LASV with the
indicated TCIDso units. Samples were monitored for CPE at 4 dpi. Clarified supernatants were passaged onto Vero E6 cells
seeded in T175 flasks. Cells were incubated for additional 4 days and monitored for viral infection. Clarified supernatants were
then used to infect Vero E6 cells seeded in 96-well plates and fixed at 2 dpi. Immunofluorescence analysis was performed using
an anti-LASV antibody (LASV ab, green). Cell nuclei were stained with DAPI (blue). Red scale bars =200 pm; yellow scale bars
=50 pum.
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Figure S5. Cells pre-treated with diluted TRIzol LS appear normal but are not infectable. Vero E6 cells seeded in a 6-well dish
were either not treated or treated with diluted TRIzol LS (45 pL in 3 mL media). Cells were then mock infected or infected with
recombinant vesicular stomatitis virus (VSV) expressing EBOV GP in place of VSV G and expressing GFP as an additional open
reading frame (VSV-GPz-GFP) at an MOI of 0.1. Samples were monitored for CPE and GFP expression at 2 dpi. Red scale bars
=200 pm.
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Figure S6. Virus recovery from Amicon columns. 0.5 mL NiV stock containing 2.5x10% TCIDso units or 0.5 mL LASV stock
containing 2x10% TCIDso units were added to size exclusion columns. Column purification was performed according to the
manufacturer’s instructions. Viral titers of samples eluted from the column and non-column purified virus stocks were
determined by TCIDso assay.



Vi N 1

Test infection 1¢ Passage 2™ Passage

Initial infection
3 days [ 4 days [ 4 days [ 3 days
EBOV Ab DAPI
sample
DMEM
1 mock E—— Merge
EBOV Ab
2 EBOV-7sG & ZsGreen
EBOV Ab DAPI
3 mock ZsGreen
EBOV Ab
” 2% GA
6h
EBOV-ZsG
challenge
5 EBOV-ZsG ‘ — > = ZsGreen
EBOV Ab
6 EBOV-ZsG

ZsGreen




Figure S7. Inactivation of EBOV-ZsGreen with 2% glutaraldehyde. Top, schematic of the assay. Vero E6 cells seeded in T75
flasks were mock infected or infected with EBOV-ZsGreen (EBOV-ZsG) at an MOI of 3. At 3 days post infection (dpi), brightfield
images were taken to assess the presence of cytopathic effect (CPE) and green fluorescence (ZsGreen) in samples as a marker
for viral infection (Initial infection). Cells were fixed in 2% glutaraldehyde (GA) or incubated in PBS, scraped, washed with PBS
and transferred onto Vero E6 cells seeded in T75 flasks. Challenge samples were infected with EBOV-ZsGreen at MOI 3. Samples
were monitored for CPE and fluorescence at 4 dpi (Test infections). Clarified supernatants were passaged onto Vero E6 cells
seeded in T75 flasks. Cells were incubated for additional 4 days and monitored for viral infection (1%t Passage). Clarified
supernatants were then used to infect Vero E6 cells seeded in 96-well plates and fixed at 2 dpi. Immunofluorescence analysis
(IFA) was performed using an anti-EBOV-VP35 antibody (red, 2nd Passage). Cell nuclei were stained with DAPI (blue). Red
scale bars = 200 pum; white scale bars = 250 um.
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Figure S8. Validation of VWR Advanced Dry Block Heater. (A) The block heater was set at 120°C. When the temperature of
120°C was reached as indicated by the internal block thermometer, the temperature in the wells of the block heater was
measured with an external thermometer (Monacor DTM-506RS digital temperature sensor). (B) The block heater was set at
120°C. 2 mL screw cap tubes were filled with 1 mL H20 and placed in the wells highlighted in blue. The temperature in the
tubes was recorded over time using a Monacor DTM-506RS digital temperature sensor.
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Figure S9. Validation of the Mycoplasma Detection kit when an additional heat inactivation step was implemented. (A) The
Mycoplasma Detection kit from Southern Biotech was used according to the manufacturer’s instructions. M. orale DNA is
included in the kit as a positive control and leads to a 503 base pair (bp) PCR fragment. An internal negative control (270 bp) is
included to prevent false negatives due to PCR inhibitors. Detection of correct sized bands is shown after additional heat
treatment for inactivation of samples. P, positive control; N, negative control; heat, additional heat inactivation step (at least 10
minutes at 120°C); M, DNA size marker. (B) Example of BSL-4 virus stock mycoplasma testing (samples 1-5) based on PCR and
using an additional heat inactivation step (at least 10 minutes at 120°C).



Inactivation Virus MOI used for initial infection MOI used for
Sample type . . .
method tested or virus amount tested challenge infection
EBOV MOI 10 MOI 3
TRIzol cells NiV MOI 0.5 MOI0.01
LASV MOI 5 MOI 0.1
EBOV 2x108 TCIDso units MOI 3
TRIzol-LS viral particles NiVv 1.25x107 TCIDso units MOI10.01
LASV 9.9x107 TCIDso units MOI 0.1
10% formalin EBOV MOI 10 MOI 3
or adherent cells NiV MOI 0.5 MOI0.01
4% PFA LASV MOI 5 MOI 0.1
10% formalin
or cell pellets Ez%\)/ i MOI 5 MOI 5
4% PFA
10% formalin viral particles EBOV- 2.3x108 TCIDso units MOI 3
ZsGreen
2% adherent cells EBOV- MOI 3 MOI 3
glutaraldehyde ZsGreen
heat cells EBOV MOI 10 MOI 3
viral particles 2x108 TCIDso units MOI 3
TCL combined cells EBOV MOI 10 MOI 3
with heat

Table S1. Virus-specific conditions for the performed inactivation studies.




