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Rationale and design of the “Tocilizumab in patients with moderate to severe COVID-19" trial

APPENDIX 2 - STEERING COMMITTEE

COALITION COVID-19 Brazil VI Investigators

Viviane Cordeiro Veiga, Phillip Scheinberg, Danielle Leao Cordeiro de Farias, Jodo Prats, Alexandre Biasi Cavalcanti,
Fldvia Ribeiro Machado, Regis Goulart Rosa, Otdvio Berwanger, Luciano César Pontes de Azevedo, Renato Delascio Lo-
pes, Alvaro Avezum, Leticia Kawano-Dourado, Claudio Galvao for the COALITION COVID-19 Brasil VI Investigators.

APPENDIX 3 - EXPLORATORY LABORATORY TESTING

This appendix includes the details in the methodology of exploratory laboratory testing as part of the secondary end-
points. As it relates to interleukins testing, the measurement of the cytokines IL-6, TNFa, IL-10, as well as the IL-2 receptor
(CD25), will be performed by capture ELISA system. Briefly, the serum samples will be incubated in an appropriate dilution
in polystyrene plates pre-coated as monoclonal antibodies against the cytokine of interest for 30 minutes. After washing, there
will be incubation with peroxidase-labelled monoclonal antibody for 30 minutes. After a new wash, there will be incubation
with 3,3 %, 5,5 -tetramethylbenzidine (TMB) and hydrogen peroxide (H202). After 10 minutes, the reaction will be stopped
by adding 1N H2SO4 and each well will be evaluated by spectrophotometry at wavelength 450nm.

As it relates to the flow cytometric studies, all samples will be collected in tubes containing K3 EDTA as anticoagulant.
Cells in suspension (2x10° cells in 100 pL per tube) from the peripheral blood samples will be stained with monoclo-
nal antibodies (MADb) directed against cell surface markers using a stain-lyse-and-then-wash, direct immunofluorescence
technique. The following panel of 8-color combinations of monoclonal antibodies (MAbs)—fluorescein isothiocyana-
te (FITC)/phycoerythrin (PE)/peridinin chlorophyll protein (PerCP-Cy5.5)/ PE—cyanine 7 (PE-Cy7)/allophycocyanin
(APC)/APC-H7/Brilliant Violet 421 (BV421)/Violet 500 (V500) — will be used in all cases: [gM/CD10/CD20/CD19/
IgD/CD38/CD27/CD45, D57/CD26/CD3/CD25/CD279/CD8/CD4/CD45,CD16/CD123/CD34/CD33/CD56/
CD3+CD19+CD14/HLA-DR/CD45 and CD8+Ig(K)/CD56+Ig(L)/CD3/CD19+TCR-gamma-delta/CD5/CD38/
CD20+CD4/CD38. A tube containing Ig isotype controls for FITC/PE/PerCPCy5.5/PE-Cy7/APC/APC-H7/BV421/
V500 will be performed in all cases. The source of MAbs will be as follows: Ig isotype controls, CD3, CD4, CD8, CD5,
CD10, CD14, CD16, CD19, CD20, CD25, CD26, CD33, CD34, CD38, CD45, CD56, CD57, CD123, CD279,
TCR-gamma-delta, IgD, Ig(K), Ig(L) are from Becton Dickinson Biosciences (BDB), San Jose, CA, USA; HLA-DR are
from Biolegend, San Diego, CA, USA; and IgM from Beckman Coulter, Indianapolis, USA. Data acquisition will be per-
formed immediately after completion of sample staining, using a FACSLyric flow cytometer and the FACSuite software
(BDB). For each sample, data from at least 3 x 10° events per tube will be acquired. The Infinicyt software (Cytognos, SL,
Salamanca, Spain) was used for the analysis of flow cytometry data. Daily instrument quality control was performed using
CS&T beads (BDB) to ensure consistent determination of fluorescence intensity during the study.

In relation to the coagulation the following will be performed. All samples will be collected in tubes containing citrate
3,2% as anticoagulant. Tubes will be centrifuged at 2,200 g and plasma was aliquoted and stored at -80° C. For analysis,
samples will be thawed at 37° C for 20 minutes. All assays will be performed on ACL TOP 750 analyser (Instrument
Laboratories, Bedford, USA) accordingly to standard protocols. The PT will be performed using Hemosil® Recombi-
Plasntin 2G, PTT and factor 8 assays will be performed using Hemosil® Synthasil and Hemosil® Factor VIII deficient
plasma. Factor VIII assay will be performed using a single-point assay (1/20 dilution in buffer). Fibrinogen will be
performed using Hemosil® QFA Thrombin (Bovine) reagent by Clauss method. Von Willebrand assay will be perfor-
med using Hemosil® VWEF: Ag and ristocetin cofactor assay will be performed using Hemosil® VWF:Rco, all immuno-
turbidimetric tests. All reagents are from Instrument Laboratories (IL, Bedford, USA).
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