
Supplementary material and methods. 
 
 
APC culture 

Briefly, PBMC were isolated from buffy coats of healthy donors, who have signed informed 

consent for research purposes. CD14+ monocytes (>95% purity) were isolated using magnetic 

cell separation (MACS; Miltenyi Biotec, Germany), cryopreserved and stored in liquid nitrogen 

until further use. After thawing, CD14+ monocytes were differentiated in 24-, 48- or 96-wells flat 

bottom culture plates (Corning) respectively at 0.5*106, 0.25*106 or 0.1*106 cells per well in 

complete medium containing IL-4 and GM-CSF. After 3 days, complete medium with cytokines 

and tumor supernatant was added. At day 6, cells were analyzed for differentiation markers by 

flow cytometry and activated by LPS and CD40L. After 48h, supernatant was collected and stored 

at -20ºC for cytokine analysis and the cells were analyzed again for the expression of activation 

markers by flow cytometry. Mouse monoclonal antibodies (mAbs) to human CD1a (APC), CD1b 

(FITC), CD11b (PE), CD11c (PE/APC), CD14 (FITC/PE), CD16 (PE), CD33 (PE), CD34 (APC), 

CD80 (FITC), CD83 (PE), CD86 (FITC/PE), CD124 (PE), CD206 (FITC) and HLA-DR 

(FITC/APC) all from BD Biosciences (USA) were used for flow cytometry. In addition, CD15 

(FITC; e-Biosciences), CD163 (APC; R&D systems, USA) and programmed cell death ligand 1 

(PD-L1) (APC; eBioscience, USA) were used. Cells were recorded using a BD FACS Calibur 

machine with Cellquest software version 6.0 (BD Biosciences) and analyzed with FlowJo 

software version 7.6 (Tree Star, USA). Fluorescence intensities were compared to unstained 

controls. Experiments were repeated for different donors. 

 

PRDX1 knockdown using shRNA 

CC8 cells were seeded at 1x105 cells / well to a 24-wells plate and grown until the culture was 

~75% confluent. Lentivirus expressing shRNA against peroxiredoxin 1 (PRDX1) or TurboGFP (sh 

control) were produced and used to infect the CC8 cells at multiplicity of infection (MOI) 5. After 

overnight infection, cells were washed, given fresh medium and cultured for 48 hours. Cells were 

treated with medium (control), cisplatin or carboplatin for 24 hours after which they were washed. 

RNA was harvested and purified using the NucleoSpin RNAII RNA isolation kit (Macherey-Nagel) 



according to the manufactures instructions. cDNA was prepared by reverse transcription of 0.5 – 

1 μg total RNA using SuperScript III First Strand synthesis system and OligodT primers 

(Invitrogen). TaqMan PCR was performed using TaqMan Universal PCR Master Mix and pre-

designed, pre-optimized primers and probe mix for PRDX1, prostaglandin-endoperoxide synthase 

1 (PTGS1 or COX-1), PTGS2 (or COX-2), IL-6 and glyceraldehyde 3-phosphate dehydrogenase 

(GAPDH; Applied Biosystems, Foster City, USA). Threshold cycle numbers (Ct) were determined 

using the Bio-Rad CFX96 Real-Time PCR detection system and CFX manager 2.0 software (Bio-

Rad). The relative quantities of mRNA per sample were calculated using the 2ΔΔCt method as 

described by the manufacturer using GAPDH as the calibrator gene. 

 

 
 
 


