
Supplementary Methods 

Abatacept and pembrolizumab therapeutic drug monitoring 

It was performed using abatacept and pembrolizumab drugs to prepare calibration and quality 

control. For each time point studied, blood was collected using a pre-heparinized tube. The 

plasma was extracted by centrifugation of blood at 3500 rpm for 10 minutes. Plasma samples 

were then analyzed using ultra-performance liquid chromatography system coupled to mass 

spectrometry (LC-MS/MS;MS-8060,Shimadzu,Japan). Quantifications were achieved in 

multiple reactions monitoring mode, and electrospray ionization was operated in a positive 

mode. Peak integration and quantification were performed using LabSolutions and Insight LC-

MS software. Abatacept and pembrolizumab were quantified with signature peptide 

MHVAQPAVVLASSR, DLPLTFGGGTK respectively, by nano‐surface and molecular‐orientation 

limited (Shimadzu, Japan). 

  

BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2022-004699:e004699. 10 2022;J Immunother Cancer, et al. Nguyen LS



Supplementary-Figure-1. Gating strategy for CD86 expression analysis by monocytes and 

CD86RO calculation: circulating monocytes were gated in leukocytes as CD45+CD14+ cells. 

CD86 mean fluorescence intensity by monocytes was then analyzed and compared to an 

isotypic control. The figure shows a representative labeling at baseline before treatment and 

at one time point during the follow up with the detailed calculation of the CD86RO from the 

formula. 
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Supplementary-Figure-2. Gating strategy for PD1 expression in T-Lymphocyte populations: 

CD3+ T-cells were gated in lymphocytes gate, CD4+ and CD8+ T-cells were then gated in CD3+ 

T-cells. The % of PD1+ cells were then determined in each population (i.e. CD3+ T-cells, CD4+ 

T-cells and CD8+ T-cells). 
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