Supplementary Table 1 – Validation Parameter Design: The Validation Parameters, Purpose/Criteria (when relevant), and Design of each group of experiments are outlined in this table and provide an overview of the specific experiments run during the validation following current regulatory guidelines.
	Validation Parameter 
	Purpose/Criteria 
	Design 

	Cut Point 
	Establish cut point  
	Establish cut point using 40 male and 40 female individuals analyzed in a balanced design  

	Fold-Change Threshold 
	Determine free ADA response 
	Establish fold-change threshold using 40 male and 40 female individuals analyzed by balanced design, with and without the human IgG spike 

	Precision 
	Establish the reproducibility of the assay controls; target CV% for each control is ≤20% 
	6 sets of each control  
(LQC, HQC, LQC+spike, NC) analyzed on a single plate by 2 analysts over 2 days. 
Inter-assay precision for each control was determined from all passing runs, excluding robustness runs. 

	Sensitivity 
	Establish sensitivity as the minimum amount of PC with a consistent signal above the cut point in the presence of 1 μg/mL Human IgG; target concentration is 1000 ng/mL PC 
	 Determined from a dilution series starting at 100,000 ng/mL PC diluted two-fold in NC down to 50 ng/mL in the presence of human IgG at 1 μg/mL. Sensitivity assays were performed over a minimum of 3 runs by at least 3 analysts. 

	Drug Tolerance 
	Establish drug tolerance as the concentration of drug at each PC level where signal falls below the cut point. This is empirically determined for each PC level. 
	Drug tolerance was demonstrated by evaluating the PC at 250, 500, 1000, 20,000, and 100,000 ng/mL in the presence of human IgG (drug surrogate) at final concentrations of 0, 0.5, 1, 10, 50, 100, 1000, and 10,000 μg/mL. Drug tolerance was performed once by a single analyst. 

	Specificity 
	Show that the LQC and various human mAb drug modalities demonstrate complex formation, allowing for in house quality controls for each human mAb drug (spike into either LQC or HQC). 
	Specificity was demonstrated by incubating the LQC in the presence of a final concentration of 100, 10, or 1 μg/mL of the human IgG drug types including IgG1 kappa, IgG1 lambda, IgG4 kappa, IgG1/IgG3 kappa and a non-mAb fusion protein. 
 
Drugs not specific for the LQC were then tested with the HQC. The HQC was 
spiked at 100, 10, or 1 µg/mL of the drug.  Specificity assays were 
performed once by 3 analysts. 

	Selectivity 
	At least 80% of the spiked and unspiked samples tested should recover within ± 30% of the spiked and unspiked NC pool. 
	Evaluated by spiking 10 cynomolgus monkey serum samples (5 males and 5 females) and the NC at the LQC concentrations with 100 μg/mL PC and 1 μg/mL human IgG. Selectivity was performed in a single experiment. 

	Target Interference 
	Target interference would occur when the drug target produces a false positive result for the NC or a false negative result for the LQC. 
	Evaluated using both monomeric and multimeric human mAb drug targets in combination with their associated drug. Target interference was 
performed in a single experiment. 
The NC and LQC were prepared in neat serum with each drug target at  
1, 0.1, or 0.01 μg/mL. Target interference samples were tested in the method with 
and without their respective drug at 1 µg/mL. 

	Hemolysis 
	 Hemolysis was considered interfering if the hemolyzed LQC produces a false negative result or the hemolyzed NC produces a false positive result. 
	Evaluated by preparing the LQC in 
pooled hemolyzed cynomolgus serum and in NC as a control. Hemolysis was performed in a single experiment. 

	Stability 
	QCs should meet acceptance criteria determined in validation 
	5 freeze thaw cycles were evaluated using QC samples frozen for a minimum of 12 hours and thawed unassisted at ambient temperature for at least one hour.  Short term stability was determined from QC samples stored at ambient temperature for 24 hours or for 7 days at 4° C. 

	Robustness 
	 QCs should meet acceptance criteria determined in validation 
	Evaluated incubation times at the minimum and maximum allowed limit, different plate lots, different instrument readers, and different QC lots. 

	ADA=Anti-Drug Antibodies
IgG=Immunoglobulin
CV=Coefficient of variation
LQC=Lower Quality Control
HQC=Higher Quality Control
LQC+Spike=Lower Quality Control spiked with Human IgG
NC=Negative Control
PC=Positive Control
mAb=monoclonal antibody
QC=Quality Control
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Supplementary  Table 1  –   Validation Parameter Design :   The Validation Parameters, Purpose/Criteria  (when relevant), and Design of each group of experiments are outlined in this table and provide an  overview of the specific experiments run during the validation following current regulatory guidelines .  

Validati on Parameter    Purpose/Criteria    Design    

Cut Point    Establish cut point     Establish cut point using 40 male and 40  female individuals analyzed in a balanced  design      

Fold - Change Threshold    Determine free ADA response    Establish fold - change threshold using   40  male and 40 female individuals analyzed by  balanced design,   with and without the  human IgG spike    

Precision    Establish the reproducibility of  the assay controls; target  CV% for each control is  = 20%    6 sets of each control      (LQC, HQC,  LQC+spike, NC) analyzed on a  single plate by 2 analysts over 2 days.     Inter - assay precision for each control was  determined from all passing runs, excluding  robustness runs.    

Sensitivity    Establish sensitivity as the  minimum amount of PC with a  consistent   signal above the cut  point in the presence of 1  μg/mL Human IgG; target  concentration is 1000 ng/mL  PC      Determined from a dilution series starting at  100,000 ng/mL PC diluted two - fold in NC  down to 50 ng/mL in the presence of human  IgG at 1 μg/mL. Sensit ivity assays were  performed over a minimum of 3 runs by at  least 3 analysts.    

Drug Tolerance    Establish drug tolerance as  the concentration of drug at  each PC level where signal  falls below the cut point. This  is empirically determined for  each PC level.    Drug tolerance was demonstrated by  evaluating the PC at 250, 500, 1000,  20,000, and 100,000 ng/mL in the presence  of human IgG (drug surrogate) at final  concentrations of 0, 0.5, 1, 10, 50, 100,  1000, and 10,000 μg/mL. Drug tolerance  was performed once by   a single analyst.    

Specificity    Show that the LQC and  various human mAb   drug  modalities   demonstrate  complex formation, allowing  for in house quality controls for  each human mAb drug (spike  into either LQC or HQC).    Specificity was demonstrated by incubating  the LQC in the presence of a final  concentration of 100, 10, or 1 μg/ mL of the  human IgG drug types including IgG1  kappa, IgG1 lambda, IgG4 kappa,  IgG1/IgG3 kappa and a non - mAb fusion  protein.         Drugs not specific for the LQC were then  tested with the  HQC . The HQC   was     spiked  at 100, 10, or 1 µg/mL   of the  drug.     Specificit y assays were     performed  once  by 3 analysts.    

Selectivity    At least 80% of the spiked and  unspiked samples tested  should   recover within ± 30% of  the spiked and unspiked NC  pool.    Evaluated by spiking 10 cynomolgus  monkey serum samples (5 males and 5  femal es) and the NC at the LQC  concentrations with 100 μg/mL PC and 1  μg/mL human IgG. Selectivity was  performed in a single experiment.    

Target Interference    Target interference would  occur when the drug target  produces a false positive  result for the NC or  a false  negative result for the LQC.    Evaluated using both monomeric and  multimeric human mAb drug targets in  combination with their associated drug.  Target interference was     performed in a single experiment.    

