[bookmark: _Hlk169147379]Supplementary: Exploring the impact of laboratory reagents on pharmacokinetic profiling
Materials & Methods
Statistical analysis
Wilcoxon rank test across reagents
The aim of the Wilcoxon rank analysis is to identify pairs of concentrate/reagent with outlying distributions compared to the pool of other reagents available in the WAPPS-Hemo database.
[bookmark: _Hlk181244911]For every concentrate, the median of log-deviations of PK estimates from each reagent were compared to those from all remaining reagents including PK estimates that had an unknown reagent,  by implementing Wilcoxon rank sum tests (equivalent to Mann-Whitney tests) [1, 2]. As an example, if a concentrate has PK estimates on reagents A, B, C and D (we assume that D will correspond to PK estimates for unknown reagents); then, the analysis for reagent A corresponds to the comparison between median of the PK estimate log-deviations of A and the median of the PK estimate log-deviations for B, C and D combined. The same analysis was performed for each reagent class: For instance, silica was compared to the combination of ellagic acid, polyphenolic acid, kaolin and unknown reagents. A p-value lower than 0.05 was assumed statistically significant. Due to the heterogeneity of the population sizes across reagents as well as the high BSV in PK parameter values and their log-deviations, statistically significant Wilcoxon tests for reagents with a population size of less than 20 PK estimates were assumed as not conclusive because their small population size can easily deviate while the comparator has enough data to lead to significance.
Impact of unknown reagents on the comparisons
Since the method compares the concentrate/reagent pairs to the pool of other reagents available in the WAPPS-Hemo database, it may be sensitive to the inclusion/exclusion of “Unknown” reagents in the study data. A sensitivity analysis excluding “Unknown” reagents was also performed and compared to the initial Wilcoxon comparisons, assessing which pairs became statistically significant if unknown reagents are removed from the pool of available data.



Results
Statistical analysis
[bookmark: _Hlk158173243][bookmark: _Toc181247261][bookmark: _Hlk179872471]Table S1: Summary of the median log-deviations differences calculated in the Wilcoxon test for each EHL FVIII concentrate across the different reagents. Values in red* were statistically significant with p-value<0.05. Values outside of -0.2 and +0.2 interval were clinically significant (Median log-deviations differences of -0.2, -0.1, +0.1 and +0.2 correspond to average PK estimate variations of -20%, -10%, +10% and +20% respectively).
	[bookmark: _Hlk181849145]
	Concentrate
	rFVIII-PEG
	rFVIII-Fc
	N8-GP
	BAY94

	Reagent Class
	Reagent
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%

	Silica
	HemosIL SynthASil
	67
	-0.00
	-0.03
	290
	0.02
	0.02
	40
	0.06
	0.03
	71
	-0.06
	-0.08

	
	HemosIL APTT-SP
	2
	-0.19
	-0.19
	73
	0.05
	0.03
	
	
	
	1
	-0.24
	-0.20

	
	Pathromtin SL
	66
	0.03
	0.03
	158
	-0.06*
	-0.07*
	44
	-0.09
	-0.06
	40
	0.01
	-0.00

	
	STA PTT-A
	9
	-0.20
	-0.18
	69
	-0.06*
	-0.06
	1
	-0.12
	-0.07
	1
	-0.48
	-0.54

	
	TriniCLOT APTT-HS
	5
	-0.01
	-0.04
	2
	-0.10
	-0.06
	
	
	
	
	
	

	
	TriniCLOT APTT-S
	14
	0.00
	-0.02
	11
	0.07
	0.02
	
	
	
	
	
	

	Ellagic Acid
	Dade Actin
	4
	-0.10
	-0.08
	1
	-0.57
	-0.60
	2
	-0.05
	-0.08
	
	
	

	
	Dade Actin FS
	62
	0.13*
	0.16*
	433
	0.06*
	0.06*
	41
	0.03
	0.09
	7
	0.17
	0.10

	
	Dade Actin FSL
	65
	-0.04
	-0.04
	107
	0.01
	0.01
	3
	-0.19
	-0.14
	163
	0.09*
	0.11*

	
	HemosIL SynthAFax
	
	
	
	5
	-0.18
	-0.17
	4
	-0.09
	-0.09
	12
	-0.20*
	-0.27*

	Polyphenolic Acid
	Cephen
	1
	0.12
	0.18
	8
	-0.13
	-0.12
	
	
	
	
	
	

	
	STA Cephascreen
	1
	-0.27
	-0.24
	2
	-0.24
	-0.20
	
	
	
	
	
	

	Kaolin
	STA CK Prest
	2
	-0.17
	-0.18
	83
	-0.04
	-0.04
	7
	0.01
	0.01
	1
	0.19
	0.05

	Silica
	-
	163
	-0.00
	-0.02
	603
	-0.00
	-0.00
	85
	-0.02
	-0.05
	113
	-0.06
	-0.07

	Ellagic Acid
	-
	131
	0.05
	0.07
	546
	0.06*
	0.06*
	50
	0.02
	0.06
	182
	0.09*
	0.10*

	Polyphenolic Acid
	-
	2
	-0.07
	-0.03
	10
	-0.16
	0.13
	
	
	
	
	
	

	Kaolin
	-
	2
	-0.17
	-0.18
	83
	-0.04
	-0.04
	7
	0.01
	0.01
	1
	0.19
	0.05

	Unknown
	-
	206
	-0.02
	-0.02
	1521
	-0.03*
	-0.03*
	23
	-0.02
	-0.01
	125
	-0.03
	-0.03

	All
	All
	504
	0.00
	0.00
	2763
	0.01
	0.01
	165
	-0.05
	-0.02
	421
	0.03
	0.04




[bookmark: _Ref158177554][bookmark: _Toc181247262]Table S2: Summary of the median log-deviations differences calculated in the Wilcoxon test for each EHL FIX concentrate across the different reagents. Values in red* were statistically significant with p-value<0.05. Values outside of -0.2 and +0.2 interval were clinically significant (Median log-deviations differences of -0.2, -0.1, +0.1 and +0.2 correspond to average PK estimate variations of -20%, -10%, +10% and +20% respectively).
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	Concentrate
	rFIX-Fc
	rFIX-FP
	N9-GP

	Reagent Class
	Reagent
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%

	Silica
	HemosIL SynthASil
	233
	0.01
	0.04
	104
	-0.03
	-0.00
	9
	-0.13*
	-0.19*

	
	HemosIL APTT-SP
	2
	-0.05
	-0.02
	2
	-0.02
	-0.09
	
	
	

	
	Pathromtin SL
	23
	0.08
	0.03
	134
	0.04*
	0.05
	
	
	

	
	STA PTT-A
	38
	-0.14*
	-0.27*
	40
	-0.05*
	-0.08
	
	
	

	
	TriniCLOT APTT-HS
	2
	-0.16
	-0.33
	
	
	
	
	
	

	
	TriniCLOT APTT-S
	9
	0.02
	0.12
	
	
	
	
	
	

	
	TriniCLOT Auto APTT
	
	
	
	10
	-0.09*
	-0.23*
	
	
	

	Ellagic Acid
	Dade Actin
	3
	0.15
	0.32
	
	
	
	
	
	

	
	Dade Actin FS
	76
	0.02
	0.05
	8
	0.02
	0.01
	1
	-0.08
	-0.10

	
	Dade Actin FSL
	24
	0.15*
	0.30*
	15
	0.01
	0.08
	3
	-0.17*
	-0.33*

	
	HemosIL SynthAFax
	13
	0.16*
	0.33*
	1
	-0.09
	-0.21
	20
	0.06*
	0.14*

	Polyphenolic Acid
	STA Cephascreen
	6
	-0.11
	-0.20
	5
	0.17
	0.14
	8
	-0.04
	-0.07

	Kaolin
	STA CK Prest
	5
	0.01
	-0.14
	
	
	
	2
	-0.01
	0.02

	Silica
	-
	307
	-0.01
	-0.01
	290
	-0.02
	-0.01
	9
	-0.13*
	-0.19*

	Ellagic Acid
	-
	116
	0.05*
	0.11*
	24
	-0.03
	-0.01
	24
	0.04
	0.09

	Polyphenolic Acid
	-
	6
	-0.11
	-0.20
	5
	0.17
	0.14
	8
	-0.04
	-0.07

	Kaolin
	-
	5
	0.01
	-0.14
	
	
	
	2
	-0.01
	0.02

	Unknown
	-
	315
	-0.01
	-0.04
	181
	0.01
	0.01
	20
	0.02
	0.09

	All
	All
	749
	0.15
	0.28
	500
	-0.05
	-0.07
	63
	-0.05
	-0.13







Impact of unknown reagents on the Wilcoxon comparisons
Table S3: Summary of the median log-deviations differences calculated in the Wilcoxon test for each EHL FVIII concentrate across the different reagents. Values in red* were statistically significant with p-value<0.05. Green cells correspond to results whose statistical significances changed.
	
	Concentrate
	rFVIII-PEG
	rFVIII-Fc
	N8-GP
	BAY94

	Reagent Class
	Reagent
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%

	Silica
	HemosIL SynthASil
	67
	-0.03
	-0.05
	290
	0.00
	0.00
	40
	0.06
	0.03
	71
	-0.09*
	-0.10*

	
	HemosIL APTT-SP
	2
	-0.20
	-0.21
	73
	0.04
	0.02
	
	
	
	1
	-0.24
	-0.20

	
	Pathromtin SL
	66
	0.02
	0.03
	158
	-0.09*
	-0.09*
	44
	-0.09
	-0.07
	40
	-0.01
	-0.02

	
	STA PTT-A
	9
	-0.21
	-0.19
	69
	-0.08*
	-0.07*
	1
	-0.12
	-0.07
	1
	-0.49
	-0.55

	
	TriniCLOT APTT-HS
	5
	-0.01
	-0.05
	2
	-0.11
	-0.07
	
	
	
	
	
	

	
	TriniCLOT APTT-S
	14
	0.01
	-0.03
	11
	0.05
	0.00
	
	
	
	
	
	

	Ellagic Acid
	Dade Actin
	4
	-0.11
	-0.08
	1
	-0.59
	-0.62
	2
	-0.05
	-0.08
	
	
	

	
	Dade Actin FS
	62
	0.13*
	0.17*
	433
	0.06*
	0.05*
	41
	0.03
	0.09
	7
	0.15
	0.08

	
	Dade Actin FSL
	65
	-0.06
	-0.06
	107
	-0.00
	-0.01
	3
	-0.19
	-0.14
	163
	0.10*
	0.12*

	
	HemosIL SynthAFax
	
	
	
	5
	-0.20
	-0.18
	4
	-0.10
	-0.10
	12
	-0.21*
	-0.27*

	Polyphenolic Acid
	Cephen
	1
	0.11
	0.17
	8
	-0.14
	-0.13
	
	
	
	
	
	

	
	STA Cephascreen
	1
	-0.28
	-0.25
	2
	-0.26
	-0.22
	
	
	
	
	
	

	Kaolin
	STA CK Prest
	2
	-0.18
	-0.19
	83
	-0.06
	-0.06
	7
	0.01
	0.01
	1
	0.18
	0.04

	Silica
	-
	163
	-0.04
	-0.07
	603
	-0.03*
	-0.04*
	85
	-0.02
	-0.05
	113
	-0.10*
	-0.11*

	Ellagic Acid
	-
	131
	0.04
	0.08
	546
	0.05*
	0.05*
	50
	0.02
	0.06
	182
	0.09*
	0.10*

	Polyphenolic Acid
	-
	2
	-0.08
	-0.04
	10
	-0.18
	0.14
	
	
	
	
	
	

	Kaolin
	-
	2
	-0.18
	-0.19
	83
	-0.06
	-0.06
	7
	0.01
	0.01
	1
	0.19
	0.05

	All
	All
	298
	0.01
	0.01
	1242
	0.02
	0.03
	142
	-0.05
	-0.02
	296
	0.05
	0.05





Table S4: Summary of the median log-deviations differences calculated in the Wilcoxon test for each EHL FIX concentrate across the different reagents. Values in red* were statistically significant with p-value<0.05. Green cells correspond to results whose statistical significances changed.

	
	Concentrate
	rFIX-Fc
	rFIX-FP
	N9-GP

	Reagent Class
	Reagent
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%
	N
	t1/2
	TimeTo3%

	Silica
	HemosIL SynthASil
	233
	-0.00
	0.00
	104
	-0.03
	-0.00
	9
	-0.13*
	-0.16*

	
	HemosIL APTT-SP
	2
	-0.06
	-0.05
	2
	-0.02
	-0.09
	
	
	

	
	Pathromtin SL
	23
	0.07
	0.04
	134
	0.06*
	0.06
	
	
	

	
	STA PTT-A
	38
	-0.15*
	-0.30*
	40
	-0.05*
	-0.08
	
	
	

	
	TriniCLOT APTT-HS
	2
	-0.17
	-0.35
	
	
	
	
	
	

	
	TriniCLOT APTT-S
	9
	0.01
	0.09
	
	
	
	
	
	

	
	TriniCLOT Auto APTT
	
	
	
	10
	-0.09*
	-0.23*
	
	
	

	Ellagic Acid
	Dade Actin
	3
	0.14
	0.29
	
	
	
	
	
	

	
	Dade Actin FS
	76
	0.01
	0.02
	8
	0.03
	0.01
	1
	-0.07
	-0.07

	
	Dade Actin FSL
	24
	0.15*
	0.28*
	15
	0.02
	0.08
	3
	-0.16
	-0.33

	
	HemosIL SynthAFax
	13
	0.16*
	0.31*
	1
	-0.09
	-0.21
	20
	0.12*
	0.15*

	Polyphenolic Acid
	STA Cephascreen
	6
	-0.11
	-0.22
	5
	0.18
	0.14
	8
	-0.02
	-0.02

	Kaolin
	STA CK Prest
	5
	0.01
	-0.16
	
	
	
	2
	-0.00
	0.05

	Silica
	-
	307
	-0.03*
	-0.07*
	290
	-0.08
	-0.08
	9
	-0.13*
	-0.16*

	Ellagic Acid
	-
	116
	0.05*
	0.10*
	24
	-0.02
	-0.01
	24
	0.09*
	0.19

	Polyphenolic Acid
	-
	6
	-0.11
	-0.22
	5
	0.18
	0.14
	8
	-0.02
	-0.02

	Kaolin
	-
	5
	0.01
	-0.16
	
	
	
	2
	-0.00
	0.05

	All
	All
	434
	0.15
	0.30
	319
	-0.05
	-0.07
	43
	-0.05
	-0.17
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