Supplementary Figure 1. CPTAC Schematic Representation of the Assay Characterization

Guidance Document

(reprinted with permission from
https://proteomics.cancer.gov/sites/default/files/CPTAC%20Schematic%20Representation%200f

%20the%20Assay%20Characterization%20Guidance%20Document.pdf).



Assay Development Working Group - Experiments for Assay Characterization

Experiment 1:

*  Development of multipoint response curve (1 blank and @ minimum of & concentration
points).

*  Samples prepared in digested matrix background (i.e. plasma, tissue, cells, etc).

*  Used for the determination of LOD, LLOG and linearity.

*  Multiple replicates analyzed.

Experiment 2:

*  Examines intra- and inter-assay variability,

«  Uses the LLOQ from Experiment 1 from which 2 concentrations (Low, Medium
and High) are used to assess repeatability.
3 replicates processed and measured on 5 different days.
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Examines the response of a peptide in six different biclogical replicates of the
ratrix.

*  Replicates analyzed with no spike and ¥ the Medium and Medium
concentrations defined in Experiment 2.

o

+  Examines the stability of a peptide spiked into a background matrix
+  Stability assessed based on peak area variability following:

«  different storage conditions (4C and -70C) over time.

*  freeze-thaw cycles
*  Variability compared to data collected from Experiment 2.
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Representative sample containing endogenous analyte is digested 5 times
on each of 5 days.

+  Examines intra- and inter-assay variability of the entire assay workflow,
including digestion,



Experiment 1: Response Curve

KEY POINTS
* Development of multipoint response curve (1 blank and a minimum of 6 concentration points).

e Samples prepared in digested matrix background (i.e. plasma, tissue, cells, etc).
e Used for the determination of LOD, LLOQ and linearity.
e Multiple replicates analyzed.
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Experiment 2: Mini-Validation of Repeatability

KEY POINTS

Examines intra- and inter-assay variability.

Uses the LLOQ from Experiment 1 from which 3 concentrations (Low, Medium and High) are used to
assess repeatability.

3 replicates processed and measured on 5 different days.
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Experiment 3: Selectivity

KEY POINTS

e Examines the response of a peptide in six different biological replicates of the matrix.
* Replicates analyzed with no spike and % the Medium and Medium concentrations defined in

Experiment 2.
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Experiment 4: Stability

KEY POINTS
e Examines the stability of a peptide spiked into a background matrix

e Stability assessed based on peak area variability following:
e different storage conditions (4C and -70C) over time.
e freeze-thaw cycles

e Variability compared to data collected from Experiment 2.

THAW AND ANALYZE

N
\(\
_ ’;;\2[
3 aliquots 25X
LLoQ l
=
=== @ FREEZE- 70 C
/’>\:g’ /’>\:g’ /’>\g’ C K K NN YO N N Yy Yy
X121 3% B B B e e B s s st
- - e
ool d e N B B S S B B
g, g, g -~ o - o ~. < Dl e A <‘>' <>' <}.
GN\EN\Z MM EY B e BB e
S| Sl S > S|l S
N[N N B 0] g B q B g B
y \IN\ININININNINAINE
|
| I 1
Place in Autosampler I | 3hr ' |
. 6 hr I I I
4-10°C I Vlr I
|
. : I I
Analyze in Duplicate at: THAW AND ANALYZE THAW/FREEZE I :
Time—0 hr, 6 hr, 24 hr I ¢ l I
I 4 wks "
: 3 hr I :
|
y |
|
1
|

THAW AND ANALYZE




KEY POINTS

Experiment 5: Reproducible Detection of Endogenous Analyte

* Representative sample containing endogenous analyte is digested 5 times on each of 5 days.
e Examines intra- and inter-assay variability of the entire assay workflow, including digestion.
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Total error 17.0%




	Supplementary Figure 1 title page
	Michaud_Borchers mouse Supplemental Figure1 -  Schematic View CPTAC Guidance Document
	Slide Number 1
	Slide Number 2
	Slide Number 3
	Slide Number 4
	Slide Number 5
	Slide Number 6


