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Supplementary Figure 1: Venn diagram comparisons between the 1.3k and 1.1k Assays based
on (a) aptamer sequence (“Seqld”) and (b) target analyte, respectively. For a total of 1061
SOMAmers, the aptamer sequence remained unchanged. However, for 60 SOMAmer targets,
the aptamer sequence was modified to improve performance.

Manual 1.1k Assay — Serum
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Supplementary Figure 2: Percentile distributions (across all SOMAmers) of the interplate
CV obtained from 29 duplicates of serum samples from early-stage non-small-cell lung cancer
patients and heavy smoker donor controls run manually in the 1.1k Assay.



(a)

Distribution across SOMAmers of ANCOVA F-values: Plate Effects

(b)

Distribution across SOMAmers of ANCOVA F-values: Sex Effects
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Distribution across SOMAmers of ANCOVA F-values: Age Effects
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Supplementary Figure 3: Top panels: Distribution of ANCOVA F-values across all SO-
MAmers for (a) plate, (b) sex, and (c) age effects. Bottom panels: Percentile sum-of-squares
distributions (across all SOMAmers) of (d) plate, (e) sex, and (f) age relative to the total
SoS. Data were generated with the HTS 1.3k Assay.
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Supplementary Figure 4: Correlation of intraplate CV between our meta-analysis (CHI) and
Somal.ogic’s reagent characterization for (a) serum and (b) plasma with the HT'S 1.3k Assay.
Data were normalized by Hyb.MedNorm.
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Supplementary Figure 5:
intraplate RFU relative to buffer. Data were generated from serum samples with the manual
1.1k Assay and normalized by Hyb.MedNorm.
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HTS 1.3k Assay — Serum [Raw]

Median RFU of Calibrators (relative to Buffer)

Median intraplate CV of calibrators as a function of the median

(b)

HTS 1.3k Assay - Plasma [Raw]
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Supplementary Figure 6: Median intraplate CV of calibrators as a function of the median
intraplate RFU relative to Buffer for (a) serum and (b) plasma. Data were generated with
the HTS 1.3k Assay and were not normalized.
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HTS 1.3k Assay — Serum [Hyb]

Median RFU of Calibrators (relative to Buffer)

(b)

HTS 1.3k Assay - Plasma [Hyb]
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Supplementary Figure 7: Median intraplate CV of calibrators as a function of the median
intraplate RFU relative to Buffer for (a) serum and (b) plasma. Data were generated with
the HTS 1.3k Assay and normalized by Hyb.
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Supplementary Figure 8: Correlation between calibrators for (a) the median intraplate CV
and (b) the median intraplate RFU relative to Buffer for runs generated with the serum 1.3k
HTS Assay. Calibrator SL16689 was used in 11 plates and Calibrator 160385 in 4 plates.
Data were normalized by Hyb.MedNorm.



(@)  HTS 1.3k Assay - Plasma [Hyb.MedNorm] (b)  HTS 1.3k Assay - Plasma [Hyb.MedNorm]

g 5 -
< © 7 Cla oo LeFo £ .
o ® 0005% @ S ® 0005%
3 H lo/:/, PKBa%gE'GM&um.nmm'm'mc” . coa % S [ ‘1‘0/:/’ . %
% 8 _| |7 corllog scale)=0.47 Lymphotoxingb R W@";m PURB g corfog scalel0.5
5 oo AN ° i
L £
© ApoB o
5 o 5 8-
® 0~ o Q 10
[&] > s 8
5 «.9 Cathepsidbiauttin T

EY CaMKK alpha S -
5 0 o Glucocorticaid recoplor 5]
P POER e £ 34
= 5 cora oAl 3
g . R L22RA1 3
S« o ol 2 -
£ \‘. s r o«
5] b g
T - 3
2 T T T T I T T

2 5 10 20 50 1 10 100 1000 10000
Median Intraplate CV of Calibrator SL16485 [%)] Median RFU of Calibrator SL16485 (relative to Buffer)

Supplementary Figure 9: Correlation between calibrators for (a) the median intraplate CV
and (b) the median intraplate RFU relative to Buffer for runs generated with the plasma
1.3k HTS Assay. Calibrator SL16485 was used in 4 plates, Calibrator 160378A in 3 plates,
and Calibrator 160378 (not shown) in 1 plate. Data were normalized by Hyb.MedNorm.

(a) Median Intraplate CV [%)] of Calibrator SL16689 [Hyb.MedNorm] (b) Median RFU of Calibrator SL16689 (relative to Buffer) [Hyb.MedNorm]
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Supplementary Figure 10: Correlation between the 1.3k HTS Assay and the 1.1k Manual
Assay over 1061 shared SOMAmers for serum calibrator SL16689: (a) median intraplate CV;
(b) median intraplate RFU relative to Buffer. Data were normalized by Hyb.MedNorm.



(a) Median Intraplate CV [%] of Calibrator SL16689 [Hyb.MedNorm] (b) Median RFU of Calibrator SL16689 (relative to Buffer) [Hyb.MedNorm]
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Supplementary Figure 11: Correlation between the 1.3k HTS Assay and the 1.1k Manual
Assay over 60 SOMAmers with same target but different aptamer sequence for serum cal-
ibrator SL16689: (a) median intraplate CV; (b) median intraplate RFU relative to Buffer.
Data were normalized by Hyb.MedNorm.

(a) Serum Manual 1.1k: Intraplate / Target: IP-10 (b) Serum Manual 1.1k: Interplate / Target: IP-10
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Supplementary Figure 12: Probability that two replicate measurements of IP-10 will differ
by a factor larger than a given fold change. Theoretical estimates are compared to pairs
of replicates among QC SOMAscan quality control samples, as well as among 29 inter-
plate duplicates from samples obtained from early-stage non-small-cell lung cancer patients
and heavy smoker donor controls. Data were generated with the Manual 1.1k Assay and
normalized by (a) Hyb.MedNorm and (b) Hyb.MedNorm.Cal, respectively.



(a) 1.1k Assay - Median Intraplate CV [%] of Calibrator SL16689 [Hyb.MedNorm] (b) 1.1k Assay — RFU of Calibrator SL16689 (relative to Buffer) [Hyb. m]
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Supplementary Figure 13: Correlation between Manual and HTS runs for serum calibrator
SL16689 in the 1.1k Assay: (a) median intraplate CV; (b) median intraplate RFU relative
to Buffer. Data were normalized by Hyb.MedNorm.




