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Figure S1: Linearity analysis of protein abundance groups depending on the protein amount analyzed. Abundance: Log2 (intensity). The number under the box plots
represents the coefficient variation of the abundance medians in each experiment.
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Figure S2: Comparison of the results obtained by MS1t, DDA and DIA according to the range of protein
abundance. The proteins were ranked by abundance and divided in ten groups. Group 1 represents the most
abundant proteins and Group 10 the less abundant proteins.
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Figure S3: Correlation analysis between pool replicates and protein blood concentration. (A) Pearson
correlation between the two technical replicates for the analysis of the pool of samples from MM patients using
MS1t. (B) Correlation between protein intensity and its respective estimated concentration in blood available in
"The Human Protein Atlas” database.
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Figure S4: Pearson correlation analysis among the results from the 10 MM patients. The r value is
represented in blue.



MWD E, Sig=280,4 Ref=off, TT (demo2 2019-04-10 14-51-36\190125B D)
mAU 2
2500 -{ ¥ i
] i Replicate 1
2000
4 & I‘
- N
&
] o \
1 //\.
1500 [\ [
| I
J |
R |
1 |
| 1
] ||
1000 - [ Il
i | | |
1 [ |
] [ [
1 [ [
500 -| / | [ ]
] / | | l= é
{ e 8 g =
1 @ A\ s /
0SS AN . A N, 4 S
r———————7—————— 7T
2 4 6 8 10 12 14 16 18 i)
MWD E, Sig=280,4 Ref=off, TT (demo2 2019-04-10 15-18-19\1901258 D)
mAU | 2
2500 g .
: 1 Replicate 2
2000 H
| Il
«
& | <
G
1 [y
1500 i I‘
| Al
] {11 J
] MY j
1000 | ALY \
1 > B
- | 1
| I\
7 | |
] [ [
500 | | f
1 % ||l & [ 2
» / WY RS <
/ \ | l= 2 o
| = g 2
0 - F— S— s L —
s e e I S B e e e e e B S e e e s e e I S B S B S e e e s
2 4 6 8 10 12 14 16 18 mirl
MWD E, Sig=280,4 Ref=off, TT (demo2 2019-04-10 11-04-46\190125B D)
mAU | a
2500 - @ |
] I P
2000 S
J @
N
s |
] i
] I
1500 I
4 |1 |
|1
1 [
J ||
J |
1000 [ J
] || Py
4 ‘ |
] [
J [
500 -| [ |
4 / | ‘\ @
1 [ It S -
/ | R4 - =
1 \ 2] - ~
] / \ I\ = /\
/ \
o/ — YL g . N |
s S I e e e L A B e e e LS A s e e e LA e e e e e T
5 10 15 20 25 30 mir

Figure S5A: Chromatograms obtained from the depletion of the seven most abundant proteins from plasma sample using

Multiaffinity Removal Column human-7 (4,6 x 50mm) (Agilent Technologies).
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Figure S5B: Chromatograms obtained from the depletion of the fourteen most abundant proteins from plasma sample using
Multiaffinity Removal Column human-14 (4,6 x 100mm) (Agilent Technologies).
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Figure S5C: Chromatograms obtained from the depletion of the approximately sixty most abundant proteins from plasma
sample using Seppro® SuperMix LC2 column (6,4 x 63mm) (Sigma-Aldrich).
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Figure S6: Empirical Scores used for MS1 transferring evaluation. A) ROC curves of empirical scores based
on the probabilities of plasma proteins to be identified by MS. The selected score (Final Score) represented by the
orange line shows the best results for discriminating targets from decoy proteins. The final empirical score was
created based on the protein intensity (Ii), the protein abundance rank (Proteins ordered by ascending MS
intensities, Ranki), and the probability of being a plasma protein (PDi) based on customs databases: Final
Score=(PDi*li)/Ranki. PD1 was set as 1 for proteins identified by MS2 in the undepleted sample. The table shows
the ROC-AUC values and its significances after testing several scores B) Final score distribution for Target and
Decoy proteins.



