
0.45 µl 200 mM DTT, 37℃, 
30 min

1.35 µl 200 mM IAA, 
RT, 1 hr

1.35 µl 200 mM DTT, 37℃, 
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1.5 µl trypsin 
(1 µg/µl) , 37℃, 16 hr (1:10)
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1.67 µl 200 mM DTT, 37℃, 
30 min

4.18 µl 200 mM IAA, 
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150 µl 100 mM Tris

0.3 µl trypsin 
(1 µg/µl) , 37℃, 16 hr (1:50)

(IV)

15 µl 10%(w/v) DOC

12.4 µl 50 mM TCEP, 60℃, 
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13.75 µl 100 mM IAA, 
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0.75 µl trypsin 
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ABC, 37℃, 9 hr (1:20)

(III)

0.3 µl trypsin 
(1 µg/µl) , 37℃, 8 hr (1:50)

0.45 µl 200 mM DTT, 37℃, 
30 min0

1.35 µl 200 mM IAA, 
RT, 1 hr

1.35 µl 200 mM DTT, 
RT, 30 min

1.5 µl trypsin 
(1 µg/µl) , 37℃, 16 hr (1:10)

(II)

15 µg saliva protein in 15 µl 
25 mM ABC

15 µg saliva protein in 15 µl 
25 mM ABC

15 µg saliva protein in 15 µl 
25 mM ABC

DOC removal by
6 µl 10% FA /1.5 μl 10% 

TFA (with SIS), 
Centrifugation, 16,000 g for 

10 min, 4℃

15 µg saliva protein in 15 µl  
urea/ Tris

81.4 µl 25 mM ABC

Figure 1. 



Figure 2. 

(A)
Protocol I II III IV

Best Digestion 
Protein no. 2 8 32 14

CV(%)  under 20 17 (30.4%) 17 (30.4%) 39 (69.6%) 22 (39.3%)
CV(%)  under 30 24 (42.9%) 22 (39.3%) 43 (76.8%) 37 (66.1%)

Detectable Protein 
no. 53 54 54 52

Total Protein no. 56

Hydrophobicity index
Average -1.19 -0.67 -0.35 -0.26 

SD 0.38 0.35 0.51 0.76 
Median -1.19 -0.56 -0.34 -0.43 
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Figure 2. 

III

A1AT
A2M

G
ADIPO

ALB
U

ANGT
ANT3

ANXA5

AOPA1

AOPA2
APOB

0.0

0.2

0.4

0.6

0.8

1.0 I
II
III
IV

R
el

at
iv

e 
d

ig
es

ti
o

n
 e

ff
ic

ie
n

cy

III

APOC3
APOD

APOH
CER

U
CFA

H
CO3

CRP
FIB

A
FIN

C
GEL

S
0.0

0.2

0.4

0.6

0.8

1.0 I
II
III
IV

R
el

at
iv

e 
d

ig
es

ti
o

n
 e

ff
ic

ie
n

cy

III

HEMO
HEP2

HPT
KNG1

PLM
N

Q9UJ4
3

SA
A4

THRB
TSP

1
TTHY

0.0

0.2

0.4

0.6

0.8

1.0 I
II
III
IV

R
el

at
iv

e 
d

ig
es

ti
o

n
 e

ff
ic

ie
n

cy

III

VTDB
ZA

2G

0.0

0.2

0.4

0.6

0.8

1.0 I
II
III
IV

R
e

la
ti

ve
 d

ig
es

ti
o

n
 e

ff
ic

ie
n

c
y

(C)



2015/03/26 5

Figure 2. 

(D)

IV

A1AG1
A1BG

AFA
M

APOC1
APOE

APOL1
CLU

S
FA

12

FE
TUA

HRG

0.0

0.2

0.4

0.6

0.8

1.0 I
II
III
IV

R
el

at
iv

e 
d

ig
es

ti
o

n
 e

ff
ic

ie
n

cy

IV

ITIH
1

RBP
SA

M
P

TRFE
0.0

0.2

0.4

0.6

0.8

1.0 I
II
III
IV

R
e

la
ti

ve
 d

ig
es

ti
o

n
 e

ff
ic

ie
n

c
y



Figure 3(A)
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Figure 4(A) 
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Supplemental Figure S2

Spearman’s correlation
Protein name Assays Correlation (r) Significance 

(p-value)
n

APOA1 MRM vs. BioPlex 0.792 < 0.001 117
APOA2 MRM vs. BioPlex 0.779 < 0.001 117
APOE MRM vs. BioPlex 0.854 < 0.001 117

Albumin MRM vs. ELISA 0.871 < 0.001 116
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Supplemental Figure S3


