The specific seroreactivity to ANp73 isoforms shows higher diagnostic ability in
colorectal cancer patients than the canonical p73 protein
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Supplemental Table S1. Individual clinical information of the colorectal cancer patients and controls used in the study.
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*RLU, Relative Luminescence Units



Supplementary Table S2. Information of the primary and secondary antibodies or reagents used in the study.
Primary Antibodies
Antibody target Clonality Source Application Dilution Provider Reference
p73 Monoclonal Mouse WB 1:1000 Pierce 38c674.2
GST Monoclonal Mouse WB 1:5000 Cell Signaling 2624
GST Polyclonal Rabbit ELISA 1:100 GE Healthcare 27457701
HRP-labeled secondary antibodies or HRP-labeled reagents
Name Clonality Source Application Dilution Provider
HRP anti-mouse Polyclonal Goat WB 1:2500 Dako
HRP anti-rabbit Polyclonal Goat WB 1:3000 BioRad
HRP Human-IgG-biotin Polyclonal Goat ELISA 1:20000 Jackson
HRP-streptavidin ELISA 1:1000 Raybiotech
HRP Human-IgG Polyclonal Goat ELISA 1:3000 Dako
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Supplementary Fig. S1.

Evaluation of the seroreactivity to p73, ANp73a, and ANp73B. Plasma from colorectal cancer patients, and premalignant individuals showed specific
reactivity against p73, ANp73a and ANp73[ in comparison to control samples (asymptomatic and control individuals with negative colonoscopy). Plasma
was tested by the ELISA-based Luminescence test using the proteins expressed in vitro fused to GST in the C-terminal end. Results are represented as
bar graph comparing the seroreactivity of each plasma sample against all analyzed proteins. Remarkably, since during the course of the investigations we
found six seroreactive controls with negative colonoscopy that were diagnosed cancer lesions non-associated to CRC (not included in the study and in the
statistical analysis), those seroreactive control individuals with negative colonoscopy depicted in the figure are subjected to extensive clinical management
for further assessment.
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Supplementary Fig. S2.
Dot-plot analysis of the seroreactivity to p73, ANp73a, and ANp73p in comparison to CEA values. The individual seroreactivity of
each patient to p73, ANp73a, and ANp73B with the characteristics of all plasma samples is shown. Statistical differences (p-
value=7.32e-06, 1.90e-06, and 0.0016) were found comparing the mean value of the luminescence signal obtained for each
proteoform (p73, ANp73a, and ANp73[3, respectively) for the control group and the pathological groups. Statistical differences (p-
value=2e-12) were also found for CEA values in discriminating control and pathological groups.
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Supplementary Fig. S3.
Individual and combined ROC curves for the seroreactivity to p73, ANp73a, or ANp73[3 were calculated in comparison to
CEA values to assess their predictive value according to the indicated comparisons.

Sensitivity

Sensitivity

o -
-
|
o
© |
o
< Sens: 56.7%
S Spec: 96.7%
S ANp73B
AUC (%): 69.0
=
© T T T T T T
0.0 0.2 0.4 0.6 0.8 1.0
1-Specificity

Control group vs CRC patients
<

-

|

o

© |

o

<

e Sens: 46.2%

Spec: 95.0%

N

° ANp738

o AUC (%): 61.9
0.7 T T T T T T

0.0 0.2 04 0.6 0.8 1.0
1-Specificity

Sensitivity

Sensitivity

Q|
—
@ |
o
© | Sens: 72.5%
© Spec: 86.7%
<
e p73
o ANp73a
S ANpP73B
. AUC (%): 75.2
0'7 T T T T T T
0.0 0.2 0.4 0.6 0.8 1.0
1-Specificity
Q]
-
el -
o
© | Sens: 73.3%
e Spec: 93.3%
<
S p73
ANp73a
S ANp73B
AUC (%): 79.7
o |
© T T T T T
0.0 0.2 0.4 0.6 08 '10
1-Specificity
Q|
—
@ |
o
© |
o
Sens: 59.0%
~ Spec: 90.0%
o
p73
| ANp73a
° ANp73B
o AUC (%): 61.5
o
T T T T T T
0.0 0.2 0.4 0.6 0.8 1.0
1-Specificity

Sensitivity

Sensitivity

Sensitivity

<]
-
@ |
o
© |
o
Sens: 59.4%
<t .
S Spec: 100.0%
R CEA
AUC (%): 79.7
=
°© T T T T T T
0.0 0.2 0.4 0.6 0.8 1.0
1-Specificity

Q|
—
@ _|
o
© |
o
]
o
N

5] CEA
© Sens: 26.7%

pec: 100.0% AUC (%): 63.3
Q|
© T T T T T T
0.0 0.2 0.4 0.6 0.8 1.0
1-Specificity

o |

-

@

° Sens: 84.6%

Spec: 100.0%

© |

o

< |

o

N

° CEA

o | AUC (%): 92.3

o

0.0 0.2

0.4 0.6 0.8 1.0
1-Specificity




ANp73 TAp73

a P b p C

O_ —

12 4
S ¢ S < @
%) ) ©
g 107 ° 8 2.025 1
3 %e =3 L ©
[©] | p-value: 0.04163 [} L p-value: 1.916E-5 2 ©°
<Zt ° <ZE 1.025 1% % %
v x s g <
€ S S
o © ) o ANp73
S 20025 | tdise ccce emw o P
| — o
o [0) 1 ® Area under the curve (%): 43.0
E Z 002 - \ 3 ,
© © o
I3 [9) i ot PY ., e T T T T T
o & ool * .’ ¢ 0.0 0.2 0.4 06 08 1.0
0le e ey o R .
1-Specificity
Tumoral Normal
tissue tissue

Supplementary Fig. S4.

Dot-plot representation of the evaluation of ANp73 and TAp73 relative mMRNA expression levels in paired normal and pathological tissue samples
by qPCR. (a) For ANp73, relative mRNA expression 2.12+0.35 (meantSEM) was found in pathological tissue, while values of 1.05+0.13
(meantSEM) were found in normal tissue (p-value=0.03642). (b) For TAp73, relative mRNA expression of 1.02+0.27 (meantSEM) was found in
pathological tissue, while values of 0.017+0.002 (meanzSEM) were found in normal tissue (p-value=2.662e-5). (c) Assessment of the predictive
value of the relative mMRNA expression levels for ANp73 in tissue samples of healthy individuals and premalignant and CRC subjects was
performed through ROC curves.



GST mAb immunostaining from Figure 1

p73 mAb immunostaining from Figure 1
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Coomasie Blue staining from Figure 5

Supplementary Fig. S5.

Full-length blots/gels from figures 1 and 5 are presented.





