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Supplementary figure S1 — Representative electrocardiogram (ECG) recordings in WT and
P2X7" immunized animals at 20™ weeks post-immunization. The animals were anesthetized
with ketamine and xylazine prior to the exam. All ECGs were performed in the DI lead. The
results obtained from all exams are described in Tables 1 and 2. These are the first published
ECG recordings in P2X7"" mice that we have knowledge after extensive review of the literature.

P2X7" mice, belonged to pcDNA3 and M,AChR groups, presented segment ST depressions

(arrows) that were not observed in any WT mice.
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Supplementary figure S2 - Morphological assessment of cardiac dilatation at 10th week
post-serum transfer. Hearts’ photographs of wild type (WT — A and B) and P2X7" mice (C
and D) that received pcDNA3 WT serum (A and C) or M,LAChR WT serum (B and D). Scale
bar, 1 mm. (E) Cardiac tissue was fixed in 4% formaldehyde (Polysciences), mounted in
historesin (Leica) and sections of 1 pm were obtained on a microtome (Leica RM 2155). These
sections were stained with hematoxylin and eosin and analyzed by Stereomicroscope (Nikon
SMZ 800) coupled with an image capture system to study tissue morphology. For
guantification, the area of left ventricle, lumen and total, was measured by Image Pro-Plus

software and the ratio between these two measures was plotted using GraphPad Prism ®
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Supplementary figure S3 - Study design. The life time of the mice are shown in weeks since the
date of birth for 57 weeks (shown horizontally). The small vertical bars indicate an interval of
10 weeks. Two sets of immunization were performed (arrows); the first one started at the 13
week after birth and the 2™ one started at the 40th week after birth (23 weeks after the end of
the first immunization scheme). The immunization (arrows) occurred in three steps with an
interval of 15 days between them. Cardiac function and immunological parameters were
assessed over time in the weeks marked with larger vertical bars. ECG - Electrocardiogram.
Ergo — Ergometry. WKks p.i. — Weeks post-immunization. Interleukin — Heart interleukin dosage.

Serum - Serum processing for anti-M,AChR-el, titration analysis.



Supplementary Table S1 - Representative photographs of mice hearts (upper panel) and ECG data (lower panel) from wild type and P2X7™ recipients mice of
P2X7"-immunized serum at 10 weeks post-serum transfer. Comparisons between WT pcDNA3 and WT M,AChR and between P2X7"" pcDNA3 and P2X7™
M,AChR were marked with the letters a and b, respectively. Comparisons between WT pcDNA3 and P2X7” pcDNA3 and between WT M,AChR and P2X7"
M,AChR were marked by the letter ¢ and d, respectively. Comparison between WT and P2X7" previously immunization scheme was marked by letter e. p <
0.05 was considered statistically significant. N = 10. Scale bar = 1 mm
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P2X7" immunized serum pcDNA3 M,AChR pcDNA3 M,AChR
RR Interval (ms) 228.63 + 11.35 178.87 £ 54.24 164.10 +£29.59 156.70 + 23.53
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