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Supplementary results
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Sequence
GGGACGTGTTGGGAGACATT
CCGCAGACACACTCTCCATT
CAGCAGACGTTCCAGCAGTA
ACAGCGATAGGTCTCCTGGT
AATGCGGAGAACCCAAGAGG
TCGGACACAGAGAGGCAGTA
AAAGGCCGAAAGGGTGCTAA
ACCCATGAGGTACAGGCCAA
TGATGAGGACGGAATGGACTG
TGCAGAGTAGGAAAACTGAGG
CGTCCGGGTTGGAAAAGAGA
TGACTGAAGCATCTGGGCTG
CCCAATGTGCCCATCATCCT
TGGTTTTACTGGCTCCTGCT
TCAACACCCCAGCCATGTAC
CTCCGGAGTCCATCACGATG
GTCTTCTTCGACATCGCCGT
TCCTTTCTCCCCAGTGCTCA
CCCAGCGTCGTGATTAGTGA

ATCTCGAGCAAGCCGTTCAG

Supplementary Table 1. Primers used for qPCR
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3 hours
KEGG

group D Pathway Size z pG Status
o MI 4210 Apoptosis 46 16  0.0086 Inhibited
(0]
(] . . q
B IPostC 3320 PPAR signaling pathway 31 9 0.0530 Activated
g 4020 Calcium signaling pathway 70 17  0.0224 Activated
= MI +IPostC

4270 Vascular smooth muscle contraction 51 13 0.0004 Activated

g MI 4210 Apoptosis 46 13  0.0189 Inhibited
©
% 4270 Vascular smooth muscle contraction 36 20 0.0468 Activated
= MI +IPostC
o 4020 Calcium signaling pathway 70 27 0.0200 Activated

Supplementary Table 2. Signaling Pathway Impact Analysis of DEGs in infarcted area of first

window



3 days
group K'ng Pathway Size NDE pG Status
MI 4270 Vascular smooth muscle contraction 51 15 0.0034 Activated
4620 (RIS 51 25 0.0001 Activated
signaling pathway
4p50 Nawralkillercell 47 25 0.0002 Activated
mediated cytotoxicity
4062 Chemokine signaling — Acommon g, a5 006 Activated
pathway denominator of
4664 [INEEIE induced immune o 1540017 Activated
o signaling pathway processes was the
© Fc gamma R- upregulation of
e 4666 mediated genes implicating 43 20 0.0017 Activated
i3 IPostC phagocytosis defences against
2 Leukocyte autologous cells
= 4670 transendothelial undergoing various 60 25 0.0037 Activated
migration forms of stress.
4662 RS 30 18 0.0259 Activated
signaling pathway
4014 RRlE 105 47 0.0287 Activated
pathway
4810 Regulation of actin cytoskeleton 88 35 0.0395 Activated
3320 PPAR signaling pathway 31 9 0.0530 Activated
Natural killer cell 2.51E- .
el mediated cytotoxicity A common L 06 HEELEE
denominator of
Leukocyte induced immune 1.11E-
4670 transendothelial 60 44 Activated
L processes was the 05
migration .
upregulation of T
. R .07E-
4664 F_C ep§|lon RI genes |mpl|ca.t|ng 25 20 oaihvsien
® signaling pathway defences against 04
© MI Toll-like receptor autologous cells _
% 4620 Signaling pathway ur}dergoinfg ;/arious 51 32 0.0010 Activated
£ . . . orms ofr stress.
o 4062 [CHEmOKinEsSignaling 80 53 0.0031 Activated
pathway
5010 Mitochondrial dysfunction 108 90 0.0046 Activated
5414 Dilated cardiomyopathy 47 36 0.0365 Inhibited
4066 HIF-1 signaling pathway 55 43 0.0481 Activated
IPostC 4270 Vascular smooth muscle contraction 51 20 0.0066 Activated

Supplementary Table 3. Signaling Pathway Impact Analysis of DEGs in infarcted area of first
window

Differentially expressed genes, DEG; Kyoto encyclopedia of genes and genomes (KEGG) pathway ID,
KEGG ID; number of differentially expressed genes, NDE; global p-value, pG
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Supplementary Figure 1. Global (Principal component analysis, PCA).
The first (dim1) and the second (dim2) dimensions of the PCA (A), the second (dim2) and the third
(dim3) dimensions of the PCA (B)
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Supplementary Figure 2 Analysis of differentially expressed genes (DEGs) of infarcted area and

remote area in the first window

(A) Venn diagram showing the comparison of differentially regulated genes between myocardial
infarction (MI, n=3) and ischemic postconditioning (IPostC, n=3) group in infarcted area at

three hours follow-up.



(B) Venn diagram showing the comparison of differentially regulated genes between myocardial
infarction (MI, n=3) and ischemic postconditioning (IPostC, n=3) group in remote area at three
hours follow-up.

(C) Volcano plot for DEGs in infarcted area of MI group (n=3) after three hours follow-up compared
to the control group.

(D) Volcano plot for DEGs in infarcted area of IPostC group (n=3) after three hours follow-up
compared to the control group.

(E) Volcano plot for DEGs in remote area of MI group (n=3) after three hours follow-up compared
to the control group.

(F) Volcano plot for DEGs in remote area of [PostC group (n=3) after three hours follow- up

compared to the control group.

Volcano plot reporting adjusted P-value [—logl0(adj. P. Val, y axis] as a function of log2 (fold change).

Each point represents an individual transcript.
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Supplementary Figure 3 Analysis of differentially expressed genes (DEGs) of infarcted area and

remote area in the second window

(A) Venn diagram showing the comparison of differentially regulated genes between myocardial

infarction (MI, n=3) and ischemic postconditioning (IPostC, n=3) group in infarcted area at

three days follow-up.



(B) Venn diagram showing the comparison of differentially regulated genes between myocardial
infarction (MI, n=3) and ischemic postconditioning (IPostC, n=3) group in remote area at three
days follow-up.

(C) Volcano plot for DEGs in infarcted area of MI group (n=3) after three days follow-up compared
to the control group.

(D) Volcano plot for DEGs in infarcted area of IPostC group (n=3) after three days follow-up
compared to the control group.

(E) Volcano plot for DEGs in remote area of MI group (n=3) after three days follow-up compared
to the control group.

(F) Volcano plot for DEGs in remote area of IPostC group (n=3) after three days follow- up

compared to the control group.

Volcano plot reporting adjusted P-value [—log10(adj. P. Val, y axis] as a function of log2 (fold change).

Each point represents an individual transcript.



Supplementary methods

Bioinformatic analysis

Analysis of samples was performed on the HiSeq2500 platform with a depth of 15-20 million
paired-end reads per samples. Quality control and demultiplexing of reads was assessed by FastQC.
Alignment to Sus scrofa genome (Sscrofa 10.2) was performed applying RNA-Seq Unified Mapper
(v2.04)".

HTSeq software was used to count reads into Sus scrofa gene model .

Downstream analysis and statistical calculations were performed on R Studio platform (version
3.2.3).

EdgeR package was utilised to identify differentially expressed genes (DEGs) and read count
values were normalised and trimmed to remove genes with a low expression. Differently expressed
genes were considered statistically significant at the threshold of FDR<0.05. Moderated t-statistics, F-
statistics, and the log odds of differential expression were computed by empirical Bayes shrinkage of
the standard errors towards a common value. False discovery rate (FDR) below 5% was accounted as
statistically significant. FDR cut-off of 10% was considered for some contrasts, for relevant gene lists
for biomedical interpretation. Unsupervised hierarchical cluster analysis was performed using the
Euclidean distance as the distance function and the Ward algorithm in R, using centred and scaled log2
expression values. Principal Component Analysis (PCA) was conducted for centred and scaled values.

Genes with significant differential expression were annotated according to the function and
subjected to signalling pathway impact analysis (SPIA) °. Deregulation of the single gene was
represented by the log, fold changes. Family-wise error rate (FWER) correction and false discovery rate
(FDR) correction were applied to determine the regulation of genes and pathway topology with a cut-
off of 5 %.

Gene Enrichment Profiler Database * and Protein Atlas Database ° were used to identify genes
with high enrichment score for specific cell types present in cardiac tissue. Protein networks were
constructed using the R package dnet ®, based on protein-protein interactions supplied by the String

database, version 10 ’. Nodes shown were restricted to a maximum of 50.
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