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Supplementary methods
S1. Dataset identity and provenance
The primary study describes five genomic backgrounds and ten tissue-by-background groups. Each group contains four run labels (40 run accessions in total). Source Table S20 labels and ENA run-to-sample mapping agree for all 40 accessions, but the ten groups map to ten BioSample identifiers. Thus, published replicate labels are consistent; physical specimen independence was not independently verified.
S2. Short-read junction detection and coverage
Counts A and B denote distinct mapped spliced-read identifiers, with N=A+B and A fraction A/N for N>0. The HISAT2-based filters required primary alignments, MAPQ ≥20, NH=1 where available, XS strand checks where recorded, and at least 15 aligned bases immediately on both sides of the skipped segment. Eleven targeted libraries were evaluated at complete read-1 depth, while other runs included nonrandom read-1 prefixes, commonly five million reads, or an uncharacterized S1 depth. Only R1 was used. These values are not normalized transcript abundance or paired-end-supported isoform quantifications.
S3. Analysis and statistical boundaries
The depth gate was N≥10 in at least three MY and three FR libraries for each non-discovery background. Sample-wise proportions were summarized for nonzero-support libraries; S1 was the discovery background. For the exploratory held-out test, only N≥10 libraries were retained, tissue labels were permuted within backgrounds, and four backgrounds were weighted equally. A 100,000-draw Monte Carlo procedure used seed 55842026; the two-sided permutation P was 0.000830. A background-level exact sign test gave two-sided P=0.125. Neither analysis is independent confirmatory testing of a locus selected during earlier genome-wide screening (original BH FDR q≈0.136).
S4. Independent genomic and long-read observations
The external GL0102 genomic alignment covered 16,752 nt at approximately 99.5% identity on CM105517.1 (candidate orthologous region; GCA_047651895.1). Pipeline-reported, one-based junction boundaries were A 6,211,749–6,211,924 and B 6,211,194–6,211,924. SRR31124588 was aligned using minimap2 splice:hq; candidate support was evaluated with ≤2-base junction tolerance, primary alignment, MAPQ≥20 and ≥15 flank-aligned bases. XS strand was enforced where provided. Antisense filtering independently of XS, full-length molecule verification and matched mature-fruiting-body comparisons were not completed. Counts of eight A-like and six B-like read identifiers are therefore putative corroboration, not full-length isoform confirmation.
S5. Interpretation of reconstructed transcripts
The reconstructed A and B sequence models were 2,932 and 2,377 nt, respectively, and differed by one 555-nt block. The associated in silico open-reading-frame scenarios suggest possible alternative start and termination behavior; annotated initiation, actual protein synthesis, targeting signals, enzymatic activity, transcript stability and biological consequences remain unvalidated. Transcript sequences and the computational scenario are preserved in the public derived-data deposit.
Supplementary tables
Table S1. Numbers of libraries meeting the minimum focal read-support criterion (A + B ≥ 10).
	Background
	MY libraries
	FR libraries
	MY N≥10
	FR N≥10

	S1
	4
	4
	4
	4

	S2
	4
	4
	3
	3

	S3
	4
	4
	3
	3

	S4
	4
	4
	3
	3

	S6
	4
	4
	3
	3



Accession-resolved files: data/40_library_junction_counts.tsv and data/40_library_accession_crosswalk.tsv are listed in the associated Zenodo record (https://doi.org/10.5281/zenodo.23689684). This source-specific crosswalk should be consulted rather than inferring independent specimens from run labels.
Table S2. Exploratory summary statistics and inferential limitations.
	Analysis
	Estimate
	Interpretation

	Held-out equal-weight mean MY − FR (N≥10)
	0.3093
	Descriptive; exploratory

	Held-out Monte Carlo, two-sided
	P = 0.000830
	Does not adjust locus selection

	Held-out background-level sign test
	P = 0.125
	Not significant at 0.05

	Original genome-wide BH FDR
	q ≈ 0.136
	Discovery not FDR significant

	Held-out coverage criterion
	4 of 4 backgrounds
	Technical depth gate only



Table S3. External candidate genomic and long-read corroboration.
	Item
	Value

	Study and BioProject
	Wang et al. (2024); PRJNA1177388

	Genomic assembly
	GCA_047651895.1; chromosome CM105517.1

	Candidate aligned interval
	16,752 nt; ≈99.5% identity

	PacBio run
	SRR31124588 (GL0102_Pe_isoseq)

	Putative A-like / B-like identifiers
	8 / 6

	Matched mature-fruiting-body contrast
	Not assessed

	Independent full-length transcript identity
	Not established



Original read accessions are associated with BioProjects PRJNA992876 and PRJNA1177388. The linked Zenodo record is described by the original research materials as containing derived evidence and scripts; raw FASTQ files are not redistributed.




