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Data analysis

For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
reviewers. We strongly encourage code deposition in a community repository (e.g. GitHub). See the Nature Portfolio guidelines for submitting code & software for further information.
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- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy
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Sample size

Data exclusions

Replication

Randomization

Blinding

mRNA-seq, small RNA-seq, RIP-seq analysis:

- bowtie v1.2.1.1

- bowtie2 v2.3.0

- cutadapt v1.18

- perl v5.24.0 - custom scripts

- R v4.0.0 - custom scripts, ggplot2 v3.3.6, reshape2 v1.4.4, ggpubr v0.4.0, dplyr v1.0.9

- bedtools v2.27.1

Image analysis:

- ImageJ v1.53q

Mass spectrometry analysis:

- MaxQuant v1.6.1.0

All sequencing data generated in this study (mRNA-seq, small RNA-seq, and RIP-seq) are available at the NCBI SRA database with accession number PRJNA802581
(https://www.ncbi.nlm.nih.gov/bioproject/?term=PRJNA802581). Small RNA-seq from the parn-1 mutant 27 can be found with accession number SRS1021265
(https://www.ncbi.nlm.nih.gov/sra/?term=SRS1021265). The MS proteomics data have been deposited to the ProteomeXchange Consortium via the PRIDE partner
repository with the accession number PXD033506 (https://www.ebi.ac.uk/pride/archive/projects/PXD033506). Source data are provided with this paper. All custom
scripts are available upon request to the corresponding authors.

For RNA-seq, small RNA-seq and RIP-seq experiments, at least 5,000 worms were used to obtain sufficient starting RNA material according to
the library preparation kit manufacturer's recommendation. For imaging, at least 5 adults, embryos, germlines were used (specifics disclosed
in figure legends), determined by intact tissue successfully mounted for imaging. For the piRNA initiation assay, at least 14 worms were used,
determined by the number of whole worms successfully mounted for imaging. For piRNA reporter assays, at least 15 worms were used,
determined by the number of whole worms successfully mounted for imaging.

No data were exclueded

All imaging, RNA-seq, small RNA-seq, and RIP-seq experiments were performed independently at least two times and replicates were
compared. No inconsistent results were observed. HRDE-1 IP RIP-seq in glh-1 single mutants was performed only once due to limited starting
RNA material.

For all sequencing and imaging experiments, control and experimental samples were treated completely in parallel. Experiments were not
randomized and controlling for covariates was not necessary for the following reasons. For all imaging experiments, worms were imaged
based on genotype and chosen randomly for imaging/processing from stock plates/coverslips. Data was collected from all worms randomly
chosen in each condition, and all analysis was done programmatically with perfectly identical conditions across genotypes, thus limiting biases
in interpretation based on foreknowledge of the genetic background. For sequencing experiments, data was analyzed programmatically in a
robust analysis pipeline and statistical tests were performed across conditions and replicates. Thus, biases in interpretation of single data
points were avoided and possible covariates that would result in significant deviation in results across replicates were monitored.

Blinding was not possible for most experiments due to phenotypic variation that is obvious under microscopy decisions. When possible, tubes
were coded numerically, not by genotype/condition, for sequencing experiments. For smFISH experiments, slides were coded numerically and
imaged naively, not based on genotype.




