
Protocol: Neuron Isolation from Mouse Brain
Type: Culture & Growth
Description
· Euthanize BALB/c mice in accordance with institutional guidelines
· Dissect whole brain tissue under sterile conditions
· Transfer tissue to ice-cold dissection buffer
· Remove meninges and blood vessels carefully
· Mince tissue into small fragments using sterile scalpel
· Enzymatically digest using papain solution at 37°C for 20 min
· Gently triturate tissue to obtain single-cell suspension
· Filter through 70 µm cell strainer
· Centrifuge at low speed to pellet cells
· Resuspend cells in neuronal culture medium
· Count viable cells using trypan blue exclusion
· Plate cells on coated culture dishes

Summary
Mouse brains were dissected and processed to obtain primary neuronal cells. Tissue was enzymatically digested and mechanically dissociated into a single-cell suspension. Cells were filtered, counted, and prepared for downstream culture.



Protocol: Primary Neuron Culture with Targeted Knockout of Brpf1
Type: Culture & Growth
Summary
Primary neurons were cultured for two weeks under controlled conditions. Cells were maintained in specialized medium with regular partial medium changes. Culture conditions supported neuronal maturation and network formation. A targeted knockout of Brpf1 was introduced using CRISPR-Cas9 (KO samples). Neuronal cultures were transfected with sgRNA constructs targeting the gene. Edited cells were maintained for downstream transcriptomic analysis.
Description:
1. Primary Neuron Culture:
· Coat culture plates with poly-D-lysine prior to seeding
· Plate isolated neurons at appropriate density
· Maintain cells in neuronal culture medium
· Incubate at 37°C with 5% CO₂
· Replace half of the medium every 2–3 days
· Monitor cell morphology regularly by microscopy
· Avoid over-disturbance of neuronal networks
· Supplement medium with growth factors as needed
· Remove debris and dead cells during medium changes
· Maintain sterile conditions throughout culture
· Continue culture for 14 days in vitro
2. Targeted Knockout of Brpf1 (CRISPR-Cas9) for KO samples: 
· Design sgRNAs targeting Brpf1 gene
· Clone sgRNAs into CRISPR-Cas9 expression vector
· Prepare transfection reagents according to manufacturer instructions
· Transfect neurons at appropriate time point in culture
· Include control (non-targeting) samples
· Incubate cells post-transfection under standard conditions
· Replace medium after transfection recovery period
· Allow sufficient time for gene editing to occur
· Assess editing efficiency by PCR or sequencing (optional)
· Maintain edited and control cells separately
· Select two KO samples for downstream analysis




Protocol: RNA Extraction with RNeasy Mini kit
Type: Extraction
Summary
RNA was extracted from ~10 million cells using the RNeasy Mini kit (Qiagen) and DNase digestion was performed using TURBO DNase (Thermo Fisher Scientific), according to the manufacturer’s instructions and an additional clean-up of the RNA was then performed using the RNeasy Mini kit (Qiagen). Quality of the RNA was assessed on Bioanalyzer using the Agilent RNA 6000 Nano Kit and samples with a RNA integrity number (RIN) of 10 were used for library generation.
No description needed


Protocol: mRNA Library Preparation with NEBNext Ultra II Directional RNA Library Prep Kit for Illumina
Type: NGS Library Preparation
Description
Library preparation was performed using the NEBNext Ultra II Directional RNA Library Prep Kit for Illumina, in combination with the NEBNext Poly(A) mRNA Magnetic Isolation Module for mRNA enrichment, according to the manufacturer’s instructions. 
Summary
Library preparation was performed using the NEBNext Ultra II Directional RNA Library Prep Kit for Illumina, in combination with the NEBNext Poly(A) mRNA Magnetic Isolation Module for mRNA enrichment, according to the manufacturer’s instructions.  


Protocol: Illumina HiSeq 4000 Sequencing (Paired-End)
· No need to create it, MAGE TAB will generate standard text
Type: Sequencing
Summary
Prepared libraries were sequenced on an Illumina HiSeq 4000 platform. Paired-end sequencing was performed according to standard protocols. Raw sequencing data were generated and converted into FASTQ files for analysis.
No description needed
