Additional Supporting Information
Related to Luo et al. “The lncRNA Brip1os Orchestrates IFN-γ–Mediated Inflammatory-Myogenic Crosstalk to Promote Muscle Regeneration”


Supplementary Tables

Supplementary Table1：siRNAs sequences
	
	sense
	antisense

	si-NC
	UUCUCCGAACGUGUCACGUTT
	ACGUGACACGUUCGGAGAATT

	si-Brip1os
	GCUGCAUAUGAGCCUGAUATT
	UAUCAGGCUCAUAUGCAGCTT





Supplementary Table2：Primers used for reverse transcription and real-time PCR
	
	sequence (5'-->3')

	GAPDH -qF
	CGTCCCGTAGACAAAATGGT

	GAPDH -qR
	TCAATGAAGGGGTCGTTGAT

	MyHC-qF
	CGCAAGAATGTTCTCAGGCT

	MyHC -qR
	GCCAGGTTGACATTGGATTG

	Mef2c-qF
	ATCCCGATGCAGACGATTCAG

	Mef2c -qR
	AACAGCACACAATCTTTGCCT

	Ki67-qF
	ACCGTGGAGTAGTTTATCTGGG

	Ki67-qR
	TGTTTCCAGTCCGCTTACTTCT

	PAX7-qF
	TCTCCAAGATTCTGTGCCGAT

	PAX7-qR
	CGGGGTTCTCTCTCTTATACTCC

	Brip1os-qF
	TCCTCTTCCCAGAATGTCCCA

	Brip1os-qR
	CAGTTCTTGGGGGCAGACTT

	Gbp3-qF
	GAGGCACCCATTTGTCTGGT

	Gbp3-qR
	CCGTCCTGCAAGACGATTCA

	Gbp7-qF
	TCCTGTGTGCCTAGTGGAAAA

	Gbp7-qR
	CAAGCGGTTCATCAAGTAGGAT

	Isg15-qF
	GGTGTCCGTGACTAACTCCAT

	Isg15-qR
	TGGAAAGGGTAAGACCGTCCT

	Ifit1-qF
	CTGAGATGTCACTTCACATGGAA

	Ifit1-qR
	GTGCATCCCCAATGGGTTCT

	Ifit3-qF
	CTGAACTGCTCAGCCCACA

	Ifit3-qR
	TTCCCGGTTGACCTCACTCA

	Ifit3b-qF
	CCATGTTCCGCCTAGAAGAA

	Ifit3b-qR
	TCTCCCATCCTCAGCAGTTT


 


Supplementary Table3：Antibody Catalog Numbers
	REAGENT
	SOURCE
	IDENTIFIER

	PAX7 Rabbit PolyAb
	proteintech
	20570-1-AP

	Rb mAb to Ki67
	Abcam
	Ab16667

	Anti-Myosin hc
	R&D ststems
	MAB4470

	MEF2C mAb
	Cell Signaling
	5030S

	GAPDH mAb
	Cell Signaling
	2118S

	Anti-CD86 antibody
	abcam
	ab119857

	Anti-F4/80 antibody
	abcam
	ab300421

	PE/Cy7-CD45
	eBioscience
	25-0451-82

	FITC-CD31
	Biolegend
	102506

	V450-Scal
	BD
	560653

	efluor660-VCAM1
	eBioscience
	50-1061-80

	APC anti-mouse/human CD11b
	Biolegend
	101212

	FITC anti-mouse F4/80
	Biolegend
	123107

	PE/Cyanine7 anti-mouse CD86
	Biolegend
	105014





Supplementary Table 4: Molecular Cloning Vector Sequences primer
	
	sequence (5'-->3')

	PLVX-Brip1os-1-F
	TCGAGCTCAAGCTTCGAATTCGGTACCCCCAAACCCCACC

	PLVX-Brip1os-1-R
	CTTGATACTGTTGTCTCAGCATTATAATCTGAACTGTGCTTATGT

	PLVX-Brip1os-2-F
	GCTGAGACAACAGTATCAAGAGTTAAGTCAGG

	PLVX-Brip1os-2-R
	GTACCGTCGACTGCAGAATTCCTCGAGGGAATATATATAACTTTTTATTAGATG

	Brip1os-dCas9-1-F
	CACCGCGGTCCCGCCAAGTACTCGA

	Brip1os-dCas9-1-R
	AAACTCGAGTACTTGGCGGGACCGC

	Brip1os-dCas9-2-F
	CACCGTTGACCGGGAATCGTCCTGC

	Brip1os-dCas9-2-R
	AAACGCAGGACGATTCCCGGTCAAC





Supplementary Figure Legends

FIGURE S1. Expression Profiling of Brip1os during Myogenic Differentiation in C2C12.
(a) RNA sequencing analysis comparing C2C12 cells on differentiation day 4 (D4) and growth medium (GM) conditions. The point representing Brip1os is highlighted in red font and circled in yellow. (b) Representative micrographs of the C2C12 myoblast cell line in the GM and after differentiation induction (D2, D4, D6). Scale bar, 200 µm. (c) Trend of Brip1os expression during C2C12 cell differentiation as detected by qPCR. (d-e) Dynamic expression of myogenic markers (MyHC, MEF2C) during C2C12 cell differentiation as detected by qPCR(d) and WB(e). GAPDH was used as a loading control. (mean ± SD)

FIGURE S2. Expression Profiling of Brip1os during Myogenic Differentiation of Primary Myoblast and CTX Models.
(a) Flow cytometry analysis of the proportion of MuSCs (CD45-, CD31-, Scal1-, VCAM1+) among primary myoblasts cultured for 48 h after extraction. (b) Representative micrographs of in vitro cultured primary myoblasts in the growth medium (GM) and after differentiation induction (D0, D1, D2). (c-d) Dynamic expression of myogenic markers (MyHC, MEF2C) during primary myoblast differentiation as detected by qPCR(c) and WB(d). (e) RNA sequencing analysis on days 1 and 5 post CTX injury. The point representing Brip1os is highlighted in red font and circled in yellow. (mean ± SD)

FIGURE S3. Effects of Brip1os Overexpression and Knockdown on C2C12 Cell Proliferation and Differentiation.
(a) Quantitative analysis of Ki67, PAX7 (GM), and MyHC (D3) protein expression levels in Brip1os-overexpressing cell lines. (b) Quantitative analysis of Ki67, PAX7 (GM), and MyHC (D3) protein expression levels in Brip1os-knockdown cell lines.

FIGURE S4. Validation of Downstream Genes and Subcellular Localization of Brip1os.
(a) Expression levels of six downstream genes in two independent Brip1os-knockdown C2C12 cell lines as verified by qPCR. (b-c) Subcellular localization analysis of Brip1os. (b) qPCR and WB detection of MALAT1 (a nuclear RNA marker) and GAPDH (a cytoplasmic RNA marker) in nuclear-cytoplasmic fractionation experiments served as controls for separation efficiency. (c) Relative enrichment of Brip1os in nuclear and cytoplasmic fractions as detected by qPCR. (mean ± SD)

FIGURE S5. Validation of In Vivo Brip1os Knockdown Efficiency and IFN-γ-Mediated Regulation and quantification of protein expression of proliferation and stemness markers.
(a) Knockdown efficiency of Brip1os in injured muscle tissue as verified by qPCR. (b) Quantification of Ki67 and PAX7 protein expression levels between the control group (CTX+si-NC, NC) and the Brip1os knockdown group (CTX+si-Brip1os, si). (c) Quantification of Ki67 and PAX7 protein expression levels between the saline control group (CTX+si-Brip1os+Saline, NS) and the IFN-γ supplementation group (CTX+si-Brip1os+IFN-γ, IFN).

FIGURE S6. Flow Cytometric Analysis of M1 Macrophages After Co-culture.
(a) Representative flow cytometry gating strategy and quantification of M1 macrophages (CD11b+, F4/80+, CD86+) in macrophage populations.
