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Supplemental Table 1: QPCR Primer Sequences. Sequences of the forward and reverse QPCR 

primers were used in this study.  

Supplemental Figure 1: Overexpression of both LRH1 isoforms using HaloTag. HEK293T cells 

were transfected with HaloLRH1. After transfection (24hrs), cells were harvested and a sub-

cellular enrichment strategy was used to separate the nuclear and insoluble fractions. Cells 

were then labeled with TMRDirect Halo Ligand following Promega’s Technical Manual protocol 

Part # TM348. Proteins were separated by SDS-PAGE and the gel was scanned on a 

fluorescent scanner (Typhoon, GE Healthcare Biosciences).  

Supplemental Figure 2: HaloLRH1 localizes to the nucleus. HEK293T cells were plated on 1-

well chamber slides (3X105 cells/chamber) (BioExpress). The following day, cells were 

transfected with both HaloLRH1 isoforms and empty vector. After 24hrs, cells were labeled with 

HaloTag TMRDirect Ligand (1:200) following Promega’s protocol Part# TM260. Cells were then 

fixed in 4% paraformaldehyde per manufacture’s protocol and processed for 

immunocytochemistry. Images were analyzed by confocal microscopy and captured on an 

Olympus Fluoview 1000 with SIM scanner.  

Supplemental Figure 3: Promoter:Reporter assay and QPCR in HEK293T cells confirm all 

plasmids are functional. A and B) Transient transfections were performed and luciferase levels 

were measured. Data was normalized as fold change over vector. Statistically significant 

differences are depicted by asterisks (p<0.05) as analyzed by one-way ANOVA. C and D) 

HEK293T cells were transfected with AviLRH1 for 48hrs. RNA was isolated, cDNA was 

prepared from 2 µg total RNA, and gene expression was analyzed by QPCR using GAPDH as 

the housekeeping gene. Data was normalized as fold change over vector. Statistically 

significant differences are depicted by asterisks (p<0.05) as analyzed by one-way ANOVA. 



Supplemental Figure 4: Detection of endogenous LRH1 isoform 1-specific peptide in the nuclear 

fraction by mass spectrometry-based proteomics analysis. LRH1 pull down samples were 

prepared as described in Figure 3 and the nuclear fraction was analyzed by LC MS/MS. The 

delta ppm between the theoretical and observed monoisotopic mass was determined to be 

<1ppm.   

Supplemental Figure 5: Detection of endogenous LRH1 isoform 2-specific peptide in the 

insoluble fraction by mass spectrometry-based proteomics analysis. LRH1 pull down samples 

were prepared as described in Figure 3 and the insoluble fraction was analyzed by LC MS/MS. 

The delta ppm between the theoretical and observed monoisotopic mass was determined to be 

<1ppm.   

Supplemental Figure 6: LC MS/MS analysis of endogenous LRH1 immunoprecipitation. 

Summary of the b and y ions from the MS2 data of the LRH1 v1-specific peptide detected in the 

nuclear fraction (A) and the LRH1 v2-specific peptide identified in the insoluble fraction (B).  

Supplemental Figure 7: LRH1 response element in the promoter region of SERBP1. The 

Genomatix genome analyzer v2.60912 (www.genomatix.de) was used for identification and 

extraction of the promoter sequence of SERBP1.  Genomatix utilizes a large library of matrix 

descriptions for transcription factor binding sites.  This software was used to search for LRH1 

response elements in the promoter sequence, which resulted in identification of two 

transcription factor binding sites (V$SF1.01,V$FTF.01). 

Supplemental Table 2: List of identified LRH1-specific proteins from overexpression studies.  
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