MATERIALS AND METHODS
Ethics statement
All animal work was approved by the North Carolina State University (NCSU) Institutional Animal Care and Use Committee, under protocols 15-013-B and 19-049-B. All experiments were conducted in accordance with the Guiding Principles in the Use of Animals in Toxicology.

Animal model and tissue collection
Animals were maintained on a 14-hour/10-hour light/dark cycle at 30-70% humidity, 22°C ± 4°C.
To induce maternal metabolic syndrome (MetS), C57Bl/6J female mice (F0 generation) obtained from Jackson Laboratories were fed a 45% fat diet (‘high fat’ (HF); D12451, Research Diets Inc.) from 3 weeks of age for either 7 or 17 weeks and compared to their siblings fed a micronutrient-matched 10% fat diet (‘control’ (Ct); D12450H, Research Diets Inc.). A glucose tolerance test (GTT) was performed 2 weeks prior to mating as described below, at which time body weight data was also collected. 
Ct and MetS females were mated to C57Bl/6J male mice of corresponding age which were maintained on the 10% fat diet (control). To allow mating, females were placed in male cages for ~8 hours during the light cycle for 10 consecutive days. Females were returned to their home cages for the entirety of the dark cycle, thereby ensuring continued exposure to the 45% or 10% fat diets throughout the mating period. Upon observation of pregnancy, females were individualized and exposure to their respective diet continued. 
On the day of birth (postnatal day 0, PND0), F1 animals were weighed and litter sizes were normalized to 5 pups, maintaining a 3:2 male:female or female:male ratio where possible. F1 animals were cross-fostered to females who had given birth on the same day to generate four experimental groups (Fig. 1B). F1 animals in all groups were cross-fostered and nursed by their foster dams until PND21. Groups are labeled in the format ‘prenatal-postnatal’ exposure to maternal conditions control (Ct) or metabolic syndrome (MetS). For example, Ct-MetS refers to F1 mice exposed to Ct dams during prenatal life, and MetS dams during postnatal life.
A GTT was performed on F1 mice in the 7w cohort at PND16. At PND21, F1 animals were starved for 6 hours during the dark cycle prior to sacrifice. Tissues were weighed, flash-frozen, and stored at -80°C for analyses, or fixed as described below.

Glucose tolerance test (GTT)
The GTT on F0 dams was performed 2 weeks prior to mating. Mice were fasted overnight for 16 hours and basal blood glucose levels measured using an Aimstrip Plus Glucose Meter and strips through tail snips. Glucose was intraperitoneally injected at 2 mg/g body weight and blood glucose levels were measured at 15, 30, 60, 90 and 120 minutes post-injection.
The GTT on F1 mice was performed at PND16 as for F0 dams, with the exception of a 6 hour fast and the injection of 1 mg/g body weight glucose as described previously (1).

Histology (Hematoxylin & Eosin, Sirius red, oil red O, and immunostaining)
Livers were collected at PND21 and fixed in 4% paraformaldehyde for 24 hours. Then they were dehydrated in increasing concentrations of ethanol, cleared in xylene, and embedded in paraffin. 5 µm‐thick sections were prepared and stained with hematoxylin and eosin (H&E) using standard procedures.
For analysis of collagen deposition, paraffin embedded 5 µm‐thick liver sections were stained with Sirius red solution (Sigma-Aldrich) using standard procedures. Briefly, rehydrated tissue was stained for one hour in a 0.1% Sirius red solution saturated with picric acid, washed in acidified water, dehydrated in ethanol and mounted in a resinous medium. For each individual, Sirius red signal was quantified on 4 independent 40X fields centered around a Central Vein (CV). Using Photoshop CC 2019 (20.0.6 release), CV area was cropped out to consider intralobular staining only. Sirius red signal was quantified by color range selection (average of #1e030a and #622f3c) followed by area measurement. 
For quantification of neutral lipid deposition, collected livers were snap frozen and 10 µm‐thick sections were prepared. Sections were fixed with 10% formalin solution and stained with oil red o) (ORO; Sigma-Aldrich) using a standard protocol. Briefly, dehydrated sections were stained for 10 minutes in a 0.5% ORO-isopropanol solution, washed in water and counter stained with Harris Hematoxylin. Prior to mounting in 1X PBS-glycerol, slices were washed in 0.5% ammonium water to improve staining contrast. Within 24 hours, ORO signal was quantified on 5 independent 20X fields per individual on 2 independent sections. Images were converted in RGB stack and quantified according to described methodology using ImageJ software (2). On the RGB red channel the function ‘Adjust Threshold’ allowed for the specific selection of the ORO signal prior to area measurement. 
For analysis of inflammatory cells, immunohistochemistry was performed with an anti-F4/80 antibody (BioRad #MCA497) on paraffin embedded 5 µm‐thick liver sections (Histology Research Core Facility, University of North Carolina at Chapel Hill).
Triple immunofluorescence (IF) was performed on paraffin-embedded 5 µm‐thick liver sections. This IF assay was carried out on the Bond Rx fully automated slide staining system (Leica Microsystems Inc.) using the Bond Research Detection kit. Slides were deparaffinized in Leica Bond Dewax solution, hydrated in Bond Wash solution and sequentially stained for FLAG (Cell Signaling Technology, #14793S), CK8/18 (AA Biocare Medical, #API3161), and Sma (Abcam, #5694). Specifically, antigen retrieval for FLAG was performed for 20 min at 1000C in Bond-epitope retrieval solution 1 pH 6.0.  After pretreatment, slides were incubated for 1 hour with FLAG antibody (1:100) followed with Novolink Polymer (Leica) then TSA Cy5 (Akoya Biosciences). A second round of antigen retrieval was performed for 10 min at 1000C in Bond-epitope retrieval solution 1 (ER1).  Slides were then incubated with the CK8/18 antibody for 1 hour then Novolink Polymer and detected with TSA Cy3 (Akoya Biosciences).  A final round of antigen retrieval was performed with ER1 for 10 minutes before incubating the slides in Sma (1:300, 1 hour) followed by Novolink Polymer and Alexa Fluor™ 488 Tyramide Reagent (ThermoFisher Scientific). Nuclei were stained with Hoechst 33258 (Invitrogen). The stained slides were mounted with ProLong Gold antifade reagent Life Technologies,). Positive and negative controls (no primary antibody) were performed in parallel. Slides were digitalized using the Aperio ScanScope FL (Aperio Technologies Inc). The digital images were captured in each channel by 20x objective (0.468 μm/pixel resolution) using line-scan camera technology (U.S. Patent 6,711,283). The adjacent 1 mm stripes captured across the entire slide were aligned into a contiguous digital image by an image composer.

Quantification of liver neutral lipid content 
Lipids were analyzed as previously described (3). Frozen liver samples from PND21 F1 individuals were cut to a weight of 50–100 mg, lysed, and homogenized in methanol/5 mM EGTA (2:1, v/v), and lipids extracted according to the Bligh–Dyer method (Bligh and Dyer 1959) with chloroform/methanol/water (2.5:2.5:2 v/v/v), in the presence of the following internal standards: glyceryl trinonadecanoate, stigmasterol, and cholesteryl heptadecanoate (Sigma). Triglycerides, free cholesterol, and cholesterol esters were analyzed by gas-liquid chromatography on a Focus Thermo Electron system equipped with a Zebron-1 Phenomenex fused-silica capillary column (5 m, 0.25 mm i.d., 0.25 mm film thickness). The oven temperature was programmed to increase from 200 to 350°C at 5°C/min, and the carrier gas was hydrogen (0.5 bar). The injector and detector temperatures were 315°C and 345°C, respectively.

Quantification of DNA methylation at the Zac1 Imprinting Control Region (ICR)
	Bisulfite-converted DNA (EZ DNA Methylation-Gold Kit (Zymo)) from PND21 liver was amplified with primers specific for a selected CpG region within the Zac1 ICR (chr10:13,091,040-13,091,102) using MyTaq Red Mix 2x (Bioline). PCR products were purified and sequenced using pyrosequencing (PyroMark Q24 (Qiagen)). Primers are shown in Supporting Table S2.

Cell culture
AML12 mouse hepatocytes (ATCC CRL-2254) were cultured with Dulbecco’s modified Eagle’s medium (DMEM)/F-12 medium (Genesee Scientific) containing 10% FBS (Genesee Scientific) and 100 U/mL penicillin, 100 μg/mL streptomycin (HyClone), supplemented with 10 µg/mL insulin, 5.5 µg/mL transferrin, 6.7 ng/mL selenium (Thermofisher), and 40 ng/mL dexamethasone (Sigma).
HepG2 cells (ATCC HB-8065) were grown in high-glucose DMEM (Genesee Scientific) supplemented with 10% FBS and 100 U/mL penicillin, 100 μg/mL streptomycin.
For lentiviral production, HEK293T cells (ATCC CRL-3216) were grown in DMEM (Genesee Scientific) containing 10% FBS and 100 U/mL penicillin, 100 μg/mL streptomycin.
LX-2 cells were a gift from Professor Scott L. Friedman (Icahn School of Medicine at Mount Sinai). LX-2 cells were cultured in high-glucose DMEM (Genesee Scientific) containing 10 % FBS and 100 U/mL penicillin, 100 μg/mL streptomycin supplemented with 1x glutamine media (Genesee Scientific). 
All cell lines were maintained in a humidified atmosphere at 5% CO2 and 37°C.

Cloning and constructs
	The pLenti-CMV-Zac1-FLAG over-expression construct was created by cloning the short Zac1 open reading frame (ORF; UniProtKB - Q3UQW2) amplified from mouse liver cDNA into the AscI and XhoI restriction sites of the pLenti backbone PS100069 (Origene). The ORF of Zac1 is in frame with the FLAG epitope enabling downstream detection of the resulting fusion protein using this tag.
Derived from the same pLenti backbone, the corresponding control construct pLenti-CMV-EGFP was created by cloning the EGFP ORF from pEGFP-1 into the BamHI and NheI restriction sites. 
The adeno-associated virus construct pAAV-TBG-PI-Zac1-WPRE-bGH was derived from the corresponding control pAAV-TBG-PI-eGFP-WPRE-bGH (Addgene plasmid #105535) by cloning the short Zac1 open reading frame (ORF; UniProtKB - Q3UQW2) into the NotI and HindIII restriction sites. The ORF of Zac1 is in frame with the FLAG epitope enabling downstream detection of the resulting fusion protein using this tag.
The integrity of all constructs was confirmed by Sanger sequencing. Full construct sequences are available in Supporting File S2.

Transient transfection of AML12 cells
AML12 cells were seeded at 400,000 cells/well in 6-well plates and starved with serum free medium the next day. Transient expression of EGFP (control) or Zac1 was achieved 24 hours after serum deprivation by transfecting cells with 1 μg of pLenti-CMV-EGFP or pLenti-CMV-Zac1-FLAG per well using Lipofectamine 2000 according to the manufacturer’s instructions (Invitrogen). Cells were collected 24 hours after transfection for mRNA extraction.

Lentivirus and adeno-associated virus production
HEK293T cells were plated on 100 mm-diameter dishes to achieve 80-90% confluency after 48 hours. Then cells were transfected with the 6 μg of each of the three-lentiviral plasmid system constructs pCMV-VSV-G, pMDLg-pRRE and pRSV-Rev (Addgene), together with 6 μg of pLenti-CMV-EGFP or pLenti-CMV-Zac1-FLAG, using the CalPhos mammalian transfection kit (Takara) according to the manufacturer’s instructions. The following day, the medium was replaced, and 24 hours after transfection supernatant from vector-producing HEK293T cells was harvested, and passed through a 0.45 μm-pore-size filter to remove cell debris.
AAV8 particles were produced by the Vector Core (University of North Carolina at Chapel Hill). Briefly, HEK293 cells were transfected with the pAAV-TBG-PI-eGFP-WPRE-bGH or the pAAV-TBG-PI-Zac1-WPRE-bGH vectors. The corresponding viral particles, AAV8-TBG-EGFP and AAV8-TBG-Zac1, were purified by column chromatography to reach a titer of 1.2x1013 vg/mL and 1.8x1013 vg/mL respectively.

Transduction of HepG2 and LX-2 cells
HepG2 and LX-2 cells were plated on 6-well plates at a density of 300,000 and 50,000 cells per well, respectively, for 48 hours prior to transduction. Cells were infected with 2 mL/well of HEK293T media containing EGFP or Zac1 lentiviral particles in the presence of 8 μg/mL polybrene. After 8 hours, lentiviral medium was replaced with medium containing 10% FBS. Cell media from HepG2 was collected 14, 24, 48 and 72 hours after lentivirus removal for quantification of TGF-1 and pro-COL1A1 concentrations. HepG2 and LX-2 cells were collected at the indicated times after virus removal for RNA extractions.

RNA extraction
Frozen cells or livers were respectively scraped or homogenized in the kit’s lysis buffer and RNA extracted following the manufacturer’s instructions (Macherey Nagel). DNase I treatment was performed as part of the protocol. Total RNA was resuspended in nuclease-free water and quantified using a Nanodrop 2000 (Thermofisher). RNA integrity was confirmed by electrophoresis prior to further analysis.

RT and qPCR
Complementary DNA (cDNA) was synthesized from 500 ng of total RNA with the use of random hexamer primers and Moloney-murine leukemia virus reverse transcriptase (M-MLV RT) reaction mix prepared according to the manufacturer’s protocol (Promega). cDNAs were diluted 1/10 or 1/5 prior to real time polymerase chain reaction.
qPCR was performed in 96-well plates (Genesee Scientific) using SsoAdvanced Universal SYBR Green Supermix (Bio-Rad). Briefly, 17.5 μL enzymatic mix per well was prepared according to the manufacturer’s protocol and 2.5 μL of cDNA added to the reaction for specific amplification. The cycling conditions were as follows: 95°C for 30 seconds; 40 cycles of 95°C for 15 seconds, 60°C for 30 seconds. Duplex amplification was measured on a Quantstudio 3 System and Analysis Software (Thermofisher).
For each reaction, standard curves were generated with the entire pool of pure cDNA using the sequential dilution 1/5, 1/10, 1/20, 1/40, and 1/80. Amplification efficiencies were calculated by determining the slope of the regression between the log values of the standard concentrations and their Ct value. Water was used as a non-template control and a dissociation curve (60.0°C-95.0°C) was included in each run to control for specific amplification.
The primer sequences are provided in Supporting Table S2. Tbp or PGK1 were used as reference genes for mouse (tissues and AML12 cells) and human (HepG2 cells), respectively. Quantification of expression was calculated using the ΔΔCt method (5). This study was performed in compliance with MIQE standards (6).

RNA-seq
For RNA-seq on PND21 livers, we considered total RNA from livers of 6 Ct-Ct, 6 MetS-Ct, 6 Ct-MetS and 5 MetS-MetS F1 females (representing respectively 5, 6, 5 and 4 independent litters). For RNA-seq on AML12 cells, total RNA from 3 independent replicates of AML12 over-expressing EGFP or Zac1 were included.
RNA integrity, purity, and concentration were assessed using an Agilent 2100 Bioanalyzer with an RNA 6000 Nano Chip (Agilent Technologies). All RNA samples had an RNA Integrity Number (RIN) ≥9.9. Total RNA samples were submitted to the North Carolina State University Genomic Sciences Laboratory (NCSU GSL, Raleigh, NC, USA) for Illumina RNA library construction and sequencing. 
Purification of messenger RNA (mRNA) was performed using oligo-dT beads provided in the NEBNExt Poly(A) mRNA Magnetic Isolation Module (New England Biolabs). cDNA libraries for Illumina sequencing were constructed using the NEBNext Ultra Directional RNA Library Prep Kit (NEB) and NEBNext Mulitplex Oligos for Illumina (NEB) using the manufacturer-specified protocol. 
Briefly, the mRNA was chemically fragmented and primed with random oligos for first strand cDNA synthesis. Second strand cDNA synthesis was then carried out with dUTPs to preserve strand orientation information. The double-stranded cDNA was then purified, end repaired and “A-tailed” for adaptor ligation. Following ligation, the samples were selected to produce a final library size of 400-550 bp, including adapters, using sequential AMPure XP bead isolation (Beckman Coulter). Library enrichment was performed and specific indexes for each sample were added during the protocol-specified PCR amplification. The amplified library fragments were purified and checked for quality and final concentration using an Agilent 2200 Tapestation (Agilent Technologies). The final quantified libraries were pooled in equimolar amounts for clustering and sequencing on an Illumina HiSeq 2500 DNA sequencer, utilizing a 125 bp single end sequencing reagent kit (Illumina). 
The software package Real Time Analysis (RTA), was used to generate raw bcl, or base call files, which were then de-multiplexed by sample into fastq files.
[bookmark: _GoBack]Data are deposited with Gene Expression Omnibus (GSE183809 and GSE193670). 

RNA-seq data analysis
Data analysis was performed in consultation with the Bioinformatics Core within the NCSU Center for Human Health and the Environment.  An average of ~36 million single-end RNA-seq reads were generated for each replicate. The quality of sequenced data was assessed using fastqc and 12 poor quality bases were trimmed from the 5’-end. The remaining good quality reads were aligned to the Mouse reference genome (mm38, version 87) downloaded from Ensembl database using STAR aligner (7)⁠. 
[bookmark: __UnoMark__305_2318415643][bookmark: __DdeLink__5_2318415643]For each replicate, per-gene counts of uniquely mapped reads were calculated using htseq-count script from the HTSeq python package (8). The count matrix was imported to R statistical computing environment for further analysis. Initially, genes that have no count in most of the replicate sample were discarded. The remaining count data were normalized for sequencing depth and distortion, and dispersion was estimated using DESeq2⁠ Bioconductor package (9) in the R statistical computing environment. A linear model was fitted using the treatment levels and differentially expressed genes were identified after applying multiple testing correction using the Benjamini-Hochberg procedure (10)⁠⁠. Results of the DESeq2 analysis can be found in Supplementary Table S4 and S8. The final list of significantly differentially expressed genes was generated using q-value≤0.05. 

IPA functional analysis
The Ensembl IDs of genes found to be significantly differentially expressed were used as input for core analysis using Ingenuity Pathway Analysis (IPA) software (Qiagen).
For PND21 liver RNA-seq analysis and construction of Fig. 3B, the top 25 Diseases and Functions categories were assigned to relevant stages of NAFLD progression. For each category, the Activation z-score represents the average of the corresponding ‘Diseases or Functions annotation’ z-scores detailed in Supplementary Table S5. The top 12 upstream regulators for which a z-score was available were displayed according to their role in disease progression. The target molecules underlying the predicted activation of the upstream regulator TGF-1 are listed in Supplementary Table S5.
The ‘Upstream regulators’ resulting from the functional analysis of AML12 RNA-seq are detailed in Supporting Table S10.
For IGN functional analysis, gene names of the original IGN list(11) were used as input. ‘Canonical pathways’ and ‘Upstream regulators’ resulting from the corresponding core analysis are displayed in Supporting Table S6.
For all analyses, the ‘Upstream regulators’ were filtered to only consider the molecule type “Genes, RNAs and proteins”.

IGN and enrichment analysis
The IGN list was built from Al Adhami et al, 2015 (11). For consistency prior to enrichment analysis, the DEGs from the PND21 and AML12 RNA-seq analyses as well as the original IGN gene names were all converted to Ensembl ID v96 using the Database Conversions tools (bioDBnet) and the ID history converter (Ensembl). After conversion, we retrieved 403/408 PND21 DEGs, 728/733 AML12 DEGs and 406/409 IGN IDs, including 80 imprinted genes (Supporting Table S7). 
To assess enrichment of the IGN within DEG datasets, only IGN members expressed in the RNA-seq datasets were considered and p-values were calculated based on the cumulative distribution function (CDF) of the dataset hypergeometric distribution (Graeber Lab) with k (number of successes) = number of IGN members within DEGs, s (sample size) = number of DEGs, M (number of successes in the population) = number of IGN members measured by RNA-seq, and N (population size) = total number of genes measured by RNA-seq.
The 29 IGN genes differentially expressed in PND21 liver were categorized in Fig. 4E to highlight their relevance as NAFLD markers (middle) and/or consistency with TGF-β1 activation (right). Citations (PubMed IDs) supporting this classification are listed in Supporting Table S7. 

Protein extraction and western blot
HepG2 cells were lysed on ice in RIPA buffer (ThermoFisher) plus protease inhibitor (Sigma-Aldrich). After probe sonication for 10 seconds, cell lysates were cleared, and protein concentrations quantified with the BCA Protein Assay Kit according to manufacturer protocols (Pierce).
25 μg of protein extract was loaded per lane on a 10% SDS-PAGE gel. Proteins were then transferred to PVDF membrane at 100 V for 1 hour. Membranes were blocked in 5% bovine serum albumin in tris-buffered saline with 0.1% Tween 20 and then incubated with Monoclonal Anti-Flag M2 antibody (Sigma-Aldrich, #F1804), anti-phospho-Smad2/3 (Cell Signaling Technology, #8828), Smad2/3 (Cell Signaling Technology, #5678), anti-E-cadherin (Cell Signaling Technology, #4065) or anti-β-actin (Abcam, #ab8227) overnight at 4°C. Membranes were washed three times for ten minutes each prior to incubation in horse radish peroxidase (HRP)-conjugated secondary antibodies (Abcam #ab7090 and #ab97040) and development with ECL (Bio-Rad) on autoradiography film (VWR). Signal quantification was performed with ImageJ.

TGF-1 and pro-COL1A1 ELISAs
Concentrations of TGF-β1 and pro-COL1A1 in culture supernatants from HepG2 cells were determined by ELISA using DuoSet ELISA kits (R&D Systems), according to the manufacturer’s instructions. Briefly, culture supernatants were collected, filtered through a 0.45 m filter and diluted 2.3 times in diluent reagent prior to dosage in order to fit within the standard dynamic range. 

In silico determination of Zac1 binding sites
The MatInspector tool (Genomatix software suite, v3.12) was used to identify consensus Zac1 binding sites within +/- 1kb from the transcription start sites (TSSs) of the human TGF-1, SNAI1, COL6A2 and COL1A1 genes. TSSs with a maximum number of CAGE (Cap analysis gene expression) tags were used to refer to the coordinates of the respective regulatory regions. The MatInspector matrix family library (v11.0) was aligned to retrieve for the matrix family V$PLAG above 0.85 core similarity. 

Chromatin immunoprecipitation
ChIP was performed according to the Myers lab standard protocol (12). Briefly, HepG2 cells were fixed in culture medium with 1% formaldehyde for 10 minutes at room temperature. The cells were then washed in PBS and lysed in Farnham lysis buffer for nuclear isolation. Nuclei were resuspended in RIPA buffer containing 0.1% SDS. The chromatin was fragmented for 25 minutes at 4°C with a Covaris S220 Ultrasonicator (Covaris) (140 PIP, 5% Duty Factor, 200 CPB). Average length of sonicated fragments was 0.2 kb (TapeStation HSD1000 assay). For immunoprecipitation of Zac1-DNA complexes, magnetic beads (Dynabeads Prot G, Invitrogen) were coupled with 5 g of the anti-FLAG antibody (Sigma-Aldrich, #F1804) and incubated for 2 hours with cross-linked chromatin corresponding to 20 million HepG2 cells. Beads coated with anti-mouse IgG (Dynabeads M-280 Sheep Anti-Mouse IgG, Invitrogen) were used in parallel to control for non-specific binding. Beads linked to the TBP primary antibody (Abcam, #51841) were used as a positive control for immunoprecipitation. Beads were extensively washed, and the immuno-bound chromatin collected in IP elution buffer (1% SDS, 0,1M NaHCO3) at 60°C and 500 rpm shaking for 1 hour.
After DNA purification, immunoprecipitates (IgG, TBP and FLAG) were assessed by real-time PCR. Primers specific to the predicted Zac1 binding sites in the TGF-1, SNAI1, COL6A2 and COL1A1 loci are detailed in Supporting Table S2. Primers for amplification of known Zac1 (13) and TBP binding sites (Encode 3, ENCFF534GKQ) were used for positive controls. A negative locus within a transcription factor desert (chr7:68612531-68988383, http://www.chr7.org) was used for normalization.
Data were normalized for each immunoprecipitate to the Ct value obtained from chromatin input, and corrected with IgG background. Data were expressed relative to the residual signal measured in the negative control region.

Zac1 over-expression in vivo
9-week-old hybrid mice generated from a C57Bl/6J mother and a CAST/EiJ father were injected with 1x1012 genome equivalents of AAV8-TBG-Zac1 or AAV8-TBG-EGFP particles, produced by the Vector Core at the University of North Carolina at Chapel Hill, through the tail vein. At 3- or 10-weeks post-injection, livers were collected for molecular and histological analyses. For qRT-PCR of Zac1, RNA was treated with an additional DNase I digestion step after isolation to eliminate AAV8 vector contamination, and elimination was confirmed using control samples not treated with reverse transcriptase. Construct sequences are presented in Supporting File S2.

Statistical analyses
All statistical analyses were performed using Graphpad software. Data are presented as the mean ± standard error of the mean and expressed relative to the Control group within the respective cohort (7w or 17w).
When comparing animals from the MetS-Ct, Ct-MetS and MetS-MetS exposure groups to Ct-Ct of the corresponding cohort (7w or 17w), statistical analyses were performed using a one-way analysis of variance (ANOVA) followed by Dunnett’s multiple comparison test. When considering only Ct-MetS and Ct-Ct groups, the mean values were compared using an unpaired Student’s t-test.
To test the effect of maternal diet duration (7 vs 17-weeks), means from the same exposure group were compared using an unpaired Student’s t-test. 
Unpaired Student’s t-tests were applied to experiments performed on HepG2 cells and for ChIP analysis using respectively EGFP or the negative control regions as controls.
Nested Student’s t-test were used to analyze qRT-PCR data from liver tissues isolated from mice injected with AAV8 particles. 
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