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Abstract: Although metabolic alterations are observed in many monogenic and complex genetic
disorders, the impact of most mammalian genes on cellular metabolism remains unknown. Under-
standing the effect of mouse gene dysfunction on metabolism can inform the functions of their human
orthologues. We investigated the effect of loss-of-function mutations in 30 unique gene knockout
(KO) lines on plasma metabolites, including genes coding for structural proteins (11 of 30), metabolic
pathway enzymes (12 of 30) and protein kinases (7 of 30). Steroids, bile acids, oxylipins, primary
metabolites, biogenic amines and complex lipids were analyzed with dedicated mass spectrometry
platforms, yielding 827 identified metabolites in male and female KO mice and wildtype (WT) con-
trols. Twenty-two percent of 23,698 KO versus WT comparison tests showed significant genotype
effects on plasma metabolites. Fifty-six percent of identified metabolites were significantly different
between the sexes in WT mice. Many of these metabolites were also found to have sexually dimorphic
changes in KO lines. We used plasma metabolites to complement phenotype information exemplified
for Dhfr, Idh1, Mfap4, Nek2, Npc2, Phyh and Sra1. The association of plasma metabolites with IMPC
phenotypes showed dramatic sexual dimorphism in wildtype mice. We demonstrate how to link
metabolomics to genotypes and (disease) phenotypes. Sex must be considered as critical factor in the
biological interpretation of gene functions.

Keywords: animal models; lipidomics; mass spectrometry; physiology; complex diseases

1. Introduction

Today, sexually dimorphic abnormal phenotypes are recognized in studies that focus
on the pathophysiological consequences of genetic shift or reproduction [1–11]. Historically,
extensive bias in using both sexes in animal studies resulted in misleading or incomplete
conclusions [12–16]. In neuroscience, for example, studies in male rats, mice, monkeys,
and other mammals outnumbered those in females by 5.5 to 1 [16]. In 2014, the U.S.
National Institutes of Health issued a policy mandating the inclusion of female and male
subjects in animal and cell research [12] and that sex be factored as a biological variable
into research design, analysis and reporting [17]. Sexual dimorphism may be established
by the action of hormones that are expressed in different amounts between the sexes [18].
These hormones may act differently on peripheral organs and thus impact a multitude of
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systems, including cardiovascular physiology, the immune system and nutrient absorption,
and can be involved in complex diseases, such as type 2 diabetes, obesity and Alzheimer’s
disease [19–23].

In general, sexual dimorphism has been observed in various classes of metabolites,
such as branch-chain amino acids, phosphocholines, sphingomyelin and urea cycle metabo-
lites [24–27]. Yet, the impact of gene dysfunction on metabolism has not been broadly
studied. Specific genes may have pleiotropic effects on the metabolic systems of female
and male cells, tissues, organs and organ systems [28–31]. To study the in vivo effects
using a mammalian model, we obtained samples from KO mice generated by the Inter-
national Mouse Phenotyping Consortium (IMPC), a global program linking 16 different
research centres in 12 countries on five continents engaged in identifying the in vivo func-
tion of all protein-coding human gene homologs in the mouse genome. The IMPC uses
standardized phenotyping protocols that generate ~1200 parameters. All IMPC material
and data resources are publicly available for each of ~7000 KO lines phenotyped to date
(https://www.mousephenotype.org/, accessed on 11 August 2023) [32], including 208 clas-
sified as continuous variables (Supplementary Data S1), some of which are metabolic traits,
such as glucose tolerance and total plasma triacylglyceride content. For continuous traits
in 2186 KO lines, 9% of phenotype parameters showed significant genotypic differences, of
which 14% were sexually dimorphic [33].

Metabolomics is widely used in epidemiology and clinical research [34,35] to un-
derstand the mechanism of disease development [36,37]. Mass spectrometry is the dom-
inant technology in targeted and untargeted metabolomics [38,39]. Version 4.0 of the
Human Metabolome Database has records of more than 25,300 blood metabolites [40],
but due to the chemical diversity of metabolites, individual analytic approaches can iden-
tify far fewer metabolites. Data sets from most individual metabolomic studies comprise
100–1200 metabolites [41–43]. We used multiple analytical methods to interrogate several
metabolic pathways, including hydrophilic interaction liquid chromatography–mass spec-
trometry (HILIC-MS), gas chromatography–time-of-flight mass spectrometry (GC-TOF MS)
and reverse-phase liquid chromatography–mass spectrometry (RPLC-MS) [44]. Mice are
the most often used in vivo model to study the functions of genes compared to human
orthologues. We here showcase how metabolomic data can be used to complement the
existing IMPC data repositories to link sex, genotypes and phenotypes.

2. Materials and Methods
2.1. Mouse KO Production and Selection

All KO mouse lines were produced from C57BL/6N-derived targeted embryonic stem
(ES) cells from the International Knockout Mouse Consortium (IKMC) using standard
protocols at The Centre for Phenogenomics (TCP) in Toronto, Canada. All procedures
involving mice were performed in compliance with the Animals for Research Act of
Ontario and the Guidelines of the Canadian Council on Animal Care. TCP’s Institutional
Animal Care Committee also reviewed and approved all procedures conducted on mice
at TCP. Mice were subjected to phenotyping at TCP as part of the IMPC project using
standardized protocols (IMPReSS, https://www.mousephenotype.org/impress) (accessed
on 11 August 2023). Lithium heparin plasma of 30 KO lines (three mice per sex and
gene) were selected from TCP’s bioarchive along with 40 corresponding C57BL/6NCrl WT
mice (20 female, 20 male) [44]. All phenotype data are available from the IMPC website
(https://www.mousephenotype.org/) [45]. All metabolomics data were obtained at the
West Coast Metabolomics Center (WCMC) at UC Davis.

2.2. Metabolome Data Acquisition and Data Processing

Plasma samples were prepared by liquid-liquid extractions as published previously [44].
Pooled human plasma (BioIVT) samples were used as quality control (QC) samples in this
study for each of the five platforms. Blanks and QC samples were prepared at the same time
of mouse plasma sample extraction. All samples were randomized via miniX study design
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software [39], with one blank and one quality control (QC) sample between every 10 mouse
plasma samples. In total, 22 QC samples were used for calculating the RSDs for each
platform. Mass spectrometry data were acquired by using three untargeted assays: primary
metabolites covering carbohydrates, amino acids, hydroxyl acids, and related compounds
were analyzed using gas chromatography-time-of-flight mass spectrometry (GC-TOF MS,
Leco Corporation, St. Joseph, MI, USA) [44]; complex lipids, such as phosphatidylcholines,
ceramides, sphingomyelins, and triacylglycerides, were acquired using Vanquish UHPLC
system with Q-Exactive HF mass spectrometry (Thermo Scientific, Waltham, MA, USA) [44];
and biogenic amines, such as carnitines, dipeptides, nucleosides, and modified amino
acids, were analyzed using hydrophilic interaction chromatography–orbital ion trap mass
spectrometry (HILIC-Q-Exactive MS/MS, Thermo Scientific, Waltham, MA, USA) [44].
Data on bile acids, steroids, and oxylipins were acquired by reversed phase LC separation
followed by targeted analysis on a Sciex quadrupole-linear ion trap mass spectrometer
(6500+ QTRAP MS/MS) [44]. The median RSD for compounds in QC samples was less
than 20%. 827 metabolites remained in the dataset after removing deuterated internal
standards, metabolites with at least 70% missing values or with an RSD > 50%, as well as
removing doublet metabolites measured in more than one assay (Supplementary Data S2).
HILIC-(ESI) MS data were normalized by the median value for each batch to remove
batch effects. GC-TOF MS data were normalized using the SERRF method [44]. Data
from other assays were not normalized because no batch effects were observed. Identified
compounds were used for statistics if they were positively detected in more than 30% of
all samples. Missing value treatment: For GC-TOF MS, the peak intensity values were
automatically extracted from raw data (of the target m/z and target retention time) during
the data processing procedure performed using GC BinBase [39], and missing values
were automatically replaced by local noise. For other metabolomic assays, missing values
were replaced in R by half of the minimum of the non-missing values in each mouse
genotype. This procedure assumes that missing values are true negative signals, i.e., that
such metabolite levels were too low to be detected by the mass spectrometer. Metabolites
or phenotype data were discarded from analyses when the percentage of missing values
was >70% of total number of mice in each sex group. Otherwise, missing phenotype data
were replaced by the minimum of the non-missing values in each genotype mice. This
procedure assumes that phenotype outputs have less variance than metabolite levels, but
missing phenotype levels are likely to be minimal values.

2.3. Statistical Analyses

Because all mice were housed at TCP under identical standard operating procedures
and were based on the same WT strain C57BL/6NCrl, and because plasma was collected
from mice at similar ages (Supplementary Table S1), factors such as age, environment,
and husbandry were constant and did not require statistical adjustments. Statistical
analysis was performed using R 3.6.0. An overview on statistical workflows is given
in Supplementary Figure S1.

Wildtype (WT) mice. Briefly, generalized linear regressions, specifically generalized-
least-squares-fitted linear models (GLS) were used to test the role of sex as a variable
(Y ~ sex) or as a covariate with adjusting body weight (Y ~ Sex + Weight). Errors in the GLS
model can be correlated and/or have unequal variances. Compounds are deemed to be
statistically significantly affected by sex at p < 0.05 or FDR < 0.05 after Benjamini-Hochberg
false discovery rate adjustments. The same methods were used to analyze 208 IMPC
phenotypes classified as continuous data parameters as extracted from the IMPC database.
For graphic representation of results in boxplots or fold-change calculations, arithmetic
means ± standard deviations were used.

KO mice: Briefly, we first studied the role of genotype alone, and subsequently we
assessed the impact of genotype–sex interaction on plasma metabolite levels. Batch effect
was not considered in analyses because all mice were raised and analyzed under identical
conditions, and metabolomics data were acquired within one batch. For both investigations,
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two-way ANOVA was used for testing the statistical significance of genotype-sex interaction
effect on each metabolite (p < 0.05). Two-way ANOVA is suitable to test how quantitative
variables change depending on two categorical independent variables, like the combined
impact of genotype and sex in this paper.

Body weight was not accounted for due to the very small difference between sex effect
adjusted to body weight and sex effect without adjusting to body weight in WT mice, as
well as the low number of mice per KO genotype and sex. A false discovery rate adjustment
was not carried out on individual metabolite levels because the purpose of this study
was to generate novel biochemical hypotheses rather than the discovery of biomarkers
for diagnostic purposes. Also, evidence showed that there was only a small difference
between sex effect with FDR correction and sex effect without FDR correction in wildtype.
Instead, we combined all metabolites into classes to conduct set enrichment analysis with
FDR correction using ChemRICH software [46] (see below). To test the genotype effect,
a full model (Y ~ Genotype + Sex + Genotype: Sex) was compared with a null model
(Y ~ Sex). For the genotype–sex interaction effect, the regression analysis compared the
full model (Y ~ Genotype + Sex + Genotype: Sex) against the null model (Y ~ Genotype
+ Sex). Individual comparisons of genotype/WT for each sex were used to classify the
genotype effect (Supplementary Figure S1c). If the plasma level of a specific metabolite
was significantly different by the genotype effect and by genotype–sex interaction, then
we specified whether effects were found only in females, only in males, in both sexes but
in different directions of change, or in both sexes but with different effect sizes. Effect
sizes were calculated by standardizing the associated arithmetic average estimate of each
KO line to the mean of the corresponding WT mice. For other graphic representations
in boxplots or fold-change calculations, arithmetic means ± standard deviations were
used. For continuous phenotypic traits extracted from the IMPC database, the same
methods were used by comparing a full model (Y ~ Genotype + Sex + Genotype: Sex) to a
null model (Y ~ Sex) for assessing the genotype effect and by comparing the full model
(Y ~ Genotype + Sex + Genotype: Sex) to a null model (Y ~ Genotype + Sex) for assessing
the genotype–sex interaction effect, where the dependent variable is an adult or embryo
phenotype parameter from IMPC.

Metabolite set enrichment statistics: Chemical Similarity Enrichment Analysis (Chem-
RICH) was used for finding differentially regulated clusters of metabolites [46]. ChemRICH
defines different sets of molecules in metabolomics assays based on the Medical Subject
Headings (MeSH) ontology term annotations and Tanimoto chemical similarity calculations.
The PubChem identifier of each identified metabolite was mapped to MeSH terms in the
ChemRICH database. For compounds that were not contained in the ChemRICH database,
their MeSH terms were estimated using Tanimoto chemical similarity coefficients. Accord-
ing to PubChem CIDs, names, SMILES codes, and MeSH terms, metabolites were separated
into non-overlapping chemical clusters. Then, Kolmogorov–Smirnov test was conducted
on each cluster to assess the significance alteration compared to random distribution. A
p-value less than 0.05 or FDR p-value less than 0.05 were used as criterion to determine the
cluster significance.

Metabolite-phenotype correlation statistics: For WT mice, Spearman-rank correlations
were used to calculate associations between 803 metabolites and 208 IMPC phenotypes.
Spearman’s rank is a nonparametric correlation that measures the strength and direction of
association between two ranked variables rather than their linear relationships. It is also
more robust against outliers than Pearson’s correlation. ChemRICH was used for assessing
metabolite clusters that were correlated with phenotypes [46]. Only metabolite-phenotype
correlations with >14 data points per variable and per sex were subjected to ChemRICH
analysis. p-values < 0.05 were used to determine cluster significance levels.
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3. Results
3.1. 827 Unique Metabolites Were Detected in Mouse Plasma

Two-hundred and twenty mice (110 female and 110 male) on the C57BL/6NCrl back-
ground produced and phenotyped by The Center for Phenogenomics (TCP, Toronto, ON,
Canada) as part of the IMPC project were used for this study. Approximately 30% of
KO lines analyzed by the IMPC are embryonic lethal [47], for which test cohorts of het-
erozygous KO mice were used for adult phenotyping. Blood plasma was obtained at the
end of the in vivo phenotyping pipeline. The metabolic impact of null mutations was
tested on 17 adult heterozygous lines and 13 adult homozygous lines (Figure 1) using
six mice (three female and three male) of each KO line. Control samples were collected
from 40 (20 female and 20 male) co-housed sex- and age-matched C57BL/6NCrl WT mice
over the same time period as the KO mice (Supplementary Table S1). KO lines of genes
coding for structural proteins (11 of 30), metabolic pathway enzymes (12 of 30) and pro-
tein kinases (7 of 30) were selected to assess their impact on blood metabolic phenotypes.
Among those genes, 16 gene KOs were used as models for human diseases (by similarities
of annotation and orthology) (Supplementary Table S1). Using previously established
IMPC criteria, phenotypes of these disease mouse models overlapped with human diseases
that harbor mutations in the mouse orthologous genes [47]. We acquired comprehensive
metabolomic data using a total of 20 µL lithium heparin plasma per mouse for three un-
targeted metabolomics assays and an additional 50 µL lithium heparin plasma to target
low-abundance bile acids, steroids and oxylipins [44]. In total, 827 unique metabolites
identified using these five mass spectrometry assays were utilized for sexual dimorphism
assessment (Supplementary Data S2), detecting 21 bile acids, 13 steroids, 52 oxylipins,
108 primary metabolites, 451 complex lipids and 182 biogenic amines. The assays showed
little overlap of compounds (Figure 1, Supplementary Data S2), proving their complemen-
tary nature and utility.

3.2. Sexual Dimorphism in Wildtype (WT) Mice

The differences in metabolomic data were first assessed between 20 female and 20 male
WT mice. Fifty-six percent of all plasma metabolites displayed sexual dimorphism using
a generalized linear model at p < 0.05 (Supplementary Data S3). The levels of 337 of the
805 metabolites (41.9%) were increased in male mice compared to females, and 116 of
the 805 metabolites (14.4%) were more abundant in female than in male mice (Figure 2a).
With a more stringent criterion at FDR < 0.05, this analysis only slightly changed the
proportion of significant metabolites from 56.3% to 51.8%, with 39.3% plasma metabolites
more abundant in male mice and 12.6% in female mice (Supplementary Figure S2a). Using
chemical similarity enrichment statistics by ChemRICH impact plot 46, we found 31 classes
of compounds that were enriched via a direct comparison of the two sexes (Figure 2e). Most
complex lipids showed higher plasma levels in male mice than in females (Figure 2b,d,e),
for example, with higher abundances of triacylglycerides (TAG), phosphatidylcholines
(PC) and phosphoinositides (PI) in WT males. Many other metabolites were found at
higher levels in female mice than in males (Figure 2d). Within the biogenic amines, some
metabolite classes, such as acylcarnitines, indole derivatives and L-alpha-amino acids,
showed sexual dimorphism with higher levels detected in WT female mouse plasma
(Figure 2e). While the sexual dimorphism is dominated by complex lipids, the contribution
of bile acids and oxylipins seem to exceed that of primary metabolites in terms of their
proportions in each platform (Figure 2d). When analyzing previously reported IMPC
phenotype data 47, we also found a strong sexual dimorphism in in vivo phenotypes of
these WT mice (Figure 2a,c), with similarly more variables significantly greater in male
mice compared to females. Overall, plasma metabolites levels were so different that
perfect discrimination between the sexes was achieved using PLS-DA multivariate statistics
(Supplementary Figure S3).
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Figure 1. Study design and data analysis. Thirty gene knockout lines and corresponding wildtype
controls were selected with phenotypic data available from the IMPC. Plasma samples of 220 mice
were analyzed using five assays, including three untargeted metabolomic profiling and two targeted
data acquisition methods.

Metabolite levels may be impacted by total body weight. Hence, the sexual dimor-
phism of metabolites could be attributed to these known differences between the sexes. We
therefore conducted a secondary analysis by adjusting metabolite levels to body weight
at the time of blood collection. After adjusting to body weight at an FDR < 0.05, 51.3%
of all metabolites showed sexual dimorphism (39.0% of metabolites higher in male mice
and 12.3% higher in females, Supplementary Figure S2d). For comparison, 0.5% of the
208 IMPC-measured continuous phenotypic variables (Supplementary Data S4) were higher
in wildtype male mice after body weight adjustment and FDR correction, and 1.0% of the
phenotypes were increased in female mice (Supplementary Figure S2f). These results
showed that differences in body weight impacted the sex differences in phenotype data but
not in plasma metabolite levels.
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Figure 2. Sex differences in wildtype mice. (a) Proportion of metabolites that were significantly
affected by sex in 40 wildtype mice (n = 20 males and 20 females; generalized linear model at p < 0.05).
(b) Distribution of sex-affected metabolites across five metabolic assays (p < 0.05). (c) Proportion of
continuous IMPC phenotypes that were significantly affected by sex in 40 wildtype mice (p < 0.05).
(d) Metabolites affected by sex per metabolomics assay (p < 0.05). (e) Chemical Similarity Enrichment
Analysis between male and female wildtype mice (dot size proportional to number of metabolites.).

Table 1 shows 20 individual examples of metabolites that were significantly different
between WT female and male mice. Metabolites were chosen based on metabolic classes,
significance levels and fold-change. Most of these metabolites were also found to be affected
by KO mutations, except for a single phosphatidylcholine membrane lipid (PC 40:4). Many
of these compounds also showed sexual dimorphism in KO lines.

Based on studies of human cohorts, including men and women, blood metabolite
levels usually do not show large differences [48], often displaying changes of less than
30% in human-genome-wide association studies when analyzing the differences between
sexes [49,50]. In this study we found more than 18.5% of the 805 metabolites showed a
greater than two-fold sex difference in WT mice (Supplementary Data S3). The plasma
levels of sex hormones were expected to be significantly different between the sexes,
with testosterone only detected in the plasma of WT male mice. Progesterone was found
at 2.5-fold higher levels in WT female mice due to their role in the estrous cycle, but
it was also present in male mice as a crucial intermediate in the production of other
endogenous steroids.
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Table 1. Examples of top metabolites with sexual dimorphism in wildtype mice and their alterations
in 30 knockout lines. Two-way ANOVA was used for statistical analysis. *, p < 0.05; **, p < 0.01,
***, p < 0.001.

Metabolite Sex Effect
in WT

Statistical Analysis in Knockout Lines

Genotype Effect Genotype—Sex Interaction

higher levels in
female WT mice

Glycocholic acid **
Ahcy, C8a, Cdk4, Dhfr, Galc, Idh1,
Lmbrd1, Mfap4, Mmachc, Mvk, Pebp1,
Phyh, Ptpn12, Rock1, Ulk3, Ywhaz

Ahcy, C8a, Cdk4, Dhfr, Lmbrd1, Mfap4,
Mvk, Phyh, Ptpn12, Rock1, Ulk3, Ywhaz

TMAO ***
Ahcy, Atp5b, C8a, Dhfr, Dync1li1,
Gnpda1, Lmbrd1, Npc2, Pebp1,
Pipox, Plk1

Plk1

Tauroursodeoxycholic acid *

Ahcy, C8a, Cdk4, Dhfr, Dync1li1, G6pd2,
Galc, Gnpda1, Idh1, Lmbrd1, Mmachc,
Mvk, Nek2, Npc2, Pebp1, Phyh, Ptpn12,
Pttg1, Rock1, Ulk3, Ywhaz

Ahcy, C8a, Dhfr, Lmbrd1, Mvk, Nek2,
Npc2, Pttg1

Chenodeoxycholic acid ** Atp5b, Dhfr, Pmm2, Pttg1 /

Progesterone ** A2m, Atp6v0d1, Dync1li1, G6pd2, Galc,
Mfap4, Phyh, Plk1, Pmm2, Sra1 A2m, Atp6v0d1, Plk1

2-Indolinone ***

A2m, Ahcy, Atp5b, Atp6v0d1, C8a, Dhfr,
Dync1li1, G6pd2, Galc, Gnpda1, Iqgap1,
Lmbrd1, Mfap4, Mmachc, Mvk, Nek2,
Npc2, Pebp1, Phyh, Plk1, Pmm2, Ptpn12,
Pttg1, Rock1, Sra1, Ywhaz

/

PGF3alpha ** Lmbrd1, Mfap4, Mmachc, Pebp1, Phyh,
Plk1, Ptpn12, Ywhaz Lmbrd1, Mfap4, Pebp1, Phyh

11,12-EpETrE *** Atp5b, Mvk, Sra1 Mvk

SM d36:2 *** Atp5b, Atp6v0d1, C8a, Lmbrd1,
Pmm2, Ptpn12 C8a

HexCer-NS d18:1/16:0 *** C8a, Sra1 C8a

higher levels in
male WT mice

Cer-NS d18:2/22:0 *** C8a, Dync1li1, G6pd2, Pebp1, Pttg1, Sra1,
Ulk3 Dync1li1, G6pd2, Pebp1, Sra1

PC 40:4 *** / /

PC 38:2 *** A2m, Atp5b, Dync1li1, Pebp1, Pmm2,
Pttg1, Sra1 Sra1

Testosterone *** Atp5b, Plk1 /

LPC 20:0 *** A2m, Cdk4, Dhfr, Dync1li1, Iqgap1,
Pebp1, Sra1, Ulk3 /

PI 16:0–16:1 *** A2m, Galc, Idh1, Nek2, Pebp1,
Sra1, Ywhaz Galc, Idh1, Nek2, Pebp1

PE 18:0–22:5 *** Ahcy, Galc, Pttg1 Ahcy

Cer (d18:1(4E)/22:0) *** Dync1li1, G6pd2, Pebp1, Sra1, G6pd2 Sra1

PC 36:6 *** Gnpda1, Phyh, Ptpn12, Ulk3 Ptpn12

TAG 14:0–16:0–18:2 *** A2m, Dync1li1, Lmbrd1, Npc2, Pebp1 Npc2, Pebp1

A similar concentration ratio between sexes has also been reported in humans [51].
Yet, many other compounds were not well known to be differentially present in the sexes.
For example, the gut microbial metabolite trimethylamine-N-oxide (TMAO) was found at
4-fold higher levels in female than in male mice (Table 1, Supplementary Data S3). Different
levels of circulating TMAO have also been observed in humans [52]. Similarly, specific mi-
crobially transformed secondary bile acids, like glycocholic acid and tauroursodeoxycholic
acid, were also found at higher levels in plasma from female mice, indicating a potentially
differential impact of the gut microbiome on the sexes. A range of arachidonyl lipid me-
diators, such as the oxylipin 11,12-epoxyeicosa-5,8,14-trienoic acid (11,12-EpETrE), were
detected in increased concentrations in female compared to male mice (Table 1), as well
as 8,9-epoxyeicosatrienoic acid (8,9-EpETrE) and 8,9-dihydroxy-5Z,11Z,14Z-eicosatrienoic



Metabolites 2023, 13, 947 9 of 25

acid (8,9-DiHETrE) (Supplementary Data S3). Conversely, the most significantly elevated
plasma metabolites in male mice mainly belonged to polar and neutral lipid species
(Table 1, Figure 2e), including diacyl- and monoacylphosphatidylcholines (PC and LPC),
phosphatidylethanolamines (PE) and neutral fats (triacylglycerides (TAG)). An adjustment
to whole body weight differences between the sexes did not change this finding. Higher
plasma levels of both membrane phospholipids and fats are partly explained by higher
levels of circulating lipoproteins in male mice. Indeed, high-density lipoprotein (HDL)
cholesterol and non-HDL cholesterol were determined to be 37% and 7% higher in male
mice, respectively (Supplementary Data S4), along with total plasma TAGs measured by
the IMPC clinical chemistry protocols in concordance with our LC-MS/MS determination
of significantly higher individual plasma TAG levels in male mice.

3.3. Sexual Dimorphism in Mouse Gene Knockout (KO) Lines

Two-way ANOVA revealed sexual dimorphism in 30 KO mouse lines. We found
that more than 260 metabolites had significant genotype effects with more than two-fold
differences in plasma levels (Supplementary Table S2), such as a three-fold change in plasma
adenosine level in Sra1−/− (steroid receptor agonist 1) mice or 12(13)-Ep-9-KODE with a
greater than three-fold change in Npc2+/− (NPC intracellular cholesterol transporter 2)
mice compared to WT controls (Supplementary Data S5). When performing multivariate
analyses (PLS-DA) on all genotypes by sex, the strongest metabolic discriminant vector 1
was always driven by sexual dimorphism, with genetic effects explained by discriminant
vector 2 (Supplementary Figure S4).

Next, we explored if the plasma metabolite levels of the KO lines were differentially
influenced in male and female mice (Figure 3). All mice were housed at The Center for
Phenogenomics under identical conditions using standard operating procedures and on the
same inbred strain background, C57BL/6NCrl [45]. Hence, we excluded environmental and
husbandry effects that were unrelated to genotype–sex interactions. We conducted two-way
ANOVA tests to assess the interaction effect of genotype and sex on all 208 continuous
phenotypes reported by the IMPC (Supplementary Table S3), and on our metabolome
data for the 30 KO lines in this study. IMPC phenotype data showed that 26.3% of the
4756 comparisons across the 30 KO lines had significant phenotype differences (5.0% from
body weight measured at different time points; Supplementary Data S6). Among those
differences, 37.4% of the phenotypes were found to be sexually dimorphic (6.7% from
body weight measured at different time points; Figure 3b, Supplementary Data S6). For
metabolite levels that were significant at the genotype level alone but not for genotype–
sex interaction effect, effects were classified as ‘genotype effect with no sex difference’ in
Figure 3.

Our metabolomic data identified 21.5% among the 23,698 KO lines/WT comparison
tests were significant at p < 0.05. Similarly, about one third of metabolomic changes showed
significant genotype–sex interactions (Figure 3a). Most changes were based on alterations
in one sex but not the other. While both phenotype (Figure 3b) and metabolome analyses
(Figure 3a) showed that most significant differences were true for both sexes and at similar
magnitude and direction, phenotype analyses had a higher percent of traits that were
significantly different from WT mice in both sexes but either with changes in different
directions or with different effect sizes between the two sexes (Figure 3b). In comparison,
metabolome analyses showed that the proportion of metabolites different from WT in
only one sex was slightly higher with a lower proportion of metabolites showing opposite
directions and different effect sizes in the two sexes (Figure 3a,b). For metabolome data,
the degree of sexual dimorphism was more pronounced in some KO lines than in others
(Figure 3c). For example, 26.9% of all plasma metabolites were altered in Npc2+/− mice,
but plasma levels of almost 64.8% of those compounds were sexually dimorphic (Figure 3c).
Similarly, 44.8% of all significantly genotype-affected metabolites in the Mvk+/− (metabolic
enzyme mevalonate kinase) mice were found to be sexually dimorphic (Figure 3c).
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Figure 3. Overall genotype effect with sex interaction on metabolomics/phenotype data of 30 mouse
knockout lines, comparing 40 C57BL/6NCrl controls to six mice per KO line. Two-way ANOVA at
p < 0.05. (a) Proportion of significant genotype and sex interaction effects on metabolites. (b) Propor-
tion of significant genotype and sex interaction effect on the IMPC phenotypes. (c) Distribution of
metabolites that were altered by genotype effect and genotype–sex interaction effect for each KO line.

Initially we hypothesized that many genes might be so distant from enzymatic func-
tions that no overall changes of metabolic phenotypes would be detected in mouse KO
plasma. However, we identified at least a few metabolites that were differently affected
between the sexes compared to WT mice in each of the 30 KO lines (Figure 3c). Each gene
KO showed specific metabolites that were differentially regulated between male and female
mice, ranging from 3 to 17% of the annotated metabolome (Figure 3c). For example, the
least affected KO mouse line was Rock1+/−, coding for a gene involved in the regulation
of cell motility, cell cycle and cell adhesion, with about 12.3% of the metabolome found to
be changed in Rock1+/− mice compared to WT controls, of which 21.7% showed sexual
dimorphism. A similarly small number of metabolic changes were found in Ckd4+/− mice,
coding for another kinase involved in regulating cell cycle and tumorigenesis (Figure 3c).
As expected, genes that directly targeted metabolic enzymes or overall organ development
had a stronger impact on the plasma metabolome with changes of up to 29% in all identi-
fied compounds. Examples of KO lines with genes targeting metabolism are Pmm2+/−,
coding for a phosphomannomutase involved in protein glycosylations, the cholesterol
transporter Npc2+/−, and Idh1−/− that codes for isocitrate dehydrogenase 1. Similarly,
a higher number of metabolic differences were found in gene KO lines involved in organ
development, such as the sonic hedgehog unc-51-like kinase 3 (Ulk3−/−) that is involved
in embryonic development (Figure 3c).
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3.4. Genotype-Sex Interactions on Lipids in Dhfr+/−, Npc2+/−, Nek2−/− and Sra1−/− Lines

Three genes, Dhfr, Npc2, and Nek2, had the highest proportion of lipids with genotype–
sex interaction effects (Figure 3c and Supplementary Data S5). Two of these genes code
for enzymes that are known for their impact on cell division and therefore are actively
studied in cancer research. DHFR (dihydrofolate reductase) is important in nucleoside
biosynthesis [53], and NEK2 (NIMA-related kinase 2) is a centrosome kinase involved in
Wnt-signaling pathways [54,55]. By altering the rate of cell division, both enzymes can act
on lipid metabolism. More lipids were impacted in Nek2−/− females than in males, while
divergent changes in plasma lipids levels were observed in Dhfr+/− male and female mice
(Supplementary Data S5).

The gene that had the highest fraction of sexually dimorphic plasma lipid levels was
Npc2. Overall, 26.9% of all plasma metabolites were affected in Npc2+/− mice (Figure 3c).
Of these metabolites, 51.2% were detected by the lipidomics assay but were confined to
Npc2+/− female mice (Supplementary Data S5). Npc2 encodes the intracellular cholesterol
transporter 2, regulating the transport of cholesterol to the perimeter membrane of late
endosomes, to become available for transporting payloads to mitochondria, leading to
cholesterol accumulation in lysosomes. In humans, a defect in NPC2-related cholesterol
trafficking leads to the ultimately fatal Niemann–Pick Type C2 (NPC2) disease, an autoso-
mal recessive complex lipid storage disorder [56]. Therefore, we expected to detect primary
changes in lipid signatures. However, differences in the mitochondrial fatty acid transport
molecules butyryl-carnitine and stearoyl-carnitine were only found in female Npc2+/−
mice and not in male Npc2+/− mice (Figure 4a,b).
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mice versus controls. Standardized fold-changes normalized to wildtype mice with error bars ±1 s.d.
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Interestingly, both acylcarnitines were found to be dysregulated in many KO lines, of-
ten in a sexually dimorphic manner (Figure 4a,b). Since mitochondrial fatty acid oxidation
is a major contributor to overall energy usage, such data may enable a better understanding
of the impact of gene dysfunction in human disease phenotypes. Lipids were also much
more affected in Sra1−/− female than Sra1−/− male mice. For example, many triacylglyc-
erides and phosphocholines were significantly down-regulated in Sra1−/− female mice,
but not always in males (Figure 4c,d). The bacterial leucine-derived metabolite 2-hydroxy-
4-methylpentanoic acid [57,58] was higher in the plasma of both Sra1−/− male and female
mice (Figure 4e). This observation shows again that gene KO mutations can have metabolic
effects that involve the microbiome. The Sra1 gene encodes the steroid receptor RNA
activator protein and is involved in breast tumorigenesis and tumor progression. Our
metabolomic results showed that not only triacylglycerides but also mitochondrial acylcar-
nitines, oxylipins and sphingomyelins were differentially regulated in Sra1−/− female and
male mice. Several oxylipins that can act as potent physiological mediators [59,60] were sig-
nificantly upregulated, including 8,9-DiHETrE and 11,12-EpETrE (in female Sra1−/− mice
at p < 0.05), 11-HETE (in Sra1−/− male mice at p < 0.01) and 15-HETE (fold-change = 1.4
and 1.9 in Sra1−/− female and male mice, respectively), while three other oxylipins were
downregulated, including 15-HEPE and 15-KETE (in Sra1−/− female mice at p < 0.05) as
well as 9,10-e-DiHO (in Sra1−/− male mice at p < 0.01; Supplementary Data S5).

3.5. Phyh−/−, Npc2+/− and Mfap4−/− Impact Plasma Lipid and Peptide Metabolism

Some genes are known for their implicit contribution to human diseases, such as
Phyh, Pmm2 and Npc2, while many others may not directly lead to a specific disease
but may participate in the pathophysiology of some diseases. However, the influence
of their dysfunction on metabolism is not fully understood. Phyh, a major player in
Refsum disease, encodes phytanoyl-CoA hydroxylase, which is responsible for break-
ing down phytanic acid in the alpha-oxidation pathway. Indeed, our metabolomic re-
sults (Supplementary Data S5) showed the differential regulation of the plasma levels of
2-hydroxylated (branched) fatty acids, such as 2-hydroxy-3-methylbutyric acid (fold-
change = 1.6 in Phyh−/− male at p < 0.001) and 2-hydroxy-4-methylpentanoic acid
(fold-change = 2.4 in Phyh−/− female at p = 0.01); and the carnitine transport forms of
3-methyl-fatty acids, such as 3-hydroxyisovaleroylcarnitine (fold-change = 0.8 in Phyh−/−
female at p = 0.02), isovaleryl-carnitine (fold-change = 0.8–0.9 in both sexes with p = 0.2)
as well as derivatives of 3-methyl-fatty acid structures, including valine (fold-change = 1.4
in Phyh−/− female at p = 0.02), isovaleryl-glycine (fold-change = 1.8 in Phyh−/− male
at p = 0.04) and valine-dipeptides. The consequential genotype effect also exists for other
metabolites, such as decreased plasma levels of straight-chain fatty-acyl carnitines. Plasma
prostanoids were upregulated in Phyh−/− mice, including progesterone (fold-change = 2.2
in Phyh−/− female at p = 0.006) and PGF3alpha (fold-change = 2.8 in Phyh−/− male at
p < 0.001), and plasma bile acids were impacted by genotype–sex interaction, including tau-
roursodeoxycholic acid (fold-change = 0.3 in Phyh−/− female at p = 0.003) and glycocholic
acid (fold-change = 5.7 in Phyh−/− male at p = 0.02).

Because homozygous null mutations in Npc2 are lethal, the viable heterozygotes were
used for this study (Supplementary Table S1). Human NPC2 is mainly expressed in the
lungs, thyroid and gall bladder [61]. In addition to Niemann–Pick Type C2 (NPC2) disease,
NPC2 is involved in chronic obstructive pulmonary disease (COPD) [62]. Microfibril-
associated protein 4 coding gene Mfap4 also has high expression in the lungs and gall
bladder [61] and is upregulated in COPD [63]. The MFAP4 protein has binding specificities
for both collagen and carbohydrates. We report here the first metabolomic effects of these
two genes (Figure 5). Because cholesterol trafficking is impaired in Npc2+/− mutants,
we investigated if lower plasma levels of cholesterol esters (CE) were observed. Indeed,
a range of both plasma cholesterol esters and free cholesterol were found significantly
altered, specifically in female mice (Figure 5a,b). Similarly, significant differences in both
CE lipids and free cholesterol were found in Mfap4−/− mice, but male mice were more
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affected (Figure 5a,c). For both genotypes, the largest number of metabolic changes were
observed in lipid metabolism, extending to steroids, bile acids, oxylipins (Figure 5d), and
a range of phospholipids and neutral lipids that showed great effects in metabolite set
enrichment statistics (Figure 5e–f), with notable differences between Npc2+/− female
and male mice. Effects on hydrophilic metabolites were found for amino acids in both
sexes of Mfap4−/− and Npc2+/− genotypes, but not in other metabolic modules, such
as dipeptides, carbohydrates, or nucleosides (Supplementary Data S5). In comparison,
sexually dimorphic metabolic alterations were much more prevalent in Npc2+/− mice
(Figure 5e) than that in Mfap4−/− mice (Figure 5f). In combination, these results suggest
that genes participating in the same disease (e.g., Mfap4 and Npc2 in COPD) may execute
major effects on similar metabolic modules but, in addition, may also exert specific sexually
dimorphic influence over other metabolic phenotypes.
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Figure 5. Comparison of sexually dimorphic plasma metabolites for Npc2+/− and Mfap4−/−
mice versus C57BL/6NCrl control mice. Significance levels * p < 0.05; ** p < 0.01, ns not significant.
(a) Plasma cholesterol levels in Npc2+/− and Mfap4−/− mice versus controls. (b) Plasma cholesterol
ester levels in Npc2+/− mice versus controls. (c) Plasma cholesterol ester levels in Mfap4 −/−
mice versus controls. (d) Number of significant metabolites for Npc2+/− and Mfap4−/− mice
versus controls. (e) Chemical set enrichment plots for Npc2+/− mice versus controls. (f) Chemical
set enrichment plots for Mfap4−/− mice versus controls. Dot sizes are proportional to number of
metabolites per chemical set.
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3.6. Metabolic Alterations in Idh1−/− Mice

The enzyme isocitrate dehydrogenase 1 (IDH1) catalyzes the cytoplasmic oxidative
decarboxylation of isocitrate to α-ketoglutarate with an identical reaction performed by
IDH3 in the tricarboxylic acid cycle (TCA cycle, Figure 6a). Therefore, the overall effect
of the Idh1−/− allele might not be detectable on plasma concentrations of these metabo-
lites due to a compensatory effect of the corresponding mitochondrial transporters and
mitochondrial IDH3 enzyme (Figure 6a). The plasma levels of the substrates of IDH1-
catalyzed reactions, citrate and isocitrate, showed significant increases in Idh1−/− mice
(isocitrate with 1.4–1.6 fold-changes at p < 0.04 for both sexes, citrate with 1.3–1.4 fold-
changes at p = 0.04 in female mice, and p = 0.07 in male mice; Figure 6b). Consequently,
plasma levels of the reaction product α-ketoglutarate were downregulated in both sexes
with 0.5–0.6 fold-changes at p < 0.04 (Figure 6b). This KO line is therefore a prime ex-
ample of a direct match of the immediate biochemical reaction in the cell and plasma
metabolite levels. Downstream metabolite levels, such as plasma glutamate, were also
found to be significantly decreased in Idh1−/− male mice (fold-change = 0.76 at p = 0.03)
(Supplementary Data S5) but not in female mice. Further pleiotropic effects of Idh1 KO
mutation were found in both sexes alike as well as in a sexually dimorphic way. For exam-
ple, in both sexes, Idh1−/− mutants showed set enrichment increases in acylcarnitines
and decreases in free long-chain fatty acids. Yet, in Idh1−/− male mice, we found signifi-
cantly decreased plasma levels of phosphatidylinositols, phosphatidylethanolamine and
phosphatidylcholines as well as increased levels of triacylglycerides (Figure 6d), while in
Idh1−/− female mice phosphatidylcholines levels were increased, and levels of cholesteryl
esters were decreased (Figure 6c).
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Figure 6. Sexual dimorphic alteration of plasma metabolites in six Idh1−/− mice versus
40 C57BL/6NCrl control mice. Significance levels given as * p < 0.05; ** p < 0.01, ns not signifi-
cant. (a) Function of isocitrate dehydrogenase (IDH) in cytoplasm and mitochondria. (b) Changes of
isocitrate, citrate and 2-oxoglutarate (α-ketoglutarate) plasma levels. (c) Chemical set enrichment
of plasma levels in female Idh1 −/− mice versus controls. (d) Chemical set enrichment of plasma
levels in male Idh1 −/− mice versus controls. Larger dots indicate a higher number of metabolites
per chemical set.
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3.7. Sexual Dimorphism in Metabolite-Phenotype Associations

Sixteen out of thirty mouse KO lines are used as models for human diseases. Those
genes showed overlap between phenotypes observed in human diseases and phenotypes
observed in mouse KOs for orthologous genes (Supplementary Table S1). The relationships
between plasma metabolite and phenotype parameters/parameter series may provide
additional information to understand the gene functions and disease etiology. Due to the
limited number of mice per sex per KO line, the associations were only performed in WT
mice where strong sexual dimorphism was also observed.

To assess the magnitude of the associations between metabolites and IMPC phenotypes,
Spearman correlation analysis was performed in wildtype mice (Supplementary Data S7). A
total of 803 metabolites were correlated to 208 phenotypes, yielding 167,024 metabolite–
phenotype spearman rank correlations in wildtype mice. A total of 20,435 correlations
were significant at p < 0.05 (12.2%). Among those correlations, 9136 were only significant in
females, while 10,392 were only significant in males. Only 742 correlations (3.6%) were signifi-
cant in both sexes and in the same direction, indicating an overwhelming sexual dimorphism
in metabolite–phenotype correlations. A small fraction of 165 metabolite–phenotype correla-
tions were even statistically significant with opposite directions between the two sexes. For
example, TAG 16:0–18:0–22:0, a triacylglyceride with three saturated free fatty acid chains,
was negatively correlated with the phenotype ‘center average speed’ (one parameter in
open field tests for anxiety) in wildtype females (r = −0.71 at p = 0.0007) but turned positive
in wildtype male mice (r = +0.74 at p = 0.0002) (Supplementary Data S7). Pre-pulse inhibi-
tion (PPI) is the suppression of an acoustic startle reflex (ASR) to an intense stimulus when
a weak pre-pulse stimulus precedes the startle stimulus. A reduction in PPI is thought
to reflect the dysfunction of sensorimotor gating, which normally suppresses excessive
behavioral responses to disruptive stimuli [64]. Several clinical studies linked human
disorders with impaired PPI, including schizophrenia, Huntington’s disease, fragile X syn-
drome and autism. Phosphatidylcholine PC 40:4 was positively correlated with % PPI2 in
female WT mice but was negatively correlated in male WT mice (Supplementary Data S7).
Several other PCs/Plasmanyl-PCs showed sexual dimorphism correlations with other PPI
phenotype parameters (Supplementary Data S7, Supplementary Figure S5a).

Because every single phenotype/metabolite association might be caused by random
chance, we accumulated all data in more robust chemical enrichment statistics (ChemRICH)
analysis. Based on 10 phenotype pipelines (Supplementary Data S7), metabolites were
clustered by ClassyFire [65] and subjected to ChemRICH analysis to associate clusters
of metabolites with specific phenotypes. As expected, metabolomic measurements were
correlated with blood chemistry data acquired by the IMPC (Supplementary Figure S5b).
For example, ‘metabolomic’ triacylglycerides and hexoses were positively correlated with
IMPC triglycerides and glucose in both sexes (Supplementary Figure S5b). Dramatic sexual
dimorphism in metabolite cluster–phenotype correlations were found in each of the 10 phe-
notype pipelines. For example, body weight (Figure 7a) was highly positively associated
with acylcarnitines and linoleic-acid-derivatives as well as long-chain fatty-acid-derivatives
in males but not in females, starting from week 5. Conversely, lysophosphatidylcholines
were positively associated with body weight in females from five weeks onward, but not
in males. Similarly, dipeptides and proteinogenic amino acids were negatively associated
with body weight in females from 5 to 10 weeks but not in males (Figure 7a). Since body
weight includes muscle mass, we also studied the association of plasma metabolites with
grip strength, normalized to body weight (Figure 7b). While several compound classes
(proteinogenic amino acids, dipeptides, sphingomyelins and phosphocholines) were found
correlated in both sexes with forelimb grip strength, there was also remarkable sexual
dimorphism. For example, plasma nonproteinogenic amino acids in males were posi-
tively associated with forelimb grip strength but not in females. Conversely, in females,
N-acylated amino acids were found to be positively associated with forelimb grip strength
but not in males. Similarly, sexual dimorphism was found for mitochondrial acylcarnitines
and in linoleic-acid-derivatives and other compound classes.



Metabolites 2023, 13, 947 16 of 25Metabolites 2023, 13, x FOR PEER REVIEW 17 of 26 
 

 

 
Figure 7. Heatmap of ChemRICH set enrichment clusters for female (F) and male (M) wildtype mice, 
calculated from Spearman rank correlations of metabolite versus IMPC phenotypes. (a) Clusters of 
significant metabolite–body weight phenotype associations (week 4–16). (b) Clusters of significant 
metabolite–grip strength phenotype associations, adjusted to body weight. Grip strength measures 
the neuromuscular function as maximal muscle strength of forelimbs and combined forelimbs and 
hind limbs. Average value from three trials were normalized to body weight. Spearman correlation 
with p < 0.05. N > 14 per sex for each metabolite and phenotype. Red: positive correlations; blue: 
negative correlations. (see Supplementary Data S7). 

4. Discussion 
We found that overt phenotypes measured by the IMPC showed ~25% of all pheno-

typic measures to be sexually dimorphic, while more than 56% of all plasma metabolites 
were significantly different between males and females. This finding indicates that sex has 
a major impact on many different metabolic pathways in mice [66,67]. Mice are widely 
used in pre-clinical research for curing human diseases. Often, metabolites can be found 
to be associated with other metabolites, genes, proteins and phenotypes. Excluding sex as 
a factor may hamper the disease biomarker discovery, disease mechanism interpretation 
and novel therapeutics development. Moreover, FDR correction and body weight adjust-
ment did not influence the statistical results of sexual dimorphism in metabolomics data. 
We therefore conclude that sex differences in plasma metabolite levels were not simply 
explainable by differences in body weight. Oxylipins, indolyl derivatives, bile acids, 
amino acids and sphingomyelins were all increased more in female mice than in males, 
pointing to differences in the use of metabolites with regulatory roles that are well known 
for sphingomyelins [68], oxylipins [69], or indoles [70] and bile acids [71]. Even metabo-
lites like TMAO that are clearly formed by gut intestinal microbes showed different levels 
in male and female mice, the level of which was also reported for rats and humans 
[25,72,73]. TMAO might act by stabilizing proteins as a “chemical chaperone” in the en-
doplasmic reticulum (ER) [74]. Levels of TMAO are associated with cardiovascular risk 
[74,75] and likely other diseases [76–81]. This finding shows that levels of metabolites pro-
duced by many routes (including by different microbiomes) are sex-dependent, suggest-
ing that metabolomic data might best be interpreted differently between the sexes. Similar 

(a) (b)

Figure 7. Heatmap of ChemRICH set enrichment clusters for female (F) and male (M) wildtype mice,
calculated from Spearman rank correlations of metabolite versus IMPC phenotypes. (a) Clusters of
significant metabolite–body weight phenotype associations (week 4–16). (b) Clusters of significant
metabolite–grip strength phenotype associations, adjusted to body weight. Grip strength measures
the neuromuscular function as maximal muscle strength of forelimbs and combined forelimbs and
hind limbs. Average value from three trials were normalized to body weight. Spearman correlation
with p < 0.05. N > 14 per sex for each metabolite and phenotype. Red: positive correlations; blue:
negative correlations. (see Supplementary Data S7).

All metabolite-phenotype heatmaps are given in Supplementary Figure S5 for acoustic
startle/pre-pulse inhibition, clinical chemistry DEXA body composition, electrocardio-
grams, hematology, heart weight, intraperitoneal glucose tolerance and open field test
(anxiogenic area).

4. Discussion

We found that overt phenotypes measured by the IMPC showed ~25% of all pheno-
typic measures to be sexually dimorphic, while more than 56% of all plasma metabolites
were significantly different between males and females. This finding indicates that sex has
a major impact on many different metabolic pathways in mice [66,67]. Mice are widely
used in pre-clinical research for curing human diseases. Often, metabolites can be found
to be associated with other metabolites, genes, proteins and phenotypes. Excluding sex
as a factor may hamper the disease biomarker discovery, disease mechanism interpreta-
tion and novel therapeutics development. Moreover, FDR correction and body weight
adjustment did not influence the statistical results of sexual dimorphism in metabolomics
data. We therefore conclude that sex differences in plasma metabolite levels were not
simply explainable by differences in body weight. Oxylipins, indolyl derivatives, bile
acids, amino acids and sphingomyelins were all increased more in female mice than in
males, pointing to differences in the use of metabolites with regulatory roles that are well
known for sphingomyelins [68], oxylipins [69], or indoles [70] and bile acids [71]. Even
metabolites like TMAO that are clearly formed by gut intestinal microbes showed dif-
ferent levels in male and female mice, the level of which was also reported for rats and
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humans [25,72,73]. TMAO might act by stabilizing proteins as a “chemical chaperone” in
the endoplasmic reticulum (ER) [74]. Levels of TMAO are associated with cardiovascular
risk [74,75] and likely other diseases [76–81]. This finding shows that levels of metabo-
lites produced by many routes (including by different microbiomes) are sex-dependent,
suggesting that metabolomic data might best be interpreted differently between the sexes.
Similar to TMAO, we found EpETrEs (also called EETs) to be sexually dimorphic. EETs are
derived from arachidonate and have opposite effects to TMAO with respect to vasodilatory
impact and other cardioprotective effects [82–84]. Lipid mediators, including EETs, are
important actors in the regulation of a range of physiological parameters, such as blood
pressure [69,85], but are not generally known to have sexually dimorphic levels in humans.
Hence, such sexually dimorphic metabolites might contribute to the well-known differ-
ences in cardiovascular risk in men compared to women [86]. In addition, we found many
lipid classes to be elevated in WT male mice such as membrane lipids, cholesteryl esters
and triacylglycerides, whereas signaling lipids, like phospho-sphingolipids, were elevated
in female mice. Similar to TMAO and EETs, such findings have implications for health
effects as the excessive accumulation of TAG are known to be associated with a range of
diseases, including hepatic steatosis and non-alcoholic fatty liver disease [87]. Indeed, in
humans, men also have higher TAG blood levels [88] and higher VLDL lipoprotein particle
levels than women [89], which is highly correlated with the higher risk of atherosclerotic
cardiovascular disease in men [90].

On the other hand, though sexual dimorphism was also observed in many human
healthy cohort studies, the sex effect on metabolism can differ greatly between humans
and mice as well as between different human cohorts [49,50,91–93]. Sexual dimorphism is
expected to be different between species. On average, the protein-coding regions of the
mouse and human genomes are 85 percent identical. Remaining genomic differences, plus
non-coding regions, may impact the sex effect on metabolism in a different way in mice and
humans. Thus, validation of sex disparities must be performed in translational studies from
animal models to human. On average, the protein-coding regions of the mouse and human
genomes are 85 percent identical. Some regions are highly evolutionarily conserved because
they are required for function. In contrast, the non-coding regions are much less similar
(only 50 percent or less). Since mice (or other animal models) have different life spans
and maturational rates from humans, the findings from animal models may only serve as
a reference for metabolism and pathophysiology in human diseases. The major impacts
caused by gene homologue mutations may exceed the differences in sexual dimorphism
between different species, as exemplified for genes Dhfr, Idh1, Mfap4, Nek2, Npc2, Phyh
and Sra1.

We also found that the magnitude of the overall genotype effects on phenotypic traits
and cellular metabolites was strikingly similar, with 26.3% of IMPC phenotypes (21.3%
when excluding body weight measured at different time points, Supplementary Data S6)
in KO lines differing from WT, and 21.5% of all metabolites being significantly affected
by genotype effect or genotype–sex interactions. This finding supports the concept that
cellular metabolites provide additional information on gene function. Of these overall gene
KO effects, 37.4% of the phenotypes (30.7% when excluding body weight measured at
different time points) and 34.4% of the metabolites were found to be sexually dimorphic.
This proportion of differences between sexes in phenotypes and metabolites caused by
KO mutations reinforces the importance of using both sexes when probing gene function.
The differentiation of gene function by sex should be considered as an important factor
in human disease etiology. Each of the 30 tested gene KO lines had clear and significant
genotype or genotype–sex interaction effects on metabolism. This was true even for genes
that had no direct impact on metabolic enzymes, such as C8a, a gene involved in immune
response, or Dync1li1, a gene involved in intracellular protein transport and assembly.
The mechanistic explanation for metabolomic sex differences remains to be investigated
in detail. While we restricted analyses to plasma metabolite levels in order to study the
potential translation of mouse screens for clinical use, it is clear that plasma levels serve
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only as indirect footprints of cellular, tissue and organ mechanisms underlying metabolic
changes. Future studies using these and other gene KO lines will shed light on the target-
specific effects of gene dysfunction and consequent impact on the metabolome. This, along
with the metabolic data presented here, should in turn provide the basis for developing
diagnostic tests for cell-to-organ system dysfunction and diseases.

Nevertheless, it was interesting that for several enzyme KOs, the effect of the perturbed
biochemical reaction was directly detectable in plasma levels of the product metabolites.
For example, IDH1 is one of three isoforms in mammals that catalyze the conversion
of isocitrate to α-ketoglutarate. The activity of the other two isoforms could have had
compensatory effects that might have led to undetectable changes on blood metabolites. Yet,
both Idh1−/− male and female mice showed the clear upregulation of plasma isocitrate
and the downregulation of plasma α-ketoglutarate with the same effect size. This initial
perturbation of a major metabolic enzyme then caused additional downstream differences,
specifically in lipid metabolites, such as reduced long-chain fatty acid, and increased
mitochondrial acylcarnitine levels in both sexes. Yet, even for IDH1, important sexually
dimorphic levels of plasma metabolites were observed, such as diametrically opposed
changes in lyso-phosphatidylcholine and plasmanyl-phosphatidylcholine levels.

Previously Karp et al. analyzed 234 phenotype parameters from 2186 KO mouse lines
across 10 IMPC centers and showed that phenotypic sexual dimorphism varied between
centers [33]. For example, continuous phenotype trait parameters from TCP showed less
sexual dimorphism than the average across all centers. The reason for this may be that the
genes analyzed in one center inherently have less sexual dimorphism than the other centers.
Indeed, sexually dimorphic phenotypes were higher in KO lines of genes expressing pro-
teins that influence hormonal effects on behavior and physiology [33]. Several of the KO
lines analyzed in this study included genes expressing proteins known to be involved in the
regulation of sexual development (e.g., Sra1) [94]. The steroid receptor RNA activator pro-
tein SRAP, encoded by Sra1, regulates estrogen- and androgen-receptor-signaling pathways.
Sra1 is an estrogen- and androgen-dependent gene that contributes to the progression of
breast cancer in women [95]. Mitochondrial dysfunction and increased fatty acid oxida-
tion were shown to be associated with breast cancer [96,97]. Twenty-three percent of all
metabolites were affected in the Sra1−/− mice, and more than twice as many metabolites,
including lipids were affected in Sra1−/− female mice compared to Sra1−/− male mice.
In addition to lipids and acylcarnitines that showed sexual dimorphism in Sra1−/− female
and male mice, several oxylipins, such as 11,12-EpETrE, 11-HETE and 15-HETE, were also
differentially affected between the two sexes of Sra1−/− mice. Epoxyeicosatrienoic acids
(EETs, or EpETrEs) induce angiogenesis and initiate cancer cell migration [98]. On the
other hand, oxylipins, like 11-HETE are reported to have anti-mitogenic and anti-tumor
activity [99,100]. Dysregulated plasma oxylipin levels in breast cancer patients indicated
that these metabolites may become therapeutic target candidates [59,97,101], indicating
that such gene–metabolite functional data may provide better understanding of the role(s)
of a gene in metabolic regulation and its involvement in human diseases, including breast
cancer. It also proved how data from mouse gene KOs could inform translational research
into human diseases.

Several of the KO mouse lines analyzed have been shown previously to be associated
with human disease phenotypes. For instance, mutations in human PHYH causes Refsum
disease [102] which includes visual impairment and hearing loss. PHYH and its mouse
orthologue, Phyh, encode a peroxisomal protein that is involved in the alpha-oxidation of
3-methyl branched fatty acids. Alpha-oxidation is a process in which fatty acids are short-
ened by one carbon atom, producing 2-hydroxylated intermediates in the process [102,103].
Our metabolomic results indicated the deletion of Phyh differentially affected peroxi-
somal alpha-oxidation-related metabolites of 2-hydroxylated (branched) fatty acids and
their derivatives. Phyh−/− mutants also showed impacts on metabolites that are related
to generic peroxisomal functions [103], including the downregulation of straight-chain
fatty-acyl carnitine transport molecules. Other metabolites involved in peroxisomal oxida-
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tion were differentially altered, such as prostanoids (progesterone, PGD2 and PGF3alpha)
and bile acids (tauroursodeoxycholic acid and glycocholic acid). Plasma metabolomic
changes in Phyh−/− mice ranged from the differential regulation of methylated and acety-
lated amino acids to oxylipins, including 13-KODE; 15,16-DiHODE; 9,10-DiHODE; and
9,10-DiHOME, that were found in a sexually dimorphic manner (Supplementary Data S5).
Therefore, our metabolic phenotype results confirm the primary role of Phyh but also
adds valuable additional data to inform secondary mechanisms that link disease pheno-
types to the underlying metabolic function(s). Another example is Npc2, which causes
Niemann–Pick disease C2, a hereditary neurovisceral lysosomal lipid storage disorder due
to mutations in NPC2. Respiratory distress and lung disease were uniformly observed
in patients with Niemann–Pick type C2 in early infancy [62,104,105]. Mfap4-encoding
microfibrillar-associated protein 4 (MFAP4) contributes to mature elastic fiber homeostasis
and stability in connective tissues, such as lung, skin and aorta [106]. Plasma MFAP4 is
associated with chronic obstructive pulmonary disease (COPD) severity and may serve as
a COPD biomarker [107]. With a similar localization in tissues and implication in diseases
of MFAP4 and NPC2, we were prompted to investigate to what extent they impact plasma
metabolomics. Indeed, cholesterol and cholesterol esters showed similar alteration in
plasma from Mfap4−/− and Npc2+/− mice. But they also had very different influences
on most other metabolites with diverse genotype–sex interaction effects, indicating that
genes involved in the same disease may exhibit effects on similar metabolic classes while
affecting other metabolic phenotypes differently.

In addition, we found numerous interesting correlations between metabolomics and
IMPC phenotypes. Correlation analysis (like Spearman rank calculations used in this
study) rely on multiple data points to associate different variables. While the number of
samples per KO genotype was too small to confidently score associations between IMPC
phenotypes and plasma metabolites, the strength, number and the degree of sexual dimor-
phism of such correlations in female and male wildtype mice was astounding. While no
one should mistake statistical associations with causal effects, we pose that associating
visible IMPC phenotypes with molecular and metabolic variables may open the doors
to better mechanistic understanding of mouse phenotypes, and eventually their links to
corresponding human diseases. For example, center average speed is a common parameter
used in mouse behavior and neurological and nerve system research. The blood triacyl-
glyceride (16:0–18:0–22:0) consisting only of saturated fatty acyl groups showed completely
opposite correlations with center average speed in wildtype female and male mice. The
corresponding free palmitic acid was found to be involved in the sexual dimorphisms
of microglia (resident brain immune cells) [108], while its hydroxylated fatty acid ester
derivative, 5-PAHSA, was involved in antioxidant response in mice and PC12 neuronal
model cells [108,109]. While few studies have investigated how specific triacylglycerides
are related to disease phenotypes [110], these studies show possible ways to mechanistically
relate lipids to neurological differences, at least in cell and animal models.

5. Conclusions

By adopting specific statistical methods [46,111] we demonstrated significant sexual
dimorphism in both 30 KO lines and WT controls [112]. Sex must be considered as an
important factor in interpreting the role(s) of a gene in metabolism and disease etiology.
Such observations may serve to help understand the physiological consequences of genetic
alterations underlying human diseases that manifest differently in men and women. In
human diseases, sexual dimorphism is known for type 2 diabetes, cardiovascular disease,
neurodegenerative diseases, autoimmunity, cancer, infectious diseases (such as COVID-19)
and others [113–115]. Plasma metabolite alterations detected by metabolomics techniques
can provide insight into and contribute to unraveling the many complex links between
gene functions and the etiology of complex diseases. Sexual dimorphism of metabolites,
together with other factors/omics, can be used to explain the underlying mechanism of
the sex-specific progress of human diseases. With an overview of 30 mouse KO lines, we
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showed in this study how comprehensive metabolomics data may inform such links and
how often metabolic effects are different between sexes. This report exemplifies the power
for unraveling the links between gene functions and mouse models of human diseases once
metabolomics data are combined with mouse phenotypes on the complement of >7000
available IMPC mouse KO lines.
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//www.mdpi.com/article/10.3390/metabo13080947/s1, Figure S1: Statistical analysis designs to
study sexual dimorphism in wildtype mice and in knockout mice; Figure S2: Sex as a biological
variable in metabolomics data with a stricter significance threshold and adjusted to body mass in
wildtype C57BL/6NCrl mice. Figure S3: Sexual dimorphism of metabolomics data and phenotype
data in wildtype mice; Figure S4: PLS-DA plots of metabolomic data in 30 KO mouse lines compared
to wildtype mice; Figure S5: Heatmaps of ChemRICH set enrichment clusters for female (F) and
male (M) wildtype mice, calculated from Spearman rank correlations of metabolite versus IMPC
phenotypes. Table S1: Gene information of 30 knockout lines; Table S2: Number of significantly
changed metabolites by genotype effect and their alterations in 30 knockout strains; Table S3: Exam-
ples of sexual dimorphism of phenotypes (continuous traits) in wildtype mice and their alterations
in 30 knockout lines. Supplementary Data S1: phenotype data; Supplementary Data S2: metabolite
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