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Background: T-cell activation requires signaling through the 

T-cell receptor and costimulatory molecules, including CD28, 

triggering metabolic reprogramming to support growth and 

proliferation of the activating T cell. CARMIL2, a scaffold 

protein, facilitates CD28-mediated signaling. Individuals with 

CARMIL2 mutations experience inborn errors of immunity, 

leading to T-cell dysfunction and severe infectious and 

inflammatory comorbidities. However, how CARMIL2 

deficiency impacts T-cell metabolic reprogramming remains 

unknown.

Objective: We sought to investigate how CARMIL2 deficiency 

affects activation-induced metabolic reprogramming in T cells.

Methods: CD4+ T cells were isolated from patients with 

CARMIL2 deficiency and matched healthy controls. 

A transcriptomic profile was analyzed by bulk RNA sequencing 

and whole-cell metabolomics by LC-MS/MS. Activation 

markers and signaling pathways were measured by flow 

cytometry. These approaches informed identification of specific 

amino acids for rescue experiments.

Results: Nine patients with CARMIL2 deficiency and 16 age- 

and sex-matched healthy controls were recruited. RNA 

sequencing of CD4+ T cells revealed decreased expression of 

genes associated with metabolic activity, including mTOR 

signaling, glycolysis, 1-carbon metabolism, and glutamine 

metabolism. Whole-cell metabolomics reinforced these results 

and highlighted glutamine deficiency as a potential driver of the 

observed metabolic phenotype. Glutamine supplementation 

restored NF-𝛋B and mTOR activity, as measured by p-65 and 

RPS6 phosphorylation, respectively, and upregulated the 

expression of IL17A in CARMIL2-mutated CD4+ T cells.

Conclusion: CARMIL2 deficiency disrupts T-cell metabolic 

reprogramming and was partially rescued ex vivo with 

glutamine supplementation. These findings highlight a potential 

therapeutic approach targeting metabolism to improve immune 

function in individuals with CARMIL2 deficiency. (J Allergy 

Clin Immunol 2025;156:1390-400.)

Key words: CARMIL2, T cell, metabolism, mTOR, glutamine

Inborn errors of immunity (IEIs) comprise a heterogeneous group 

of diseases caused by mutations in immune-related genes1,2 and are 

associated with significant morbidity and mortality. Hematopoietic 

stem cell transplantation (HSCT) is the only curative option for 

many of these diseases and is often associated with significant side 

effects.3,4 Deficiency in CARMIL2, caused by biallelic mutations 

in the CARMIL2 gene, is a known cause of IEIs.5,6 In healthy individ

uals, CARMIL2 interacts with CARD11,7,8 a component of the 

CARD11-BCL10-MALT1 (CBM) complex,3,4,9,10 which is assem

bled downstream of CD28 during T-cell activation. CARMIL2 defi

ciency disrupts T-cell function, resulting in a reduced activation rate 

and inability to differentiate into TH1 and TH17 effector cells.10 In 

addition, patients with CARMIL2 deficiency have a reduced 

frequency of regulatory T cells, natural killer cells, and memory 

T and B lymphocytes. As a result, affected individuals experience 

recurrent bacterial, fungal, and viral infections as well as dysregu

lated inflammation of the skin and gastrointestinal tract.5,6,10-15 In 

particular, patients show increased susceptibility to EBV- 

associated malignancies.5,6,10 Given the limited therapeutic options 

for infectious and inflammatory diseases in patients with CARMIL2 

deficiency, we sought to uncover novel mechanisms of immunodefi

ciency in these patients and hypothesized that CARMIL2 loss 

interfered with activation-induced metabolic reprogramming in pa

tients’ T cells.

Metabolic demands of T cells increase on stimulation as they 

upregulate expression of transporters and boost the uptake of 

metabolites including glucose and amino acids.16 Metabolic re

programming is triggered by signaling downstream to the T-cell 

receptor (TCR) and CD28 and promotes energy production and 

From aFaculty of Biology, Technion Israel Institute of Technology, Haifa; bRappaport 

Faculty of Medicine, Technion Israel Institute of Technology, Haifa; the cDepartment 

of Dermatology, Emek Medical Center, Afula; dThe Genetic Institute, Emek Medical 

Center, Afula; the ePediatric Gastroenterology Unit, Hillel Yafe Medical Center, Ha

dera; the fDepartment of Bone Marrow Transplantation and Cancer Immunotherapy, 

Hadassah Medical Center, Hebrew University of Jerusalem Faculty of Medicine, Jeru

salem; the gDepartment of Dermatology, Hadassah Medical Center, Hebrew Univer

sity of Jerusalem Faculty of Medicine, Jerusalem; hPediatric Department A and 

Immunology Service, Sheba Medical Center, affiliated to the Tel-Aviv University Fac

ulty of Medicine, Tel Aviv; and the iDepartment of Dermatology, Sheba Medical Cen

ter, affiliated to the Tel-Aviv University Faculty of Medicine, Tel Aviv.

*These authors contributed equally to this work.

‡These authors co-supervised the research.

Received for publication February 20, 2025; revised July 9, 2025; accepted for publica

tion July 14, 2025. 

Available online July 28, 2025.

Corresponding author: Eran Cohen-Barak, MD, Department of Dermatology, Emek 

Medical Center, Afula, Israel. E-mail: erancb79@gmail.com. Or: Noga Ron-Harel, 

PhD, Faculty of Biology, Technion Israel Institute of Technology, Haifa, Israel.

E-mail: nogaronharel@technion.ac.il. 

The CrossMark symbol notifies online readers when updates have been made to the 

article such as errata or minor corrections

0091-6749

© 2025 The Authors. Published by Elsevier Inc. on behalf of the American Academy of 

Allergy, Asthma & Immunology. This is an open access article under the CC BY li

cense (http://creativecommons.org/licenses/by/4.0/).

https://doi.org/10.1016/j.jaci.2025.07.018

1390



Abbreviations used

CBM: CARD11-BCL10-MALT1

FTT: Failure to thrive

HC: Healthy control

HSCT: Hematopoietic stem cell transplantation

IBD: Inflammatory bowel disease

IEI: Inborn error of immunity

IPA: Ingenuity pathway analysis

PMA: Phorbol 12-myristate 13-acetate

RNA-Seq: RNA sequencing

TCA: Tricarboxylic acid

TCR: T-cell receptor

biosynthesis to support cell growth, proliferation, effector 

molecule production, and differentiation.16 When T cells are 

deprived of necessary fuels during activation, metabolic pathways 

are restricted and nutrient-sensing signaling pathways are altered, 

affecting fate and function of T cells.16-24 The role of CARMIL2 

in CD28-mediated signaling suggests that its deficiency could 

interfere with metabolic activity of T cells.

Nine patients with CARMIL2 deficiency and 16 healthy 

controls (HCs) were recruited for this study. RNA sequencing 

(RNA-Seq) analysis revealed downregulation of genes associated 

with activation-induced metabolic reprogramming in T cells. 

Liquid chromatography–mass spectrometry metabolomics iden

tified decreased levels of metabolites in key metabolic pathways 

associated with T-cell activation, including glycolysis and the 

tricarboxylic acid (TCA) cycle. Finally, supplementation of 

CARMIL2-mutated T cells with selected metabolites upregulated 

activation-induced signaling and cytokine expression.

METHODS

Participants
Patients and HCs were recruited from the Department of 

Dermatology of Emek Medical Center, the Department of Hemato

poietic Stem Cell Transplantation of Hadassah Medical Center, and 

the immunology service of Sheba Medical Center. Patients, HCs 

and/or their legal guardians provided informed consent before their 

inclusion in the study according to a protocol approved by the 3 

medical centers. Patients or their legal guardians signed informed 

consent forms for publication of clinical photos.

CD4+ T-cell isolation and culture
PBMCs were isolated by Ficoll-Hypaque density centrifugation 

(cat. no. 10771; Sigma-Aldrich, St Louis, Mo). The cells were then 

cultured in RPMI-1640 medium supplemented with 10% FCS. CD41 

cells were isolated using the EasySep Human CD41 T-Cell Isolation 

Kit (cat. no. 17952; Stem Cell Technologies, Cambridge, UK) accord

ing to the manufacturer’s protocol.

RNA-Seq
Total RNA was extracted from 7 CD41 cell pellet samples (CAR

MIL2-mutated cells: n 5 4; HC cells: n 5 3; 200,000 cells each) using 

the RNeasy Micro Kit (cat. no. 74004; Qiagen, Germantown, Md). Af

ter homogenization, samples were extracted automatically using the 

QIAcube Connect (Qiagen). Seven RNA-Seq libraries were 

constructed simultaneously using SMART-Seq Total RNA Single 

Cell library preparation kit (cat. no. 634360; Takara, San Jose, Calif) 

with ribosomal RNA removal, according to the manufacturer’s proto

col; 1.5 ng total RNA was used as starting material. RNA-Seq library 

quality control was performed by measuring library concentration us

ing Qubit (Invitrogen) with the Equalbit RNA HS Assay Kit (cat. no. 

EQ211; Vazyme, Nanjing, China) and size determination using the 

TapeStation 4200 with the High Sensitivity D1000 kit (cat. no. 

5067-5584; Agilent, Santa Clara, Calif). All libraries were mixed 

into a single tube with equal molarity. The RNA-Seq data were gener

ated on Illumina NextSeq2000, using P2 XLEAP-SBS 100 cycles 

(Read1-100; Index1-8; Index2-8) (cat. no. 20100987; Illumina) 

sequencing kit. Quality control was assessed on 100-bp single reads 

using Fastqc (v0.12.1) and MultiQC (v1.14). Reads were trimmed 

for adapters, minimum quality Phred score of 20, and minimum length 

of 35 using CUTADAPT (v4.4). Reads were aligned to Homo sapiens 

(GRCh38) reference genome and annotation file using STAR 

(v2.7.10b) with mismatch ratio allowed < 0.2; the minimum and 

maximum intron sizes were set to 21 and 1,000,000, respectively. 

The number of reads per gene was counted using Htseq-count 

(v2.0.3) with reverse mode and gene feature type. Normalization 

and differential expression analyses were conducted using DESeq2 

R package (v1.44.0). The threshold for significantly differentially 

expressed genes is determined by 2 factors: adjusted P <_ .05 and 

base-mean independent filtering threshold, which is calculated by 

the DESeq2 algorithm for each comparison. False discovery rate 

was calculated using the default approach of DESeq2, the 

Benjamini-Hochberg procedure. GSEA (v4.3.3) graphical user inter

face for Windows was used for gene set enrichment analyses. Normal

ized count table derived from DESeq2 analyses was used as input.

Metabolomics
CARMIL2-mutated cells (n 5 6) and HC CD41 cells (n 5 8) were 

thawed and grown in culture using RPMI-1640 medium supple

mented with 10% FCS and stimulated with anti CD3 (7.5 μg/mL)/ 

CD28 (3.75 μg/mL) for 48 hours.25,26 Then, metabolites were ex

tracted from cells and media for analysis using a Q Exactive Plus 

Hybrid Quadrupole-Orbitrap Mass Spectrometer (Thermo Fisher 

Scientific). The analysis combined hydrophilic interaction liquid 

chromatography for polar compounds and reversed-phase ion-pairing 

chromatography to cover a broad range of metabolites. The instru

ment operated in negative ion mode to enhance the detection of nega

tively charged metabolites. Data were normalized according to the 

protein amount in the samples and processed using Maven software 

(https://maven.apache.org/). A heatmap displaying all metabolites 

with a significant P value (P < .05) was generated using the Morpheus 

platform (https://software.broadinstitute.org/morpheus/).

Flow cytometry
For cell surface staining, CD41 T cells from HCs or patients with 

CARMIL2 deficiency were activated for 72 hours with anti-CD3 

(7.5 μg/mL) (Ultra-LEAF Purified anti-human CD3, cat. no. 

317326; BioLegend, San Diego, Calif) and anti-CD28 (3.75 μg/mL) 

(Ultra-LEAF Purified anti-human CD28, cat. no. 302934; BioLegend) 

antibodies. Cells were then suspended in separation buffer (PBS con

taining 2% FBS and 2 mM EDTA) and incubated for 20 minutes on 

ice with anti-CD25 (Brilliant Violet 650 anti-human CD25, cat. no. 

302633; BioLegend) or ASCT2 (Anti-Human ASCT2/SLC1A5 

[extracellular]-FITC, ANT-083-F) antibodies. After incubation, cells 
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were centrifuged, washed, resuspended in separation buffer, and imme

diately analyzed using an Attune flow cytometer (Thermo Fisher Sci

entific). For intracellular staining, RPS6 phosphorylation staining was 

performed following stimulation with anti-CD3/CD28 antibodies for 

15 minutes. Cells were then permeabilized using the True-Nuclear 

Transcription Factor Buffer Set (cat. no. 424401; BioLegend) and 

stained with anti-phospho-RPS6 (Brilliant Violet 421 anti-RPS6 Phos

pho Ser235/Ser236, cat. no. 608609; BioLegend). For phospho-NF-κB 

p65 staining, cells were stimulated with a phorbol 12-myristate 13- 

acetate (PMA) activation cocktail containing brefeldin A (cat. no. 

423304; BioLegend) for 5 minutes, then fixed with 4% formaldehyde 

and permeabilized with 100% methanol. Staining was performed using 

anti-phospho-NF-κB p65 (Ser536) (93H1 Rabbit mAb Alexa Fluor 

488, cat. no. 4886; Cell Signaling Technology, Danvers, Mass). After 

staining, cells were washed, resuspended in separation buffer, and 

analyzed using FlowJo v10 software (https://www.flowjo.com/ 

flowjo10/overview).

Rescue experiment
CD41 T cells were incubated for 2 hours with L-glutamine 

(5 mM); with a mixture of L-glutamine (5 mM), L-leucine 

(5 mM), and methionine (250 μM); or without metabolite supple

mentation. Cells were then stimulated with either anti-CD3 

(7.5 μg/mL) and anti-CD28 (3.75 μg/mL) antibodies for 15 minutes 

or with PMA/brefeldin A for 5 minutes, followed by staining for 

phospho-RPS6 and phospho-NF-kB, respectively. The impact of 

glutamine supplementation on CARMIL2-mutated CD41 cell proli

feration and cytokine expression was tested through flow cytometry, 

RT-PCR, and ELISA (detailed in this article’s Methods section in the 

Online Repository available at www.jacionline.org).

RESULTS

Study cohort
Patient 1 is a girl born to consanguineous relatives. Since birth, she 

has presented with a disseminated pruritic rash consisting of 

erythematous plaques covered with scale crust (Fig 1, A and B; Fig 

E1, A and B, in the Online Repository at www.jacionline.org). Skin 

biopsy revealed spongiotic dermatitis (Fig 1, C). She also had failure 

to thrive (FTT) and experienced multiple episodes of diarrhea and 

vomiting. Duodenal biopsy showed villi effacement, intraepithelial 

infiltration of small and medium-sized T lymphocytes (Fig 1, D 

and E), and a low number of regulatory T cells (Fig E1, C). Given 

the combined clinical manifestations of severe dermatitis, FTT, and 

chronic enteritis, an IEI was suspected. Whole-exome sequencing 

identified a homozygous variant c.612-1G>A in the CARMIL2 

gene. The variant was verified by Sanger sequencing and cosegre

gated with the phenotype (Fig 1, F). The variant, which was not iden

tified in genetic databases (eg, gnomAD, TOPmed Bravo, GME 

FIG 1. Clinical characteristics of the patients with CARMIL2- deficiency cohort. (A and B) Patient 1 presented with 

infantile-onset skin rash, with features of severe atopic dermatitis. (C) Skin biopsy of patient 1 shows acanthosis, 

mild spongiosis, and perivascular lymphocytic infiltration admixed with eosinophils (magnification bar 5 100 μM). 

(D and E) Duodenal biopsy from patient 1 revealed villi atrophy and intraepithelial infiltration of small and medium- 

sized T lymphocytes (magnification bar 5 50 μM). (F) Sanger sequencing of patient 1 DNA verified a homozygous 

variant CARMIL2 c.612-1G>A. (G) Sequencing of patient 1 cDNA demonstrates omission of single nucleotide in 

exon 8–exon 9 junction (blue arrow). (H) Deterioration of skin rash of patient 1 after 3 months of treatment with 

dupilumab. (I-N) Early-onset seborrheic keratosis and recalcitrant human papillomavirus warts, along clinical 

follow-up, in patient 4 with homozygous CARMIL2 c.A689del.GCCTTGAGGTCTCAGAACAGATTCT variant.
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Variome), is classified as deleterious owing to a splice site alteration, 

as confirmed by cDNA sequencing showing the omission of a single 

nucleotide in the exon 8–exon 9 junction, resulting in a frameshift and 

premature stop codon (c.612delG, p.Asp205Thrfs*4) (Fig 1, G). Pa

tient 1 was treated for her skin disease with topical corticosteroids, 

phototherapy, and methotrexate with no improvement. Based on pre

vious reports of successful dupilumab treatment of dermatitis in pa

tients with IEIs27 and an increased ratio of IL-13/IL-17 gene 

expression measured in her skin biopsy (Fig E1, D), treatment with 

dupilumab 300 mg/month was initiated, resulting in a marked wors

ening of her skin disease after 3 months of therapy (Fig 1, H).

Given the limited therapeutic options for this and other patients, 

and because CARMIL2 interacting proteins (CD28, CARD11) are 

involved in metabolic regulation of CD41 T cells, we investigated 

how CARMIL2 deficiency affected T-cell metabolism. To this 

end, 8 additional patients with CARMIL2 deficiency were recruited 

for this study (patients 2-9). Some of these patients were previously 

reported,28,29 and their current clinical status is shown in Table I. In 

brief, patient 2 showed a predominant clinical phenotype of early- 

onset inflammatory bowel disease (IBD) that improved after subtotal 

colectomy. The early-onset psoriasiform rash disappeared spontane

ously at 6 years of age and has not recurred. Patients 3 through 6 were 

family members who demonstrated a combined phenotype of recur

rent infections, early-onset seborrheic keratosis, disseminated viral 

warts (Fig 1, I-N), and early-onset IBD. Patients 3 and 6 underwent 

successful HSCT and were completely cured. Patient 7 presented 

with a psoriasis-like rash, recurrent skin infections, and recurrent 

mastoiditis. Immune workup showed mild hypogammaglobulinemia 

and negative tetanus, diphtheria, hepatitis A, and hepatitis B vaccines 

serology. He had normal T- and B-cell counts and normal TCR reper

toire and TCR excision circle levels. Genetic workup revealed a 

homozygous variant in CARMIL-2 c.1973C>T p.Ala658Val. 

Patients 8 and 9 presented with dermatitis, FTT, recurrent skin infec

tions, recurrent mastoiditis and pneumonia, persistent EBV viremia, 

and recalcitrant viral warts. Immune workup revealed normal immu

noglobulins, normal T- and B-cell counts, and normal TCR reper

toire and TCR excision circle levels. Genetic workup revealed a 

homozygous variant in CARMIL2 c.1865C>T; p.Ala622Val.

Cells were isolated from all patients. Importantly, patients 

included in this study were not treated with immunosuppressive 

drugs for at least 6 months before sample collection. Samples 

from patients 3 and 6 were cryopreserved and collected before 

chemotherapy and HSCT.

CD4+ T cells derived from CARMIL2-deficient 

patients show impaired activation
Impaired CD41 T-cell immunity is a key driver of pathogenicity in 

patients with CARMIL2 deficiency. To investigate the functionality of 

CD41 T cells in our cohort, CD41 T cells were purified from blood 

samples of 4 patients with CARMIL2 deficiency (patients 1, 2, 4, 

and 5) and 6 age- and sex-matched HCs and stimulated ex vivo using 

anti-CD3 (7.5 μg/mL) and anti-CD28 (3.75 μg/mL). CARMIL2- 

mutated T cells exhibited low cell growth (Fig 2, A and B) and low 

expression levels of CD25 (Fig 2, C-E), indicators of improper activa

tion. Thus, in agreement with previous studies,3,4,10 our analysis 

showed impaired activation in CARMIL2-mutated CD41 T cells.

To search for mechanisms underlying T-cell dysfunction, we 

performed bulk RNA-Seq on CD41 T cells from CARMIL2- 

deficient patients (n 5 4 [patients 1, 2, 4, and 5]) and compared 

them with age- and sex-matched HCs (n 5 3). CD41 T cells were 

stimulated for 72 hours before collection and RNA purification.30,31

Principal component analysis revealed separate clustering of HC and 

CARMIL2-mutated T cells with the exception of patient 2 (Fig 2, F). 

This may reflect the milder clinical phenotype of patient 2 compared 

with the multiorgan phenotype of the other patients included in this 

analysis (Table I). A Euclidean distance heat map similarly showed a 

difference between the T cells of patients with CARMIL2 and HCs 

(Fig E2, A, in the Online Repository at www.jacionline.org). Consis

tent with this, large differences in gene expression were identified, as 

3155 genes were significantly upregulated and 3045 genes were 

significantly downregulated in CARMIL2-mutated T cells compared 

with HCs (adjusted P <_ .05 and log2 fold change >_ 1) (Fig 2, G). Anal

ysis of downregulated genes in CARMIL2-mutated T cells revealed 

enrichment of pathways involved in DNA replication, nucleotide 

biosynthesis, protein translation, and metabolism (Fig 2, H). Ingenu

ity pathway analysis (IPA) further identified downregulation of 

several canonical pathways, including those related to immune regu

lation (Fig 2, I). In particular, we found enrichment of genes associ

ated with signaling pathways that regulate T-cell activation, 

including NF-κB, PI3K/Akt, and mTOR (Fig 2, I). Analysis of up

stream regulators revealed impairment of MYC, CD3, CD28, 

CD40, and IL-2 signaling in CARMIL2 deficiency and corroborated 

the inhibition of mTOR and mitogen-activated protein kinase path

ways (Fig E2). To further investigate the metabolic status of CAR

MIL2-mutated T cells, we focused on canonical metabolic 

pathways and found enrichment of genes related to central carbon 

metabolism and ATP synthesis, including glycolysis, folate meta

bolism, and glutamine metabolism, all were underrepresented in 

patient T cells (Fig 2, J). In agreement, IPA analysis of genes 

upregulated in CARMIL2-mutated CD41 T cells identified 

AMP-activated protein kinase signaling indicative of nutrient depri

vation and low energy (Fig 2, K).24

Activation-induced metabolic activity is altered in 

CARMIL2-mutated CD4+ T cells
The enrichment of metabolic pathways among differentially 

expressed genes, together with the fact that CARMIL2 is part of 

the CD28 signaling cascade, prompted us to test whether loss of 

CARMIL2 impairs activation-induced metabolic reprogramming 

in patients’ T cells. CD41 T cells (collected from patients 1-6) 

and HC T cells (n58) were activated for 48 hours before analysis 

by liquid chromatography–mass spectrometry for targeted whole- 

cell metabolomics of 96 metabolites (Table E1 in the Online 

Repository at www.jacionline.org).

Our analysis detected 62 metabolites. The concentrations of 20 

metabolites differed significantly between the 2 groups: all were 

downregulated in CARMIL2-mutated CD41 T cells (Table E2 in the 

Online Repository at www.jacionline.org) and clustered into a few 

metabolic pathways, including glycolysis, TCA cycle, pentose phos

phate pathway, methionine cycle and transsulfuration, purines, and 

pyrimidines (Fig 3, A). These results were consistent with some of 

the metabolic pathways identified in the RNA-Seq analysis (Fig 2, 

J). Stratifying deficient metabolites to metabolic pathways pointed 

to glutamine deficiency as a potential contributor to the observed 

metabolic phenotype (Fig 3, B). In activated T cells, glutamine is 

fed into the TCA cycle to replenish carbon consumed for lipid 

biosynthesis and is used for de novo purine and pyrimidine biosyn

thesis.32 In addition, low S-adenosylmethionine and S-adenosylho

mocysteine levels (Fig 3, A) could indicate a low uptake of 

methionine. Consistent with this, RNA-Seq data showed reduced 
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FIG 2. CARMIL2 deficiency is associated with impaired immunity and metabolism. (A) Scatter plot of forward and 

side parameters obtained from flow cytometry of stimulated CD41 cells of patient 1 and HC 1. (B) Bar plot of acti

vation induced cell growth of CARMIL2-mutated and HC CD41 cells. P value indicated by 2-tailed Student t test. (C) 

CD25 expressing CD41 cells in CARMIL2-mutated and HC groups (P value indicated by 2-tailed Student t test). (D) 

Histogram of CD25 expression obtained from flow cytometry of stimulated CD41 cells of patient 2 and HC 2. (E) 

CD25 mean fluorescence intensity in CARMIL2-mutated and HC cells. P value indicated by 2-tailed Student t 

test. (F) Principal component analysis plot for CARMIL2-mutated and HC CD41 cells. (G) Volcano plot of upregu

lated and downregulated genes in bulk RNA-Seq data from CARMIL2-mutated and HC CD41 cells. (H) Gene 

Ontology biologic process terms significantly overrepresented in downregulated genes in CARMIL2-mutated 

CD41 cells. False discovery rate < 0.1, P < .01. (I) IPA of downregulated differentially expressed genes involved 

in canonical immune response in CARMIL2-mutated and HC CD41 cells. The x-axis indicates the z score, and 

the y-axis indicates the corresponding canonical pathways. P < .01, percentage overlap >20%. (J) IPA of 
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expression of genes encoding glutamine and methionine transporters 

in CARMIL2-mutated T cells compared with controls (Fig 3, 

C).17,33-35 Reduced expression of ASCT2, the major glutamine trans

porter in T cells, was further confirmed by flow cytometry (Fig 3, D).

Glutamine enhances activation-induced signaling 

and cytokine expression in CARMIL2-deficient CD4+

T cells
CARMIL2 deficiency impaired T-cell activation and metabolic 

reprogramming. Considering the role of glutamine in multiple 

affected pathways identified by both RNA-Seq analysis and 

metabolomics and the low expression of ASCT2 in CARMIL2- 

deficient T cells, we hypothesized that glutamine supplementation 

would improve T-cell activation under CARMIL2 deficiency. T cells 

derived from patients with CARMIL2 deficiency and HCs were 

stimulated ex vivo and supplemented with either glutamine alone or 

in combination with methionine and leucine for 2 hours before anal

ysis (Fig 4, A). Methionine was added to replenish methionine cycle 

and 1-carbon metabolism (Fig 3, B) and leucine for its ability to 

restore mTOR signaling even in the absence of glutamine.17 Phos

phorylation of p65-NF-κB and RPS6 were quantified to assess acti

vation of the NF-κB and mTOR signaling cascades (Fig 4, B). In the 

absence of metabolite supplementation, levels of p65 NF-κB phos

phorylation were significantly lower in CARMIL2-mutated versus 

healthy T cells. Strikingly, increasing glutamine concentration in 

growth media restored p65-NF-κB phosphorylation (Fig 4, C and 

D). Similarly, RPS6 phosphorylation was reduced in CARMIL2- 

mutated T cells and elevated by addition of the 3 amino acids or 

glutamine alone (Fig 4, E and F).

Restoration of NF-κB and mTOR suggests that increasing gluta

mine availability enhances activation responses in CARMIL2- 

mutated T cells. To investigate the functional outcomes of glutamine 

supplementation, we examined cytokine gene expression in CAR

MIL2-mutated CD41 T cells with or without high-dose glutamine 

supplementation for 36 hours. Cells were stimulated only with 

anti-CD3/CD28, and no polarizing cytokines were added. We found 

a significant increase in IL-17A mRNA (Fig 4, G), consistent with 

previous findings linking glutamine metabolism to TH17 differenti

ation via mTOR- and α-ketoglutarate-dependent signaling.36 No sig

nificant differences were observed in the expression of IFN-γ, IL-2, 

or IL-13 (Fig E3, A, in the Online Repository at www.jacionline.org). 

A complementary analysis of cytokine secretion showed elevation in 

IL-4 and IL-22 secretion by CARMIL2-mutated cells on glutamine 

supplementation (Fig E3, B). Values for IL-2, IFN-γ, IL-13, and IL- 

17 were increased on glutamine supplementation, not reaching sta

tistical significance (Fig E3, B).

NF-κB and mTOR signaling play an important role in T-cell 

proliferation. Consistent with previous studies, the proliferation 

rate was lower in CARMIL2-mutated CD41 T cells compared 

with HC cells. Importantly, the effect on proliferation varied 

across different patients (Fig E3, C). Glutamine supplementation 

improved proliferation only in T cells in which proliferative ca

pacity was completely abolished before the treatment (patients 

1 and 4) (Fig 4, H). T cells derived from 2 other patients (patients 

8 and 9) maintained partial proliferative capacity, which was not 

improved by glutamine supplementation (Fig 4, H; Fig E3, D).

DISCUSSION
CARMIL2 deficiency impairs multiple arms of the immune 

response. In this study, we conducted a comprehensive analysis of 

the transcriptomic and metabolic profiles of activated CD41 cells 

from patients with CARMIL2 deficiency, comparing them with 

those of healthy subjects. Our cohort included patients with 5 

distinct homozygous mutations and a range of phenotypic presen

tations including skin and gastrointestinal inflammation as well as 

recurrent bacterial and viral infections, all characteristic of this 

condition.3,4,10-16 Whereas all patients with CARMIL2 deficiency 

have CARMIL2 loss of function, the residual activity of the 

mutated protein might determine the degree of immunologic 

defect (Fig 4, H; Fig E3, A and B) and the consequent clinical 

manifestation (Table I). In line with this, we identified differences 

in proliferation between T cells from patients with frameshift or 

large in-frame deletion variants and negligible CARMIL2 expres

sion28 compared with T cells obtained from patients with 

missense variant and residual CARMIL2 activity.10 Whereas 

the former showed almost no proliferation, T cells bearing a 

missense variant, with residual activity,10 retained some degree 

of proliferative capacity.

Consistent with prior reports, our analysis confirmed decreased 

activation of CD41 T cells and aberrant NF-κB signaling in CAR

MIL2 deficiency. Notably, we further identified impaired mTOR 

signaling and skewed metabolic reprogramming in T cells derived 

from CARMIL2 deficient patients with CARMIL2 deficiency. 

PI3K/Akt, the upstream regulator of mTOR, upregulates the 

glucose transporter GLUT1 and glucose uptake in response to 

T-cell receptor ligation,37,38 whereas mTORC1 signaling is essen

tial for the proper function of 1-carbon metabolism, fatty acid 

activation, lipid biosynthesis, and the electron transport chain 

that enables T-cell activation.39-43

Metabolomic and transcriptomic analyses revealed altered gluta

mine metabolism in CARMIL2-mutated CD41 T cells. Glutamine 

replenishes the mitochondrial TCA cycle through α-ketoglutarate 

production and incorporates into nucleotides both critical for T-cell 

proliferation.44-46 CARMIL2-mutated CD41 T cells showed 

decreased membrane expression of ASCT2, the primary glutamine 

transporter in T cells, compared with HC cells. The CBM complex 

regulates ASCT2 expression and its membrane localization after 

CD28 costimulation and is required for downstream mTORC1 and 

NF-κB signaling.17,47,48

Mutations in genes encoding components of the CBM complex 

such as CARD11 gene49,50 also impair NF-κB and mTOR 

signaling, leading to combined immunodeficiency that shares 

clinical features with CARMIL2 deficiency, including severe 

skin dermatitis, early-onset IBD, and recurrent infections.49,50

These similarities may stem from the interaction between CAR

MIL2 and CARD117; in CARMIL2- mutated T cells, CARD11 

differentially expressed genes involved in metabolic processes in CARMIL2-mutated and HC CD41 cells. P < .05, 

percentage overlap >20%. (K) IPA of upregulated differentially expressed genes involved in canonical immune pro

cesses in CARMIL2-mutated and HC CD41 cells. P < .01, percentage overlap >20%. AMPK, AMP-activated protein 

kinase; eNOS, endothelial nitric oxide synthase; ER, endoplasmic reticulum; FSC, forward scatter; MFI, mean fluo

rescence intensity; PC1, PC2, principal component 1, 2; SSC, side scatter.
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fails to accumulate in the central supramolecular activation 

complex, impairing NF-κB signaling.8

The interplay between immunologic activation and metabolic 

reprogramming is driven by 2 intersecting processes: top-down 

signaling, where TCR/CD28 activation drives metabolic adapta

tion through c-MYC and mTOR, and bottom-up regulation, 

where amino acids modulate immune signaling, including mTOR 

activation.24,51,52 Disruption of top-down signaling in CARMIL2 

deficiency may be compensated by bottom-up interventions. For 

example, glutamine supplementation restored mTOR signaling in 

ASCT2 null CD41 T cells,4,17 whereas leucine-enriched growth 

media rescued mTOR activation and TH17 differentiation in 

ASCT2-null and in CBM-deficient CD41 T cells.4,17

Notably, metabolic dysregulation may underlie many of the 

broader T-cell functional abnormalities observed in CARMIL2 

deficiency. Glutamine metabolism and mTOR signaling are 

essential for T-cell polarization, cytotoxic granule production, 

and migration, and their disruption could explain the 

impaired effector function and chemotaxis reported in this 

condition.10,36,53

TABLE I. Clinical characteristics of patient cohort

Patient

Age/ 

Sex Infectious Skin Allergic Gastrointestinal Treatment history

Genetic variant in 

CARMIL2 gene

1 8/F Viral warts Severe 

dermatitis

— Lymphocytic 

esophagitis 

Chronic lymphocytic 

intestinal 

inflammation 

FTT

Phototherapy 

Methotrexate 

Dupilumab

c.612-1G>A

2 18/M No Dermatitis— 

resolved

No Eosinophilic 

esophagitis 

Duodenitis 

Colitis

Topical steroids 

Colectomy 

Sirolimus 

Dupilumab

c.1590C>A

3 13/M CMV viremia, 

CMV retinitis 

Pneumonia 

HPV warts 

PJP

— Asthma 

Allergic 

rhinitis

Crohn disease 

Lymphocytic 

esophagitis 

FTT

Azathioprine 

Infliximab 

Steroids 

Prophylactic 

antibiotics 

IVIG 

HSCT

c.689_713del.GCCTTGAGGT 

CTCAGAACAGATTCT

4 21/F HPV warts 

CMV viremia 

CMV colitis 

EBV viremia 

Pneumonia 

Left ear deafness

— Asthma 

Allergic 

rhinitis

Ulcerative 

colitis 

CMV

Steroids 

Prophylactic 

antibiotics 

Valganciclovir 

IVIG

c.689_713del.GCCTTGAGGT 

CTCAGAACAGATTCT

5 19/F HPV warts 

CMV and EBV viremia 

Esophageal candidiasis

— — Lymphocytic 

esophagitis

Steroids 

Prophylactic 

antibiotics

c.689_713del.GCCTTGAGGT 

CTCAGAACAGATTCT

6 13/F CMV colitis, CMV retinitis 

Recurrent pneumonia 

HPV warts

— — Crohn disease 

FTT

Azathioprine 

Infliximab 

Steroids 

Prophylactic 

antibiotics 

IVIG 

HSCT

c.689_713del.GCCTTGAGGT 

CTCAGAACAGATTCT

7 15/M Recurrent ear, skin, and 

eye infections including 

mastoiditis, blepharitis

Recurrent 

skin 

eczema

— — Azithromycin 

(prophylactic) 

Itraconazole 

Topicals (Diprosalic, 

Protopic, Sebosel 

shampoo) 

IVIG

c.1973C>T (p.Ala658Val)

8 17/F Recurrent ear and 

skin infections 

Persistent EBV 

viremia (1.1 3 105 

copies/mL)

Scalp 

dermatitis, 

warts

— FTT Resprim 

Fluconazole 

Monthly IVIG

c.1865C>T (p.Ala622Val)

9 14/M Recurrent pneumonia 

and mastoiditis 

Mild EBV viremia 

(5.5 3 103 copies/mL)

Recurrent 

dermatitis, 

warts

— FTT 

Nodular gastritis 

Eosinophilic 

esophagitis

Resprim 

Fluconazole 

Monthly IVIG

c.1865C>T (p.Ala622Val)

CMV, Cytomegalovirus; F, female; HPV, human papillomavirus; IVIG, intravenous immunoglobulin; M, male; PJP, Pneumocystis jirovecii pneumonia.
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In our study, supplementation with glutamine or a mixture of 

glutamine, leucine, and methionine restored mTOR activation in 

CARMIL2-mutated lymphocytes. Such intervention was similarly 

effective in lymphocytes from a patient with hypomorphic CARD11 

mutations.49 Interestingly, glutamine further enhanced the activation 

of the NF-κB pathway in our study. This finding, which to our 

knowledge has not been reported previously in IEIs, may be related 

to the interaction of glutamine dehydrogenase with the IκB kinase 

FIG 3. CARMIL2-mutated CD41 cells show dysregulation of multiple metabolic pathways. (A) Heat map of 

significantly different intracellular metabolites in CARMIL2-mutated and HC CD41 cells following 48 hours 

of stimulation. (B) Illustration of dysregulated metabolic pathways in CARMIL2-mutated CD41 cells. Blue la

bels denote significantly reduced levels in CARMIL2 cells compared with HC cells. (C) Expression of gluta

mine and methionine transporter genes. Expression levels obtained from RNA-Seq data. All differences 

were significant with P < .01. (D) Protein expression levels of main glutamine transporter, ASCT2, in CAR

MIL2-mutated (n 5 4) and HC CD41 (n 5 6) cells 72 hours after stimulation with anti-CD3/CD28. P value indi

cated by 2-tailed Student t test. (E) Flow cytometry histogram of membrane ASCT2 transporter in CD41 cells 

of patient 1 and HC 1 72 hours after stimulation with anti-CD3/CD28. MFI, Mean fluorescence intensity; PPP, 

pentose phosphate pathway; SAH, S-adenosylhomocysteine; SAM, S-adenosylmethionine.
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FIG 4. Supplementation of amino acids enhances signaling pathways and cytokine expression in CARMIL2- 

mutated CD41 cells. (A) Illustration of experimental rescue workflow. (B) Model of rescue. (C) Flow cytometry 

histogram of phospho-p65 NF-κB in patient 1 and HC 1 CD41 cells 5 minutes after stimulation with PMA 

without or with glutamine or glutamine, leucine, and methionine supplementation. (D) Quantification of per

centage of phospho-p-65-NF-κB1 cells within CD41 cells of patient with CARMIL2 mutation (n 5 4) or HC (n 5 

6) without or with glutamine or glutamine, leucine, and methionine supplementation. P value indicated by 2- 

way ANOVA. (E) Flow cytometry histogram of phospho-RPS6 in patient 1 and HC 1 CD41 cells 15 minutes af

ter stimulation with anti-CD3/CD28 without or with glutamine or glutamine, leucine, and methionine supple

mentation. (F) Quantification of percentage of phospho-RPS61 cells within CD41 cells of patient with 

CARMIL2 mutation (n 5 4) or HC (n 5 6) without or with glutamine or glutamine, leucine, and methionine sup

plementation. P value indicated by 2-way ANOVA. (G) mRNA expression of IL17A in CARMIL2-mutated CD41 

T cells with or without glutamine for 36 hours (n 5 4, normalized to GAPDH, significance indicated by 2-tailed 

Student t test). (H) Mean fluorescence intensity of cell trace violet in CARMIL2-mutated CD41 T cells with or 

without glutamine for 5 days. CTV, Cell trace violet; MFI, mean fluorescence intensity.
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complex, which promotes the production of α-ketoglutarate and the 

activation of NF-κB in cancer cells.54 Alternatively, p-65 has been 

shown to enhance glutaminolysis by repressing miR-23a, thereby 

increasing glutaminase expression.55

Additionally, glutamine supplementation improved CARMIL2- 

mutated T-cell functionality, such as enhancement of cytokine 

expression, cytokine secretion, and CARMIL2-mutated T-cell pro

liferation (Fig 4, G and H; Fig E3). These observations support the 

hypothesis that metabolic dysfunctions associated with CARMIL2 

deficiency are directly linked to disease pathogenesis.

Parallels can be drawn between CARMIL2-related immune 

dysfunction and glutamine deprivation observed in the tumor 

microenvironment. In both contexts, T-cell function is compro

mised owing to limited glutamine availability—whether second

ary to intrinsic genetic defects or extrinsic nutrient competition. 

Similar to our findings in CARMIL2-mutated T cells, tumor cells 

have been shown to reprogram their environment to deplete 

glutamine, thereby suppressing T-cell effector function through 

mTOR and NF-κB signaling impairment.45,47,56

In summary, CARMIL2 deficiency disrupts T-cell metabolic 

reprogramming, impairing mTOR and NF-κB signaling, as well as 

cytokine expression. Our study focused on CD41 T cells, which 

mediate many of the main disease phenotypes, such as severe derma

titis, enteropathy, and immune dysregulation. However, further inves

tigation of CD81 T cells would be beneficial given the persistent viral 

infections experienced by patients, as well as other immune cells 

involved in the disease. Despite some key limitations, including the 

small number of patients included in this study and technical limita

tions arising from the use of primary cells, our findings suggest that 

metabolic modulation may represent a potential therapeutic strategy 

for patients with IEIs.
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Key Messages

● CARMIL2 deficiency is associated with impaired immu

nity and reduced activity of NF-𝛋B and mTOR signaling.

● Activation-induced reprogramming of cell metabolism is 

skewed in CARMIL2 mutated T cells and is partially 

restored by glutamine supplementation.

● Understanding how mutations that cause IEI interfere 

with activation-induced metabolic reprogramming in T 

cells may reveal new therapeutic targets.

REFERENCES

1. Bousfiha A, Jeddane L, Picard C, Al-Herz W, Ailal F, Chatila T, et al. Human 

inborn errors of immunity: 2019 update of the IUIS Phenotypical Classification. 

J Clin Immunol 2020;40:66-81.

2. Akalu YT, Bogunovic D. Inborn errors of immunity: an expanding universe of dis

ease and genetic architecture. Nat Rev Genet 2024;25:184-95.

3. Lankester AC, Albert MH, Booth C, Gennery A, Gungor T, Honig M, et al. 

EBMT/ESID inborn errors working party guidelines for hematopoietic stem cell 

transplantation for inborn errors of immunity. Bone Marrow Transplant 2021;56: 

2052-62.

4. Zinter MS, Dvorak CC, Mayday MY, Reyes G, Simon MR, Pearce EM, et al. Path

obiological signatures of dysbiotic lung injury in pediatric patients undergoing 

stem cell transplantation. Nat Med 2024;30:1982-93.

5. Schober T, Magg T, Laschinger M, Rohlfs M, Linhares ND, Puchalka J, et al. A 

human immunodeficiency syndrome caused by mutations in CARMIL2. Nat Com

mun 2017;8:14209.

6. Wang Y, Ma CS, Ling Y, Bousfiha A, Camcioglu Y, Jacquot S, et al. Dual T cell- 

and B cell-intrinsic deficiency in humans with biallelic RLTPR mutations. J Exp 

Med 2016;213:2413-35.

7. Roncagalli R, Cucchetti M, Jarmuzynski N, Gr�egoire C, Bergot E, Audebert S, et al. 

The scaffolding function of the RLTPR protein explains its essential role for CD28 

co-stimulation in mouse and human T cells. J Exp Med 2016;213:2437-57.

8. Liang Y, Cucchetti M, Roncagalli R, Yokosuka T, Malzac A, Bertosio E, et al. The 

lymphoid lineage-specific actin-uncapping protein Rltpr is essential for costimula

tion via CD28 and the development of regulatory T cells. Nat Immunol 2013;14: 

858-66.

9. Thome M, Weil R. Post-translational modifications regulate distinct functions of 

CARMA1 and BCL10. Trends Immunol 2007;28:281-8.

10. L�evy R, Gothe F, Momenilandi M, Magg T, Materna M, Peters P, et al. Human 

CARMIL2 deficiency underlies a broader immunological and clinical phenotype 

than CD28 deficiency. J Exp Med 2023;220:e20220275.

11. Bosa L, Batura V, Colavito D, Fiedler K, Gaio P, Guo C, et al. Novel CARMIL2 

loss-of-function variants are associated with pediatric inflammatory bowel disease. 

Sci Rep 2021;11:5945.

12. Vij M, Sivasankaran M, Jayaraman D, Sankaranarayanan S, Kumar V, Munirath

nam D, et al. CARMIL2 immunodeficiency with Epstein Barr virus-associated 

smooth muscle tumor (EBV-SMT). Report of a case with comprehensive review 

of literature. Fetal Pediatr Pathol 2022;41:1023-34.

13. Kolukisa B, Baser D, Akcam B, Danielson J, Bilgic Eltan S, Haliloglu Y, et al. 

Evolution and long-term outcomes of combined immunodeficiency due to CAR

MIL2 deficiency. Allergy 2022;77:1004-19. https://doi.org/10.1111/all.15010.

14. Maccari ME, Speckmann C, Heeg M, Reimer A, Casetti F, Has C, et al. 

Profound immunodeficiency with severe skin disease explained by concomitant 

novel CARMIL2 and PLEC1 loss-of-function mutations. Clin Immunol 2019; 

208:108228.

15. Zhu Y, Ye L, Huang H, Xiu X, Liu Y, Wang J, et al. Case report: primary immu

nodeficiency due to a novel mutation in CARMIL2 and its response to combined 

immunomodulatory therapy. Front Pediatr 2023;10:1042302.

16. Chapman NM, Boothby MR, Chi H. Metabolic coordination of T cell quiescence 

and activation. Nat Rev Immunol 2020;20:55-70.

17. Nakaya M, Xiao Y, Zhou X, Chang JH, Chang M, Cheng X, et al. Inflammatory T 

cell responses rely on amino acid transporter ASCT2 facilitation of glutamine up

take and mTORC1 kinase activation. Immunity 2014;40:692-705.

18. Sinclair LV, Rolf J, Emslie E, Shi Y-B, Taylor PM, Cantrell DA. Control of amino- 

acid transport by antigen receptors coordinates the metabolic reprogramming 

essential for T cell differentiation. Nat Immunol 2013;14:500-8.

19. Ron-Harel N, Santos D, Ghergurovich JM, Sage PT, Reddy A, Lovitch SB, et al. 

Mitochondrial biogenesis and proteome remodeling promote one-carbon meta

bolism for T cell activation. Cell Metab 2016;24:104-17.

20. Balmer ML, Ma EH, Bantug GR, Gr€ahlert J, Pfister S, Glatter T. Memory CD8(1) 

T cells require increased concentrations of acetate induced by stress for optimal 

function. Immunity 2016;44:1312-24.

21. Ma EH, Bantug G, Griss T, Condotta S, Johnson RM, Samborska B. Serine is an 

essential metabolite for effector T cell expansion. Cell Metab 2017;25:482.

22. Berod L, Friedrich C, Nandan A, Freitag J, Hagemann S, Harmrolfs K. 

De novo fatty acid synthesis controls the fate between regulatory T and T helper 

17 cells. Nat Med 2014;20:1327-33, Published correction appears in Nat Med 

2015;21:414.

23. Peng M, Yin N, Chhangawala S, Xu K, Leslie CS, Li MO. Aerobic glycolysis pro

motes T helper 1 cell differentiation through an epigenetic mechanism. Science 

2016;354:481-4.

J ALLERGY CLIN IMMUNOL 

VOLUME 156, NUMBER 5 

KABHA ET AL 1399 



24. Shyer JA, Flavell RA, Bailis W. Metabolic signaling in T cells. Cell Res 2020;30: 

649-59.

25. Holthaus L, Sharma V, Brandt D, Ziegler A-G, Jastroch M, Bonifacio E. Functional 

and metabolic fitness of human CD41 T lymphocytes during metabolic stress. 

iScience 2021;24:103165.

26. Kanno T, Konno R, Sato M, Kurabayashi A, Miyako K, Nakajima T, et al. Com

mun Biol 2024;7:622.

27. Zangari P, Giancotta C, Pacillo L, Colantoni N, Leone F, Amodio D, et al. Use of 

dupilumab for atopic dermatitis in pediatric and young adult patients with inborn 

errors of immunity. Pediatr Allergy Immunol 2024;35:e14215.

28. Shamriz O, Simon AJ, Lev A, Megged O, Ledder O, Picard E, et al. Exogenous 

interleukin-2 can rescue in-vitro T cell activation and proliferation in patients 

with a novel capping protein regulator and myosin 1 linker 2 mutation. Clin Exp 

Immunol 2020;200:215-27.

29. Kurolap A, Eshach Adiv O, Konnikova L, Werner L, Gonzaga-Jauregui C, Stein

berg M, et al. A unique presentation of infantile-onset colitis and eosinophilic dis

ease without recurrent infections resulting from a novel homozygous CARMIL2 

variant. J Clin Immunol 2019;39:430-9.

30. Rade M, B€ohlen S, Neuhaus V, L€offler D, Blumert C, Merz M, et al. A time- 

resolved meta-analysis of consensus gene expression profiles during human 

T-cell activation. Genome Biol 2023;24:287.

31. Kang YJ, Song WR, Lee SJ, Choi SA, Chae SY, Yoon BR, et al. Inhibition of 

BCAT1-mediated cytosolic leucine metabolism regulates Th17 responses via the 

mTORC1-HIF1α pathway. Exp Mol Med 2024;56:1776-90.

32. Cluntun AA, Lukey MJ, Cerione RA, Locasale JW. Glutamine metabolism in can

cer: understanding the heterogeneity. Trends Cancer 2017;3:169-80.

33. Carr EL, Kelman A, Wu GS, Gopaul R, Senkevitch E, Aghvanyan A, et al. Gluta

mine uptake and metabolism are coordinately regulated by ERK/MAPK during T 

lymphocyte activation. J Immunol 2010;185:1037-44.

34. Sinclair LV, Howden AJ, Brenes A, Spinelli L, Hukelmann JL, Macintyre AN, et al. 

Antigen receptor control of methionine metabolism in T cells. Elife 2019;8:e44210.

35. Roy DG, Chen J, Mamane V, Ma EH, Muhire BM, Sheldon RD, et al. Methionine 

metabolism shapes T helper cell responses through regulation of epigenetic reprog

ramming. Cell Metab 2020;31:250-66.e9.

36. Johnson MO, Wolf MM, Madden MZ, Andrejeva G, Sugiura A, Contreras DC, 

et al. Distinct regulation of Th17 and Th1 cell differentiation by glutaminase- 

dependent metabolism. Cell 2018;175:1780-95.e19.

37. Tran DQ, Ramsey H, Shevach EM. Activation-induced FOXP3 in human T effector cells 

does not suppress proliferation or cytokine production. Int Immunol 2007;19:345-56.

38. Frauwirth KA, Riley JL, Harris MH, Parry RV, Rathmell JC, Plas DR, et al. The 

CD28 signaling pathway regulates glucose metabolism. Immunity 2002;16:769-77.

39. Yang K, Chi H. mTOR and metabolic pathways in T cell quiescence and functional 

activation. Semin Immunol 2012;24:421-8.

40. Bishop EL, Gudgeon N, Fulton-Ward T, Stavrou V, Roberts J, Boufersaoui A, et al. 

TNF-α signals through ITK-Akt-mTOR to drive CD41 T cell metabolic reprog

ramming, which is dysregulated in rheumatoid arthritis. Sci Signal 2024;17: 

eadg5678.

41. Angela M, Endo Y, Asou HK, Yamamoto T, Tumes DJ, Tokuyama H, et al. Fatty 

acid metabolic reprogramming via mTOR-mediated inductions of PPARγ directs 

early activation of T cells. Nat Commun 2016;7:13683.

42. Shi LZ, Wang R, Huang G, Vogel P, Neale G, Green DR, et al. HIF1alpha-depen

dent glycolytic pathway orchestrates a metabolic checkpoint for the differentiation 

of TH17 and Treg cells. J Exp Med 2011;208:1367-76.

43. Kidani Y, Elsaesser H, Hock MB, Vergnes L, Williams KJ, Argus JP, et al. Sterol 

regulatory element-binding proteins are essential for the metabolic programming of 

effector T cells and adaptive immunity. Nat Immunol 2013;14:489-99.

44. Swamy M, Pathak S, Grzes KM, Damerow S, Sinclair LV, van Aalten DM, et al. 

Glucose and glutamine fuel protein O-GlcNAcylation to control T cell self-renewal 

and malignancy. Nat Immunol 2016;17:712-20.

45. Wang R, Dillon CP, Shi LZ, Milasta S, Carter R, Finkelstein D, et al. The transcrip

tion factor Myc controls metabolic reprogramming upon T lymphocyte activation. 

Immunity 2011;35:871-82.

46. Wang B, Pei J, Xu S, Liu J, Yu J. A glutamine tug-of-war between cancer and im

mune cells: recent advances in unraveling the ongoing battle. J Exp Clin Cancer 

Res 2024;43:74.

47. Hu H, Sun SC. Ubiquitin signaling in immune responses. Cell Res 2016;26: 

457-83.

48. Zhou H, Wertz I, O’Rourke K, Ultsch M, Seshagiri S, Eby M, et al. Bcl10 activates 

the NF-kappaB pathway through ubiquitination of NEMO. Nature 2004;427: 

167-71.

49. Ma CA, Stinson JR, Zhang Y, Abbott JK, Weinreich MA, Hauk PJ, et al. Germline 

hypomorphic CARD11 mutations in severe atopic disease. Nat Genet 2017;49: 

1192-201.

50. Bedsaul JR, Carter NM, Deibel KE, Hutcherson SM, Jones TA, Wang Z, et al. 

Mechanisms of regulated and dysregulated CARD11 signaling in adaptive immu

nity and disease. Front Immunol 2018;9:2105.

51. Shi H, Chapman NM, Wen J, Guy C, Long L, Dhungana Y, et al. Amino acids li

cense kinase mTORC1 activity and treg cell function via small G proteins Rag and 

Rheb. Immunity 2019;51:1012-27.e7.

52. Nicklin P, Bergman P, Zhang B, Triantafellow E, Wang H, Nyfeler B, et al. 

Bidirectional transport of amino acids regulates mTOR and autophagy. Cell 

2009;136:521-34.

53. Ren W, Yin J, Duan J, Liu G, Tan B, Yang G, et al. mTORC1 signaling and IL-17 

expression: defining pathways and possible therapeutic targets. Cell Mol Immunol 

2017;14:546-53.

54. Wang X, Liu R, Qu X, Yu H, Chu H, Zhang Y, et al. α-Ketoglutarate-activated NF- 

κB signaling promotes compensatory glucose uptake and brain tumor develop

ment. Mol Cell 2019;76:148-62.e7.

55. Rathore MG, Saumet A, Rossi JF, de Bettignies C, Temp�e D, Lecellier C-H, et al. 

The NF-κB member p65 controls glutamine metabolism through miR-23a. Int J 

Biochem Cell Biol 2012;44:1448-56.

56. Jin J, Byun JK, Choi YK, Park KG. Targeting glutamine metabolism as a therapeu

tic strategy for cancer. Exp Mol Med 2023;55:706-15. https://doi.org/10.1038/ 

s12276-023-00971-9.

J ALLERGY CLIN IMMUNOL 

NOVEMBER 2025 

1400 KABHA ET AL 


