
UC Davis
UC Davis Previously Published Works

Title
CFTR regulates brown adipocyte thermogenesis via the cAMP/PKA signaling pathway

Permalink
https://escholarship.org/uc/item/01z9g7jr

Journal
Journal of Cystic Fibrosis, 22(1)

ISSN
1569-1993

Authors
Choi, Kyung-Mi
Cho, Sung-Hee
Kim, Jung Hak
et al.

Publication Date
2023

DOI
10.1016/j.jcf.2022.08.012
 
Peer reviewed

eScholarship.org Powered by the California Digital Library
University of California

https://escholarship.org/uc/item/01z9g7jr
https://escholarship.org/uc/item/01z9g7jr#author
https://escholarship.org
http://www.cdlib.org/


CFTR regulates brown adipocyte thermogenesis via the 
cAMP/PKA signaling pathway

Kyung-Mi Choia,b, Sung-Hee Choa, Jung Hak Kima, Ae-Rhee Lilian Kima, Xiangmudong 
Kongc, John C. Yoona,*

aDivision of Endocrinology, Department of Internal Medicine, University of California Davis School 
of Medicine, Davis, California 95616, USA

bInstitute of Molecular Biology and Genetics, School of Biological Sciences, Seoul National 
University, Seoul 08826, South Korea

cDepartment of Surgical and Radiological Sciences, University of California Davis School of 
Veterinary Medicine, Davis, California 95616, USA

Abstract

Background: Cystic fibrosis (CF) is characterized by reduced growth and lower body weight, 

which are multifactorial. CF mouse models lack key disease characteristics that predispose to a 

negative energy balance, such as pulmonary infections or exocrine pancreatic insufficiency, and 

yet they still exhibit a growth defect and an abnormally increased energy expenditure. Whether 

adipocyte thermogenesis contributes to the elevated resting energy expenditure in CF mice is 

unknown.

Methods: We examined the expression of CFTR in thermogenic brown adipose tissue (BAT) and 

investigated a functional role for CFTR using BAT-specific CFTR null mice (CFTRBATKO).

Results: The CFTR protein is expressed in mouse BAT at levels comparable to those in the 

lungs. BAT-specific inactivation of CFTR in mice increases whole-body energy expenditure 

associated with sympathetic stimulation by cold exposure. Weight gain on a high-fat diet is 

attenuated in these mice. However, CFTR-deficient brown adipocytes themselves have impaired, 

rather than enhanced, thermogenic responses. These cells feature decreased lipolysis and blunted 

activation of the cAMP/PKA signaling pathway in response to adrenergic stimulation. This 
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suggests that compensatory heat production in other tissues likely accounts for the increased 

systemic energy expenditure seen in CFTRBATKO mice.

Conclusions: Our data reveal a new role for CFTR in the regulation of adipocyte thermogenesis.
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1. Introduction

Cystic fibrosis (CF) is a recessive lethal disease caused by a mutation in cystic fibrosis 

transmembrane conductance regulator (Cftr) gene, which encodes an anion (primarily 

chloride ion) channel regulating ion movement across the cell membrane [1]. CF affects 

multiple organs including lungs, pancreas, intestines, and male reproductive tract and 

leads to pulmonary infections, exocrine and endocrine pancreatic insufficiency, and male 

infertility [2–4]. CF patients also commonly exhibit poor growth and a lower body mass 

index (BMI) than age-matched controls, and a low BMI is associated with decreased lung 

function and increased mortality [5,6]. Thus, it is the standard of care to set BMI targets and 

encourage CF patients to consume a high-calorie diet to help meet the targets.

The etiology of the lower body weight in CF is multifactorial and involves both reduced 

caloric intake and increased energy expenditure [7]. The reduced intake can be due to 

malabsorption from exocrine pancreatic insufficiency, poor appetite from illness, and altered 

taste from sinus disease [8–10]. The increased energy expenditure specifically involves 

an elevation in the resting energy expenditure (REE), which refers to the energy cost of 

physiological functions needed to maintain homeostasis and excludes the energy cost of 

voluntary physical activity. A number of studies have suggested that CF patients have 

increased REE, ranging from 4% to 33% higher compared to controls [11–14]. Oxygen 

consumption by respiratory muscles does not explain the increased REE [14].

Animal models of CF all show reduced body weight, including mouse, rat, pig, and ferret 

[15–19]. Mouse models of CF do not develop chronic pulmonary infections or exocrine 

pancreatic insufficiency [20,21], thus eliminating two major causes of a negative energy 

balance, but CF mice still exhibit low body weight and growth impairment. The F508del 

mice, which carry the mouse equivalent of the most studied human CFTR gene mutation, 

have a growth impairment that persists even when functional CFTR expression is restored 

in the gut by transgene expression in the intestinal epithelium [22,23]. Reduced insulin-like 

growth factor-1 (IGF-1) levels have been implicated in the low body weight [22]. But the 

growth defect is already manifest in the perinatal period, when the IGF-1 levels are very 

low with little difference between the mutant and control animals, suggesting that other 

mechanisms contribute to the low body weight phenotype [22]. The F508del mice have also 

been shown to display increased energy expenditure [23].

Thermogenic adipocytes increase the REE via adaptive thermogenesis, which involves 

regulated heat production in response to environmental signals such as a drop in 

ambient temperature or nutritional excess [24,25]. Recent studies indicate that thermogenic 
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adipocytes are much more extensive in the human body than previously realized and can 

significantly impact cardiometabolic health [26,27]. Thermogenic brown adipose tissue 

(BAT) develops through late gestation in humans and mice [28] and is more prevalent 

in younger individuals who make up most of the CF patient population. Based on our 

observation that the CFTR protein is expressed in BAT in mice, we decided to investigate the 

possibility that loss of CFTR function selectively in BAT alters systemic energy expenditure 

and body weight. We generated BAT-specific CFTR knockout mice (CFTRBATKO) and 

report here that CFTRBATKO mice exhibit higher energy expenditure compared to their 

littermate controls and have an increased capacity for thermogenesis upon cold stimulation. 

CFTRBATKO mice gain less weight than controls on a high-fat diet (HFD). Interestingly, we 

also find that primary brown adipocytes lacking CFTR function have reduced activation of 

the cAMP-PKA signaling pathway and decreased thermogenic respiration, suggesting that 

thermogenesis in other tissues besides BAT may underlie the increase in systemic energy 

expenditure. Our observations point to a previously unappreciated involvement of CFTR 

in regulating adipocyte thermogenesis and have implications for developing therapeutic 

approaches to manipulate energy expenditure in CF.

2. Materials and methods

2.1. Animals

Animal experiments were performed according to the procedures approved by the University 

of California Davis Institutional Animal Care and Use Committee (IACUC). The floxed 

CFTR mice (Cftr tm1Cwr) were obtained from Case Western Reserve University [16]. The 

Ucp1-Cre mice were acquired from the Jackson Laboratory (stock 024670). All mice 

used in this study were on the C57BL/6J background. Unless otherwise noted, mice 

were maintained on standard chow (Teklad Global Rodent Diets) at 22 °C on a 12 h 

light/dark cycle. For a high-fat diet (HFD), mice were fed a diet with 60% fat (Research 

Diets, D12492). All experiments were performed with age-matched BAT-specific CFTR KO 

(CFTRBATKO) and wild-type (WT) littermate mice.

2.2. Isolation and differentiation of brown preadipocytes

Stromal vascular fractions (SVF) from BAT of 4-week-old male CFTRBATKO or WT 

littermate mice were prepared according to published protocols [29]. Briefly, freshly isolated 

adipose tissues were minced and digested in a collagenase D/dispase II-containing digestion 

buffer. SVF was collected by centrifugation and plated in 100 mm plates. At approximately 

80% confluency, cells were treated with 0.25% trypsin-EDTA and replated at 500,000 cells/

well into 6-well plates. Differentiation was induced (day 0) by treating fully confluent cells 

with induction medium (Dulbecco’s Modified Eagle Medium (DMEM) containing 10% 

fetal bovine serum (FBS), 5 μg/ml insulin, 0.5 mM isobutylmethylxanthine (IBMX), 5 μM 

dexamethasone, 125 μM indomethacin, 1 nM 3,3’,5-triiodo-L-thyronine (T3) and 1 μM 

rosiglitazone) for 2 days and cells were then maintained in a medium containing 5 μg/ml 

insulin, 1 nM T3 and 1 μM rosiglitazone until analysis.
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2.3. Body composition and indirect calorimetric analysis

Body composition was measured by dual-energy X-ray absorptiometry (DEXA) under 

isoflurane anesthesia, using a Lunar PIX-Imus II Densitometer (GE Medical Systems).

Energy expenditure, food intake, and physical activity were evaluated in CFTRBATKO and 

WT-littermate mice by indirect respiratory calorimetry in the Comprehensive Lab Animal 

Monitoring System (CLAMS, Columbus Instruments). Animals were acclimated to the 

facility for 1 week prior to initiation of calorimetry at 13 weeks of age. Calorimetry data 

were collected for 48 h at three environmental temperatures (30, 22, and 10 °C).

2.4. Acute cold exposure and body temperature measurement

CFTRBATKO and WT male mice at 10 weeks were singly housed in cages at 10 °C without 

food and with free access to water. The core rectal temperature was measured every hour 

using a thermometer (Bioseb).

2.5. Tissue temperature recording

Mice were anesthetized with 1–4% isoflurane and a thermocouple probe (Sable Systems 

International) was implanted in BAT. Real-time changes in BAT temperature following 

intraperitoneal injection of CL316,243 (1 mg/kg body weight) were recorded with a TC-20 0 

0 thermocouple meter (Sable Systems International).

2.6. Statistics

Data are presented as mean ± s.e.m. For a single comparison, we performed the two-tailed 

Student’s t-test. Two-way ANOVA analysis was performed using GraphPad Prism version 

8.2 (GraphPad Software) for energy expenditure, body weight, glucose tolerance, and tissue 

temperature data.

3. Results

3.1. Brown fat-specific ablation of CFTR increases systemic energy expenditure and 
adaptive thermogenesis

Because adipocyte thermogenesis is an important component of the systemic energy 

expenditure in mice at room temperature (22 °C), we considered the possibility that loss 

of CFTR activity in BAT may impact adipocyte thermogenesis and thereby contribute 

to the elevated energy expenditure in CF mice. The CFTR mRNA was detected in all 

mouse adipose depots examined, including BAT, inguinal white adipose tissue (iWAT) and 

epididymal white adipose tissue (eWAT) (Fig. 1 A). We also assessed protein expression 

using two different CFTR monoclonal antibodies directed at the regulatory domain and 

the second nucleotidebinding domain of the CFTR protein, and both antibodies detected 

CFTR in mouse BAT at levels comparable to those in the lungs (Fig. 1 B). Subcellular 

fractionation with mouse adipose tissues showed that the CFTR protein localizes to the 

cytosolic/microsomal fraction in BAT, as expected (Fig. 1 C). We decided to investigate the 

functional consequences of selectively inactivating CFTR in brown adipocytes.
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We generated a BAT-specific CFTR null mouse model (UCP1-Cre; CFTR f/f or 

CFTRBATKO) by breeding the floxed Cftr mice (Cftr tm1Cwr), which have exon 11 (exon 

10 in legacy nomenclature numbering) floxed, with the Ucp1-Cre mice (Fig. 2 A). Cre-

mediated removal of this floxed allele results in an in-frame deletion and loss of CFTR 

function [16] and has been used by other investigators to inactivate CFTR in a tissue-

specific fashion [31–33]. Because uncoupling protein 1 (Ucp1) is primarily expressed in 

brown adipocytes, the exon 11-deleted allele is present in BAT but not in iWAT or eWAT 

(Supplementary Fig. 1). Lower levels of the UCP1 mRNA have also been detected in some 

other tissues such as adrenal gland and mammary gland, but these tissues express little 

CFTR [34,35]. We confirmed the expression of the Cre recombinase and the deletion of 

CFTR in BAT from CFTRBATKO mice (Supplementary Fig. 2A, B). Whereas global CFTR 

null mouse models typically develop intestinal obstruction and premature death shortly 

after weaning [14,30], CFTRBATKO mice did not exhibit a significant difference from their 

wild-type (WT) littermates (CFTR f/f) in viability or body weight on a regular diet (Fig. 

2 B). The percentage of fat mass relative to the total tissue mass on DEXA was modestly 

lower in CFTRBATKO mice (Fig. 2 C).

When analyzed by indirect calorimetry, CFTRBATKO mice had a higher average 24-hour 

energy expenditure across temperatures compared to WT littermates (Fig. 2 D), as well 

as a higher dark cycle energy expenditure (Fig. 2 E) and a strong trend toward a higher 

light cycle energy expenditure (Fig. 2 F). The difference in energy expenditure between 

WT and CFTRBATKO mice appeared to get larger at lower temperatures, suggesting that 

loss of CFTR becomes functionally significant under conditions of elevated adrenergic 

signaling. Oxygen consumption and carbon dioxide production showed a similar pattern 

without reaching significance (Supplementary Fig. 3A, B). No differences were seen in the 

respiratory exchange ratio (RER), food intake, physical activity, or carbohydrate and fat 

oxidation rates between WT and CFTRBATKO (Supplementary Fig. 3C–G). Because of the 

apparent dependence on adrenergic stimulation, we subjected CFTRBATKO mice and their 

littermates to cold stress, which strongly activates sympathetic output to BAT. Upon acute 

cold exposure at 10 °C, CFTRBATKO mice were better able to maintain their core body 

temperature than WT mice, which dropped their core temperature by about 2 °C over several 

hours (Fig. 2 G). The expression of the UCP1-Cre transgene by itself did not affect systemic 

energy balance or cold tolerance in mice (Supplementary Fig. 4A–F). These data indicate 

that deleting the CFTR gene in BAT increases whole-body energy expenditure and enhances 

heat production.

In addition to mounting a thermogenic response to temperature changes, BAT is also viewed 

as playing a role in diet-induced thermogenesis [36, 37]. On a high-fat diet (60% fat), 

CFTRBATKO mice gained less weight than WT control littermates (Fig. 2 H) despite having 

the same amount of food intake (Supplementary Fig. 3H). Furthermore, CFTRBATKO mice 

displayed enhanced glucose tolerance and insulin sensitivity compared to WT littermates 

(Fig. 2 I,J), which are likely a consequence of the lower body weight. These data uncover a 

new role for BAT CFTR in regulating whole-body energy metabolism.
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3.2. CFTR deficiency impairs thermogenesis in BAT and isolated primary brown 
adipocytes

To assess local tissue heat generation in response to adrenergic activation, we implanted a 

thermocouple probe in BAT and monitored real-time changes in BAT temperature following 

intraperitoneal administration of the β3-adrenergic agonist CL316,243. Unexpectedly, the 

rate of temperature increase in BAT was lower in CFTRBATKO mice (Fig. 3 A). We 

also examined the BAT expression levels of several adipocyte thermogenesis- and lipolysis-

related genes following acute cold exposure and found PGC1 α and HSL were lower in 

CFTRBATKO BAT compared to WT BAT, while others such as Ucp1 and Prdm16 showed a 

trend toward downregulation (Fig. 3 B). These observations suggest that the systemic effects 

of BAT CFTR ablation on thermogenesis may not be cell autonomous.

Next, we isolated mature adipocytes and stromal vascular fraction (SVF) from BAT in 

CFTRBATKO mice and WT littermates (Fig. 3 C) to assess adrenergic receptor-mediated 

thermogenic respiration. We observed a significantly lower OCR in CFTR-deficient mature 

brown adipocytes relative to WT brown adipocytes (Fig. 3 D) following β3-adrenergic 

stimulation with CL316,243. Similarly, brown adipocytes differentiated in culture from 

CFTRBATKO BAT SVF consistently showed a lower OCR relative to those differentiated 

from WT BAT SVF (Fig. 3 E). These results indicate that loss of CFTR in brown adipocytes 

reduces their thermogenic capacity.

3.3. Loss of CFTR dampens activation of the cAMP-PKA signaling pathway in brown 
adipocytes

β3-adrenergic signaling is considered to be a dominant pathway governing brown adipocyte 

thermogenesis in response to the environment [38]. Elevated levels of cAMP that result 

from β3-adrenergic stimulation promote activation of protein kinase A (PKA), which 

targets downstream signaling molecules such as p38 mitogen activated kinase (MAPK), 

cAMP response element binding protein (CREB), and hormone sensitive lipase (HSL), 

thus impacting multiple aspects of adaptive thermogenesis including lipolysis, mitochondrial 

regulation, and increased Ucp1 expression and activity. To understand why loss of CFTR 

reduces thermogenic respiration in brown adipocytes, we examined the lipolysis rate, 

HSL phosphorylation, and cAMP levels (Fig. 4 A,B,C). CFTR-deficient brown adipocytes 

exhibited a significantly decreased lipolytic response after β3-adrenergic stimulation (Fig. 

4 A), as well as reduced HSL phosphorylation (Fig. 4 B) and lower cAMP levels (Fig. 

4 C). These results are consistent with blunting of the cAMP-PKA signaling pathway 

and provides an explanation for the impairment of thermogenesis in CFTR null brown 

adipocytes.

4. Discussion

In this study, we have identified a new functional role for CFTR in brown adipocyte 

physiology and the regulation of whole-body energy balance using a mouse model. Because 

CF is a multisystem disease, the consequences of CFTR dysfunction have been investigated 

in many epithelial cell types ranging from the airways, intestines, pancreas, and reproductive 

tracts to sweat glands. However, its role in adipocytes has received relatively little attention. 
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Bederman et al. [39] previously reported CFTR mRNA expression in visceral white fat in 

mice and observed that CF adipocytes were smaller in size than WT adipocytes due to 

lower triglyceride storage, while the number of adipocytes was not affected. Because this 

low triglyceride storage phenotype could be overcome under conditions of carbohydrate 

overfeeding, excess lipids, and lower energy expenditure, it was suggested that limited 

substrate availability in CF mice was a driving factor in the low adiposity [39,40]. Reducing 

systemic energy expenditure could therefore be key to restoring adiposity in CF mice. Our 

study indicated that CFTR is also expressed in BAT, a tissue that specializes in adaptive 

thermogenesis, raising the question of whether loss of CFTR affects BAT thermogenesis. 

Using conditional knockout mice, we have demonstrated here that inactivation of CFTR in 

BAT perturbs brown adipocyte thermogenic function as well as increasing systemic energy 

expenditure, which is evident in the setting of increased adrenergic signaling such as cold 

exposure. These observations highlight the physiological significance of CFTR function in 

BAT.

Under environmental conditions in which cold-induced thermogenesis is activated, it 

becomes clear that loss of CFTR in BAT increases the energy expenditure and predisposes 

mice to developing a negative energy balance. This initially suggested to us that CFTR may 

have an inhibitory role in brown adipocyte thermogenesis and CF mice have overactive 

BAT that dissipates excessive heat and wastes calories. Contrary to our expectations, 

however, primary brown adipocytes isolated from CFTRBATKO mice displayed diminished 

thermogenic capacity as well as reduced activation of the cAMP-PKA pathway. Reconciling 

this with the increased energy expenditure at the systemic level entails other compensatory 

mechanisms of heat production (Fig. 5). With UCP1 knockout mice, which have profoundly 

impaired BAT thermogenesis, multiple compensatory thermogenic mechanisms have been 

proposed, including shivering thermogenesis in skeletal muscle, elevated proton leak in 

muscle mitochondria, and alterations in iWAT such as browning and UCP1-independent 

thermogenesis [41]. Because mice are at thermoneutrality at 30 °C, an ambient temperature 

of 22 °C requires active thermogenesis to maintain the core temperature, and a reliance on 

noncanonical mechanisms not mediated by UCP1 in BAT may lead to additional energy 

expenditure and heat dissipation. UCP1 null mice are resistant to diet-induced obesity 

regardless of the environmental temperature [42], suggesting that comparable mechanisms 

may be operational in the context of diet-induced thermogenesis. In a similar vein, impaired 

BAT thermogenesis in CFTRBATKO mice may lower the metabolic efficiency and necessitate 

greater amounts of ingested energy per body mass gained. This can potentially explain the 

paradoxical increase in whole-body energy expenditure. Because UCP1 is found in beige 

adipocytes, loss of CFTR in these cells may also become significant, especially under cold 

temperature conditions, and result in remodeling of beige fat that contributes to greater 

energy expenditure.

Adrenergic signaling modulates CFTR activity via PKA- dependent activation of CFTR 

[43,44]. We have obtained evidence that loss of CFTR in BAT blunts adrenergic signaling, 

but it remains unclear how CFTR regulates the intracellular cAMP level in brown 

adipocytes. CFTR can interact with other membrane proteins and has been reported to exist 

in a macromolecular complex with the β2-adrenergic receptor in airway epithelial cells [45]. 

CFTR has also been shown to increase the surface density of the adenosine 2B receptor 
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(A2BR) and enhance the adenosine-induced cAMP response [46]. Thus, it is conceivable 

that CFTR directly modulates the β3-adrenergic receptor in brown adipocytes. Another 

possibility is that CFTR may affect the membrane potential directly or indirectly, changing 

intracellular calcium influx and thereby cAMP production. For example, it has been reported 

that a potassium channel, KCNK3, blocks membrane depolarization in brown adipocytes 

[47], lessening calcium entry through voltage- dependent calcium channels and attenuating 

cAMP-PKA signaling. Electrophysiological studies of CFTR null brown adipocytes may 

shed light on these possibilities.

While CF mice do not faithfully reproduce all aspects of human CF, they exhibit 

increased energy expenditure and low weight gain. Both humans and mice possess 

constitutively active and inducible thermogenic fat [48,49], and recent data have highlighted 

the importance of human BAT in metabolic health [26]. In humans, the CFTR mRNA 

expression in deep neck BAT is higher than in subcutaneous WAT [50]. However, there still 

remain some differences between humans and mice. At room temperature, humans do not 

need to activate adipocyte thermogenesis to maintain the core temperature, unlike mice, so 

whether a thermogenic defect in brown adipocytes will trigger compensatory thermogenic 

mechanisms in other tissues is uncertain. BAT thermogenic defects are still relevant in the 

context of diet-induced thermogenesis and may help explain the lower weight gain on a 

calorie dense diet [51].

It would be of interest to know how CFTR modulator drugs affect CF BAT function and 

systemic energy expenditure. Recent studies in CF patients suggest that CFTR modulator 

drugs, which are likely to be the mainstay of CF treatment in the future, confer multiple 

extrapulmonary beneficial effects, including enhanced nutritional status [7]. One small 

clinical study documented a reduction in REE following ivacaftor treatment [52]. Because 

mouse CFTR does not respond well to the modulator drugs, it would be appropriate to 

utilize the humanized F508del mouse model which carries the human CFTR F508del 

transgene in a mouse CFTR null background and also exhibits growth retardation [53].

In conclusion, we have shown a novel role for CFTR in thermogenesis and adrenergic 

signaling in brown adipocytes. Given the emerging importance of human thermogenic fat 

in metabolic health, a better knowledge of how CFTR controls brown adipocyte physiology 

and systemic energy balance will be valuable for the development of new approaches to 

prevent and treat CF-associated metabolic complications.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

We thank Drs. C.A. Hodges and M.L. Drumm for the generous gift of the floxed CFTR mice and the staff at the 
Mouse Metabolic Phenotyping Center at UC Davis for assistance with indirect calorimetry.

Choi et al. Page 8

J Cyst Fibros. Author manuscript; available in PMC 2023 July 10.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



Funding

This work was supported by grants from the Cystic Fibrosis Foundation (YOON16GE0 and 00850I221) and the 
NIH (R56DK132658) to J.C.Y. and from the National Research Foundation of Korea (2022R1I1A1A01063697) to 
K.C.

References

[1]. Riordan JR, Rommens JM, Kerem BS, Alon NOA, Rozmahel R, Grzelczak Z, et al. Identification 
of the cystic fibrosis gene: cloning and characterization of complementary DNA. Science 
1989;245(4922):1066–73. [PubMed: 2475911] 

[2]. Rowe SM, Miller S, Sorscher EJ. Cystic fibrosis. N Engl J Med 2005;352(19):1992–2001. 
[PubMed: 15888700] 

[3]. Yoon JC. Evolving mechanistic views and emerging therapeutic strategies for cystic fibrosis-
related diabetes. J Endocr Soc 2017;1(11):1386–400. [PubMed: 29264462] 

[4]. Yoon JC, Casella JL, Litvin M, Dobs AS. Male reproductive health in cystic fibrosis. J Cyst Fibros 
2019;18:S105–10. [PubMed: 31679721] 

[5]. Kerem E, Reisman J, Corey M, Canny GJ, Levison H. Prediction of mortality in patients with 
cystic fibrosis. N Engl J Med 1992;326:1187–91. [PubMed: 1285737] 

[6]. Annual Data Report 2019, Cystic fibrosis foundation patient registry. Bethesda, Maryland; 2020.

[7]. Litvin M, Yoon JC, Leey Casella J, Blackman SM, Brennan AL. Energy balance and obesity 
in individuals with cystic fibrosis. J Cyst Fibros 2019(Suppl 2):S38–47 Oct 1 18. [PubMed: 
31679728] 

[8]. Singh VK, Schwarzenberg SJ. Pancreatic insufficiency in cystic fibrosis. J Cyst Fibros 
2017;16:S70–8. [PubMed: 28986019] 

[9]. Chinuck R, Dewar J, Baldwin DR, Hendron E. Appetite stimulants for people with cystic fibrosis. 
Cochrane Database of Systematic Reviews, 2014. John Wiley and Sons Ltd; 2014.

[10]. Le C, McCrary HC, Chang E. Cystic fibrosis sinusitis. Adv Otorhinolaryngol 2016;79:29–37. 
[PubMed: 27466844] 

[11]. Fried MD, Durie PR, Tsui LC, Corey M, Levison H, Pencharz PB. The cystic fibrosis gene and 
resting energy expenditure. J Pediatr 1991;119(6):913–16. [PubMed: 1960606] 

[12]. Girardet JP, Tounian P, Sardet A, Veinberg F, Grimfeld A, Tournier G, et al. Resting energy 
expenditure in infants with cystic fibrosis. J Pediatr Gastroenterol Nutr 1994;18(2):214–19. 
[PubMed: 8014770] 

[13]. Stallings VA, Tomezsko JL, Schall JI, Mascarenhas MR, Stettler N, Scanlin TF, et al. Adolescent 
development and energy expenditure in females with cystic fibrosis. Clin Nutr 2005;24(5):737–
45. [PubMed: 16182037] 

[14]. Bell SC, Saunders MJ, Elsborn JS, Shale DJ. Resting energy expenditure and oxygen cost of 
breathing in patients with cystic fibrosis. Thorax 2006;51(2):126–31.

[15]. Zeiher BG, Eiwald E, Zabner J, Smith JJ, Puga AP, McCray PB Jr, et al. A mouse model for the 
delta F508 allele of cystic fibrosis. J Clin Invest 1995;96(4):2051–64. [PubMed: 7560099] 

[16]. Hodges CA, Cotton CU, Palmert MR, Drumm ML. Generation of a conditional null allele for 
Cftr in mice. Genesis 2008;46(10):546–52. [PubMed: 18802965] 

[17]. Tuggle KL, Birket SE, Cui X, Hong J, Warren J, Reid L, et al. Characterization of defects in 
ion transport and tissue development in Cystic Fibrosis Transmembrane Conductance Regulator 
(CFTR)-knockout rats. PLoS One 2014;9(3):e91253. [PubMed: 24608905] 

[18]. Rogers CS, Stoltz DA, Meyerholz DK, Ostedgaard LS, Rokhlina T, Taft PJ, et al. 
Disruption of the CFTR gene produces a model of cystic fibrosis in newborn pigs. Science 
2008;321(5897):1837–41. [PubMed: 18818360] 

[19]. Sun X, Sui H, Fisher JT, Yan Z, Liu X, Cho HJ, et al. Disease phenotype of a ferret CFTR-
knockout model of cystic fibrosis. J Clin Invest 2010;120(9):3149–60. [PubMed: 20739752] 

[20]. Shah VS, Meyerholz DK, Tang XX, Reznikov L, Alaiwa MA, Ernst SE, et al. 
Airway acidification initiates host defense abnormalities in cystic fibrosis mice. Science 
2016;J351(6272):503–7.

Choi et al. Page 9

J Cyst Fibros. Author manuscript; available in PMC 2023 July 10.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



[21]. Grubb BR, Boucher RC. Pathophysiology of gene-targeted mouse models of cystic fibrosis. 
Physiol Rev 1999;79(1 Suppl):S193–214. [PubMed: 9922382] 

[22]. Darrah R, Bederman I, Vitko M, Valerio DM, Drumm ML, Hodges CA. Growth deficits in cystic 
fibrosis mice begin in utero prior to IGF-1 reduction. PLoS One 2017;12(4):e0175467. [PubMed: 
28384265] 

[23]. Darrah RJ, Bederman IR, Mitchell AL, Hodges CA, Campanaro CK, Drumm ML, et al. 
Ventilatory pattern and energy expenditure are altered in cystic fibrosis mice. J Cyst Fibros 
2013;12(4):345–51. [PubMed: 23290341] 

[24]. van Marken Lichtenbelt WD, Schrauwen P. Implications of nonshivering thermogenesis for 
energy balance regulation in humans. Am J Physiol Regul Integr Comp Physiol 2011;301:R285–
96. [PubMed: 21490370] 

[25]. Jung SM, Sanchez-Gurmaches J, Guertin DA. Brown adipose tissue development and 
metabolism. Handb Exp Pharmacol 2019;251:3–36. [PubMed: 30203328] 

[26]. Becher T, Palanisamy S, Kramer DJ, Eljalby M, Marx SJ, Wibmer AG, et al. Brown adipose 
tissue is associated with cardiometabolic health. Nat Med 2021(1):58–65 Jan 1 27. [PubMed: 
33398160] 

[27]. Leitner BP, Huang S, Brychta RJ, Duckworth CJ, Baskin AS, et al. Mapping of human brown 
adipose tissue in lean and obese young men. Proc Natl Acad Sci USA 2017;114(32) 8649–8564. 
[PubMed: 28739898] 

[28]. Symonds ME, Pope M, Sharkey D, Budge H. Adipose tissue and fetal programming. 
Diabetologia 2012;55(6):1597–606. [PubMed: 22402988] 

[29]. Aune UL, Ruiz L, Kajimura S. Isolation and differentiation of stromal vascular cells to beige/
brite cells. J Vis Exp 2013(73):50191. [PubMed: 23568137] 

[30]. Snouwaert JN, Brigman KK, Latour AM, Malouf NN, Boucher RC, Smithies O, Koller BH. 
An animal model for cystic fibrosis made by gene targeting. Science 1992;257(5073):1083–8. 
[PubMed: 1380723] 

[31]. Jiang K, Jiao S, Vitko M, Darrah R, Flask CA, Hodges CA, Yu X. The impact of Cystic 
Fibrosis Transmembrane Regulator disruption on cardiac function and stress response. J Cyst 
Fibro 2016;15(1):34–42.

[32]. Berg P, Svendsen SL, Sorensen MV, Larsen CK, Andersen JF, Jensen-Fangel S, et al. Impaired 
renal HCO 3 − excretion in cystic fibrosis. J Am Soc Nephrol 2020;31(8):1711–27. [PubMed: 
32703846] 

[33]. Mueller C, Braag SA, Keeler A, Hodges C, Drumm M, Flotte TR. Lack of cystic fibrosis 
transmembrane conductance regulator in CD3 + lymphocytes leads to aberrant cytokine secretion 
and hyperinflammatory adaptive immune responses. Am J Respir Cell Mol Biol 2011;44(6):922–
9. [PubMed: 20724552] 

[34]. Yue F, Cheng Y, Breschi A, Vierstra J, Wu W, Ryba T, et al. A comparative encyclopedia of DNA 
elements in the mouse genome. Nature 2014;515:355–64. [PubMed: 25409824] 

[35]. Lattin JE, Schroder K, Su AI, Walker JR, Zhang J, Wiltshire T, et al. Expression analysis 
of G protein-coupled receptors in mouse macrophages. Immunome Res 2008;4:5. [PubMed: 
18442421] 

[36]. Rothwell NJ, Stock MJ. A role for brown adipose tissue in diet-induced thermogenesis. Nature 
1979;281:31–5. [PubMed: 551265] 

[37]. Saito M, Matsushita M, Yoneshiro T, Okamatsu-Ogara Y. Brown adipose tissue, diet-induced 
thermogenesis, and thermogenic food ingredients: from mice to men. Front Endocrinol 
(Lausanne) 2020;11:222. [PubMed: 32373072] 

[38]. Carpentier AC, Blondin DP, Virtanen KA, Richard D, Haman F, Turcotte ÉE. Brown adipose 
tissue energy metabolism in humans. Frontiers in Endocrinology, 9. Frontiers Media S.A.; 2018.

[39]. Bederman I, Discenna A, Henderson L, Perez A, Klavanian J, Kovtun D, et al. Small adipose 
stores in cystic fibrosis mice are characterized by reduced cell volume, not cell number. Am J 
Physiol - Gastrointest Liver Physiol 2018;315(6):G943–53. [PubMed: 30188751] 

[40]. Bederman IR, Pora G, O’Reilly M, Poleman J, Spoonhower K, Puchowicz M, et al. Absence 
of leptin signaling allows fat accretion in cystic fibrosis mice. Am J Physiol Gastrointest Liver 
Physiol 2018;315(5):G685–98. [PubMed: 30118352] 

Choi et al. Page 10

J Cyst Fibros. Author manuscript; available in PMC 2023 July 10.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



[41]. Meyer CW, Willershauer M, Jastroch M, Rourke BC, Fromme T, Oelkrug R, et al. Adaptive 
thermogenesis and thermal conductance in wild-type and UCP1-KO mice. Am J Physiol Regul 
Integr Comp Physiol 2010;299(5).

[42]. Maurer SF, Fromme T, Mocek S, An Z, Klingenspor M. Uncoupling protein 1 and the capacity 
for nonshivering thermogenesis are components of the glucose homeostatic system. Am J Physiol 
Endocrinol Metab 2020;318(2):E198–215. [PubMed: 31714796] 

[43]. Mihalyi C, Iordanov I, Torocsik B, Csanady L. Simple binding of protein kinase A prior to 
phosphorylation allows CFTR anion channels to be opened by nucleotides. Proc Natl Acad Sci U 
S A. 2020;S117(35):21740–6.

[44]. Alzamora R, King JD Jr, Hallows KR. CFTR regulation by phosphorylation. Methods Mol Biol 
2011;741:471–88. [PubMed: 21594802] 

[45]. Naren AP, Cobb B, Li C, Roy K, Nelson D, Heda GD, Liao J, Kirk KL, Sorscher EJ, Hanrahan 
J, Clancy JP. A macromolecular complex of beta 2 adrenergic receptor, CFTR, and ezrin/radixin/
moesin-binding phosphoprotein 50 is regulated by PKA. Proc Natl Acad Sci U S A 20 03;J10 
0(1):342–6.

[46]. Watson MJ, Lee SL, Marklew AJ, Gilmore RC, Gentzsch M, Sassano MF, Gray MA, Tarran R. 
The cystic fibrosis transmembrane conductance regulator (CFTR) uses its C-terminus to regulate 
the A2B adenosine receptor. Sci Rep 2016;6:27390. [PubMed: 27278076] 

[47]. Chen Y, Zeng X, Huang X, Serag S, Woolf CJ, Spiegelman BM. Crosstalk between KCNK3-
mediated ion current and adrenergic signaling regulates adipose thermogenesis and obesity. Cell 
2017;171(4):836–48 e13. [PubMed: 28988768] 

[48]. Cypess AM, White AP, Vernochet C, Schulz TJ, Zue R, Sass CA, et al. Anatomical localization, 
gene expression profiling and functional characterization of adult human neck brown fat. Nat 
Med 2013;19(5):635–9. [PubMed: 23603815] 

[49]. de Jong JMA, Sun W, Pires ND, Frontini A, Balaz M, Jespersen NZ, et al. Human brown adipose 
tissue is phenocopied by classical brown adipose tissue in physiologically humanized mice. Nat 
Metab 2019;1(8):830–43. [PubMed: 32694768] 

[50]. Perdikari A, Leparc GG, Balaz M, Pires ND, Lidell ME, Sun W, et al. BATLAS: deconvoluting 
brown adipose tissue. Cell Rep 2018;25(3):784–97 e4. [PubMed: 30332656] 

[51]. Saito M, Matsushita M, Yoneshiro T, Okamatsu-Ogura Y. Brown adipose tissue, diet-induced 
thermogenesis, and thermogenic food ingredients: from mice to men. In: Frontiers in 
Endocrinology, 11. Frontiers Media S.A.; 2020. p. 222. [PubMed: 32373072] 

[52]. Stallings V, Sainath N, Oberle M, Bertolaso C, Schall JI. Energy balance and mechanisms of 
weight gain with Ivacaftor treatment of cystic fibrosis gating mutations. J Pediatr 2018;201:229–
37 e4. [PubMed: 30029855] 

[53]. Hodges CA, Cotton C, McHugh D, Steele M, Valerio D, Gawenis L, Clarke LL, Conlon 
R, Drumm ML. Utilization of humanized CFTR mouse models to test CF therapies. Pediatr 
Pulmonol 2018;53(S2):210.

Choi et al. Page 11

J Cyst Fibros. Author manuscript; available in PMC 2023 July 10.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



Fig. 1. 
CFTR is expressed in thermogenic brown fat in mice. (A) mRNA expression of CFTR gene 

in mouse tissues detected by qPCR using a primer pair targeting the 3’-UTR region of the 

CFTR gene. n = 5. Data are presented as mean ± s.e.m. (B) Immunoblotting of CFTR 

protein in mouse tissues with the CFTR monoclonal antibodies #596 and #450. Ponceau 

S staining is used as a loading control. (C) Immunoblotting of nuclear (Nuc), cytosolic/

microsomal (C/M), and mitochondrial (Mito) fractions for CFTR protein with the CFTR 
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monoclonal antibody #450. LMNA, nuclear marker; GAPDH, cytosolic marker; COX IV, 

nuclear/mitochondrial marker.
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Fig. 2. 
Genetic disruption of CFTR in BAT enhances whole-body thermogenesis and attenuates 

diet-induced obesity. (A) Breeding strategy to generate CFTRBATKO mice (Ucp1-Cre, CFTR 
f/f) and their WT littermates (CFTR f/f). (B) Body composition analysis by DEXA in 

11-week-old male CFTRBATKO mice and WT littermate controls fed regular chow at 22 

°C. n = 9 per group. (C) Percent body fat normalized to total tissue mass (TTM). n = 9 

per group. (D) Average 24-hour energy expenditure (Kcal/24 h), (E) average dark cycle 

energy expenditure (Kcal/h), and (F) average light cycle energy expenditure (Kcal/h) in 

11-week-old male CFTRBATKO mice and WT littermate controls at 30 °C, 22 °C, and 
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10 °C environmental temperatures; n = 9 per group. ANOVA p -value is determined 

by a comparison between WT and KO across 30 °C, 22 °C, and 10 °C. (G) Core 

rectal temperature of singly housed mice upon transition from 22 °C to 10 °C. WT, n 

= 7; CFTRBATKO, n = 5. (H) Body weight of CFTRBATKO and WT mice during HFD 

feeding. WT, n = 9; CFTRBATKO, n = 10. The black arrows indicate the time when the 

glucose tolerance test (GTT) and insulin tolerance test (ITT) were performed. (I) GTT in 

CFTRBATKO and WT mice after 13 weeks of HFD. WT, n = 6; CFTRBATKO, n = 8. (J) ITT 

in CFTRBATKO and WT mice after 14 weeks of HFD. WT, n = 8; CFTRBATKO, n = 10.

Data are presented as mean ± s.e.m. P -values are determined by two-tailed Student’s 

t-test (B, C, G), two-way ANOVA with post-hoc Tukey test (D, E, F) or two-way ANOVA 

followed by Fisher’s LSD test (H, I, J). *p < 0.05; **p < 0.01; ***p < 0.001.
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Fig. 3. 
BAT and brown adipocytes from CFTRBATKO mice exhibit impaired thermogenic response 

to adrenergic stimulation. (A) Changes in BAT temperature following intraperitoneal 

CL316,243 injection (1 mg/kg) in CFTRBATKO and WT littermate controls. n = 4 for 

both groups. (B) Real-time qPCR analysis of thermogenesis- and lipolysis-related genes 

in BAT from 10-week-old male CFTRBATKO (n = 7) and WT-littermates (n = 8) after 5 

hours of acute cold exposure at 10 °C. (C) Isolation of mature brown adipocytes and the 

stromal vascular fraction (SVF) from BAT for measurements of the oxygen consumption 
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rate (OCR). Ins, Insulin; Rosg, Rosiglitazone; T3, Triiodothyronine. (D) OCR measurements 

in mature brown adipocytes isolated from CFTRBATKO or WT mice. Cells were treated 

with 10 μM CL316,243 (CL) and immediately used for OCR measurements. n = 4 for 

both groups. (E) OCR measurements in fully differentiated brown adipocytes derived from 

CFTRBATKO BAT compared to WT BAT. CL316,243 (10 μM) was used for β3-adrenergic 

stimulation. n > 3 for each group.

Data are presented as mean ± s.e.m. P -values are determined by two-tailed Student’s t-test. 

*p < 0.05; ***p < 0.001.
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Fig. 4. 
CFTR deficiency in brown adipocytes reduces activation of the canonical adrenergic 

signaling pathway. (A) Lipolysis rate of differentiated brown adipocytes derived from 

CFTRBATKO and WT-littermates following 10 μM CL316,243 stimulation. WT, n = 4; 

KO, n = 3. (B) Immunoblot of total and phosphorylated HSL in differentiated brown 

adipocytes with or without CL316,243 treatment (10 μM). Bar graph indicates quantification 

of phospho-HSL in the blot (n = 4 for each group). (C) cAMP levels of differentiated WT 

and CFTRBATKO brown adipocytes treated with CL316,243 and IBMX (n = 4 for each 

group).
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Data are presented as mean ± s.e.m. P -values are determined by two-tailed Student’s t-test. 

*p < 0.05; **p < 0.01; ***p < 0.001.
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Fig. 5. 
A schematic diagram of the impact of CFTR loss on the cAMP-PKA signaling pathway and 

systemic thermogenesis.
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