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ABSTRACT
In clear cell renal cell carcinoma (ccRCC), activation of hypoxic signaling induces NADH dehydrogenase 
(ubiquinone) 1 alpha subcomplex, 4-like 2 (NDUFA4L2) expression. Over 90% of ccRCCs exhibit over
expression of NDUFA4L2, which we previously showed contributes to ccRCC proliferation and survival. 
The function of NDUFA4L2 in ccRCC has not been fully elucidated. NDUFA4L2 was reported to reduce 
mitochondrial respiration via mitochondrial complex I inhibition. We found that NDUFA4L2 expression in 
human ccRCC cells increases the extracellular acidification rate, indicative of elevated glycolysis. 
Conversely, NDUFA4L2 expression in non-cancerous kidney epithelial cells decreases oxygen consump
tion rate while increasing extracellular acidification rate, suggesting that a Warburg-like effect is induced 
by NDUFA4L2 alone. We performed mass-spectrometry (MS)-based proteomics of NDUFA4L2 associated 
complexes. Comparing RCC4-P (parental) ccRCC cells with RCC4 in which NDUFA4L2 is knocked out by 
CRISPR-Cas9 (RCC4-KO-643), we identified 3,215 proteins enriched in the NDUFA4L2 immunoprecipitates. 
Among the top-ranking pathways were “Metabolic Reprogramming in Cancer” and “Glycolysis Activation 
in Cancer (Warburg Effect).” We also show that NDUFA4L2 enhances mitochondrial fragmentation, 
interacts with lysosomes, and increases mitochondrial-lysosomal associations, as assessed by high- 
resolution fluorescence microscopy and live cell imaging. We identified 161 lysosomal proteins, including 
Niemann-Pick Disease Type C Intracellular Cholesterol Transporters 1 and 2 (NPC1, NPC2), that are 
associated with NDUFA4L2 in RCC4-P cells. RCC4-P cells have larger and decreased numbers of lysosomes 
relative to RCC4 NDUFA4L2 knockout cells. These findings suggest that NDUFA4L2 regulates mitochon
drial-lysosomal associations and potentially lysosomal size and abundance. Consequently, NDUFA4L2 
may regulate not only mitochondrial, but also lysosomal functions in ccRCC.
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Introduction

Kidney cancer is one of the most common cancers, affecting 
over 300,000 people worldwide and causing 100,000 deaths per 
year,1 with clear cell renal cell carcinoma (ccRCC) accounting 
for approximately 80% of all kidney cancers.2 Clear cell RCCs 
can be highly aggressive, and although ccRCC-targeted thera
pies and immunotherapies have improved patient survival,3 the 
current treatment of advanced ccRCC is associated with a sur
vival rate of only 8% for stage IV patients.4,5 Consequently, there 
remains a need for additional therapies for the prevention and 
treatment of advanced ccRCCs.

Clear cell RCC is generally caused by loss of function of the 
von Hippel-Lindau (VHL) tumor-suppressor gene.6 This 
results in constitutive activation of the transcription factor 
hypoxia-inducible factors−1α and −2α (HIF-1α and HIF-2α), 
leading to the transcriptional activation of hypoxia stimulated 

genes during normoxia.7 We previously demonstrated that 
NADH dehydrogenase [ubiquinone] 1 alpha subcomplex, 4- 
like 2 (NDUFA4L2), a HIF-1α target gene, is expressed at 40– 
60-fold higher levels in the majority (>90%) of ccRCC tumors 
relative to normal human kidneys.8 Additionally, ccRCC 
patients with the highest levels of NDUFA4L2 exhibit a lower 
survival rate.8 Our previous studies also suggest that 
NDUFA4L2 is critical for ccRCC cell proliferation, since 
knockdown of NDUFA4L2 in ccRCC cell lines results in 
decreased cell proliferation and decreased colony formation.8 

NDUFA4L2 enhances the deposition of lipids and carbonic 
anhydrase 9 expression, a marker of ccRCC,9 in a murine 
ccRCC model.10 Therefore, NDUFA4L2 presents a novel 
molecular target for inhibition in ccRCC.

The function of NDUFA4L2 is not well understood. 
NDUFA4L2 is expressed in normal tissues primarily under 
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hypoxic conditions, so it has not been studied extensively.8 

NDUFA4L2 was shown to inhibit mitochondrial complex I 
activity in mouse embryonic fibroblasts (MEFs) and to be 
localized in mitochondria.11 We report here that NDUFA4L2 
expression causes a Warburg-like shift from mitochondrial 
respiration to glycolysis, which is also reflected by increased 
numbers of fragmented mitochondria. Additionally, 
NDUFA4L2 expression increases the lysosomal diameter and 
decreases the number of lysosomes in RCC4 cells. Taken 
together, our data suggest that NDUFA4L2 functions to reg
ulate both mitochondrial and lysosomal activities in ccRCC 
cells.

Methods

Cell culture

The RCC4 line (RCC4-P, P = Parental) is derived from a Von 
Hippel-Lindau (VHL) deficient primary human tumor (acti
vated HIF1α signaling) and is used as a model for VHL- 
dependent mechanisms.12–14 The HK-2 cell line is an immor
talized, non-tumorigenic human proximal tubule cell line with 
a functional, VHL-mediated repression of HIF1α. Both cell 
lines, from ATCC, were cultured in Dulbecco’s Modified 
Eagle’s Medium (DME) containing 10% Fetal Calf Serum 
(FCS, R&D Systems, S10250) with 5% CO2. Media was chan
ged every 2–3 days, and cells were grown to 85% confluency in 
15 cm plates. Once cells reached 85% confluency, cells were 
split using 0.25% Trypsin-EDTA 1X (Gibco, 25200–056). Cells 
were tested periodically for mycoplasma using PCR testing.

Generation of cell lines

CRISPR/Cas9 constructs for generation of the NDUFA4L2 
knockout (KO) line, RCC4-KO-643, were generated using 
the lentiCRISPR v2 vector (Addgene 52961) supplemented 
with a gRNA-targeting sequence 
(CTCAGGCGGTTCCAGGGCTC). Lentiviral transduction 
and puromycin selection of RCC4-P cells gave rise to the 
polyclonal knockout (KO) line RCC4-KO-643. Synthetic 
RNA (identical targeting sequence) was also used for generat
ing NDUFA4L2 KO cells without antibiotic selection 
(Synthego). Polyclonal populations were genotyped by Next- 
Gen Amplicon Sequencing and analyzed in CRISPResso2.0. 
Single-cell dilutions were plated and individual clones were 
genotyped by PCR amplification, followed by TIDE analysis.15 

This approach resulted in the generation of the monoclonal 
NDUFA4L2 KO line RCC4-Mc-2. The primers hNDUFA4L2 
(-)M (CCGGTCCTTCTTCAGCTTCTTA) and hNDUFA4L2 
(+)M (AGCCTCCGGGTGGAGCTTG) were used to generate 
a 326 bp amplicon spanning the gRNA targeting site. For more 
information on cell lines used and their corresponding experi
ments refer to Supplementary Table 1.

Generation of HK-2-myc-FLAG-NDUFA4L2 cells

The NDUFA4L2 coding sequence was amplified by PCR on 
cDNA derived from RCC4 cells. The myc-FLAG-NDUFA4L2 
construct was generated by cloning PCR fragments into the 

empty pQCXIH vector from Clontech 631516 (PT3668). The 
cloning replaced the natural stop codon of NDUFA4L2 with a 
sequence coding for Myc- (EQKLISEEDL) and FLAG- 
(DYKDDDDK) epitopes. HK-2-Empty Vector (HK-2-EV) 
and HK-2-myc-FLAG-NDUFA4L2 (HK-2-F-NDU) cells 
were generated by hygromycin selection of HK-2 cells trans
duced with empty pQCXIH and myc-FLAG-NDUFA4L2- 
QCXIH expression vectors, respectively. Transgene expression 
was verified using western blotting for FLAG and NDUFA4L2 
epitopes.

Immunocytochemistry

We performed co-immunofluorescence (co-IF) on RCC4- 
Parental (RCC4-P) cells and RCC4-NDUFA4L2-KO (RCC4- 
KO-643) cells with NDUFA4L2 antibodies and different orga
nelle/protein markers. Cells were seeded overnight and then 
treated with 50 µM MitoTracker Deep Red FM 
(ThermoFisher, M22426). Cells were then fixed with 4% par
aformaldehyde (Electron Microscopy Sciences, 15710) and 
washed in phosphate buffered saline (PBS). Formaldehyde 
was quenched in 50 mM ammonium chloride for 20 minutes. 
Cells were permeabilized with either 0.1% Triton-X for 10 min
utes or 0.075% saponin, and then blocked in 0.5% BSA (Roche, 
10735086001) with 0.075% saponin for 1 h at room tempera
ture. Primary antibody dilutions for NDUFA4L2 (Proteintech, 
16480-1-AP) were prepared at 1:16,000 (high resolution and 
super-resolution microscopy) dilution in 0.075% saponin 
blocking solution and applied to all wells except the negative 
control wells. Cells were incubated in primary antibody dilu
tions for 1 h at room temperature and then at 4°C overnight. 
Cells were washed with blocking solution and secondary anti
body solutions; anti-Rabbit (Alexa Fluor 488, Invitrogen 
32790) and anti-Mouse (Alexa Fluor 594, Invitrogen 32744) 
were prepared at 1:500 (high resolution and super-resolution 
microscopy) in blocking solution. Cells were incubated in 
secondary solutions, washed first in blocking solution, and 
then in PBS. Cells were incubated with Hoechst Dye 33342 
(ThermoFisher, H3570) nuclear stain dilution overnight at 4°C 
and then mounted in 2,2’-Thiodiethanol (Sigma Aldrich, 
166782). Cell fluorescence was visualized and imaged within 
the next 1–3 hours. Primary antibodies used: LAMP1 
(ThermoFisher, MA51812, 1:50), LAMP2 (Developmental 
Studies in Hybridoma Bank, H4B4, 1:50).

Live cell imaging

Cells were seeded at 10,000 cells/well in 24-well plates 
(Cellvis, P24-1.5 H-N) overnight. Cells were cultured 
under non-starvation conditions (HBSS (Corning, 21–022- 
CV), 1% MEM nonessential amino acids (Corning, 25–025- 
Cl), 1% L-glutamine (Sigma, CAS#58-85-9), 1% serum), or 
starvation conditions (HBSS) for a total of 6 h. After 4 h, 
cells were treated with 50 µM MitoTracker Deep Red FM 
and 50 µM LysoTracker Green DND-26 (Invitrogen, Ref 
L7526). After 2 h with LysoTracker and MitoTracker, cells 
were imaged under normoxic conditions. After normoxic 
images were acquired, the cells were exposed to hypoxic 
conditions (1% to 5% oxygen) and imaged. For image 
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acquisition, a widefield setup, including a 40X/1.4NA objec
tive and Hamamatsu Flash4.0v2 sCMOS camera mounted 
on a confocal Zeiss Axio Observer Z1 was used with Zeiss 
Zen 2.6 acquisition software.

Expansion microscopy

For expansion microscopy, cells were seeded at 10,000 cells/ 
well on sterilized cover glass slips in 24-well plates (Cellvis, 
P24-1.5 H-N) and underwent co-IF as described above for 
super-resolution microscopy. After post-secondary PBS 
washes, cells were imaged using the LSM 880 microscope to 
acquire pre-expansion super-resolution microscopy images. 
The cells underwent anchoring treatment overnight in 0.1 
mg/mL Acryloyl X-SE solution. The next day, the cells were 
washed twice in PBS for 15 minutes each and then treated with 
gelatin solution (10% TEMED, 10% ammonium persulfate 
(APS) for 1 h in 37°C incubator protected from light. Cells 
were digested overnight at room temperature with digestion 
buffer (50 mM Tris, 1 mM EDTA, 0.1% Triton X-100, 0.8 M 
guanidine HCl). The next day, the cells were washed in PBS for 
5 min, and then again in PBS for 1 h. Cells were then imaged 
using the LSM 880 microscope to check for staining intensity. 
For weaker staining, cells were re-stained as described above 
for co-IF. After re-staining, the cells were expanded by wash
ing 3–5 times in excess water (at least 10x the final gel volume) 
for 1 h each wash. Expanded cells were imaged using the LSM 
880 laser-scanning confocal microscope.

Western blotting

Western blotting was performed as previously described.8 

Primary antibodies were used (1:1,000 in 5% milk): 
NDUFA4L2 (Abcam ab74138, rabbit polyclonal), 
NDUFA4L2 (Proteintech 66050-1-Ig, mouse monoclonal), 
FLAG (GenScript, A00187S, mouse monoclonal). Secondary 
antibodies: anti-Rabbit IgG (Jackson, 711–135-052, 1:10,000 
diluted in 5% milk), anti-Mouse IgG (Jackson, 715–035-150, 
1:10,000 diluted in 5% milk).

Dynabead-antibody coupling

Dynabeads® M-270 Epoxy was coupled to NDUFA4L2 anti
body (Abcam, ab74138) or Anti-Rabbit IgG (Cell Signaling, 
2729) using the Life Technologies Dynabeads® Antibody 
Coupling Kit (14311D) as per manufacturer’s instructions.

Immunoprecipitation (IP)

Cells were washed three times in cold PBS and harvested in 
radioimmunoprecipitation assay (RIPA) buffer. Cells were 
lysed on rockers for 30 min at 4°C, and then centrifuged at 
13,000 g for 10 minutes at 4°C. Supernatant was collected, and 
protein was quantified. Protein lysate (2 mg) was incubated 
with NDUFA4L2 antibody-coupled Dynabeads for 12 hours at 
4°C. Protein-antibody-bead complexes were then washed three 
times with a RIPA buffer and eluted in the final sample buffer 
at 95°C. Immunoprecipitation was performed on three sepa
rate biological repeats for each group.

Mass spectrometry

After verifying that NDUFA4L2 was immunoprecipitated, we 
determined the proteins immunoprecipitated in RCC4-P versus 
RCC4-KO-643 cell extracts. We first loaded the immunopreci
pitation samples (~1.5 mg each) onto a 12% Bis-Tris gel. 
Samples were electrophoresed into the gel, and the gel was 
fixed with the same Fixative Solution used with the Pierce 
Silver Stain Kit for Mass Spectrometry (ThermoFisher, 24600). 
The gel then underwent in-gel trypsin digestion, followed by 
peptide desalting and LC-MS/MS analysis for protein identifi
cation using an Easy-nLC 1200 coupled to an Orbitrap Fusion 
Lumos mass spectrometer. We used label-free spectral counting 
to quantitate protein abundance. MaxQuant software was used 
to process data and to search against the UniProt human 
protein database. The LC-MS/MS was performed on three 
biological replicates per group by Drs. Mengmeng Zhu and 
Guoan Zhang in the Weill Cornell Medicine LC-MS/MS Core.

Proteomics analysis

Contaminating peptides (i.e. keratins and non-human proteins) 
were removed from the analysis. For proteomics analysis, inten
sity values of protein groups were used. RCC4-P IP samples 
were compared with either RCC4-KO-643 IP samples or IgG 
(control) IP samples. Each group contained 3 IP samples. 
Proteins under the following conditions were removed: 
Intensity = 0 in at least 5 of 6 replicates, or proteins with 
intensity recorded in only one replicate in both sets. 
Enrichment scores were calculated by computing the log2 
ratio of RCC4-P:RCC4-KO-643 or RCC4-P:IgG. GO Cellular 
Component, Elsevier Pathway Collection, HumanCyc, GSEA 
MSigDB Hallmark Pathway, and GSEA Oncogenic Signature 
analyses were performed using the EnrichR database.16–18 The 
enrichment analysis from respective databases is presented in 
whole, without selective presentation. Heatmaps were generated 
using the Morpheus analysis software.19 Proteomic analysis was 
performed on three separate biological repeats for each sample 
group; the entire mass spectrometry experiment was performed 
three times starting with different frozen cell stocks.

Statistical analysis and experimental robustness

All the experiments were performed at least three times (n = 3 
or >3). Student t test was performed on at least three separate, 
independent experiments (n = 3 or >3) using the Graph Pad 
Prism 9 software. Proteomics data were analyzed with 
MaxQuant and Enrichr software.16–18,20 The p-values are cal
culated with Enrichr software. The p-value is computed from 
the Fisher's exact test, which is a proportion test that assumes a 
binomial distribution and independence for the probability of 
any gene belonging to any set.

Results

NDUFA4L2 elicits a glycolytic shift in both HK-2 and RCC4 
ccRCC cells

To assess the functions of NDUFA4L2 in ccRCC cells, we 
utilized a human ccRCC cell line RCC4 (RCC4-P) which 
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expresses high levels of endogenous NDUFA4L2 in the pre
sence of activated HIF-1α signaling.8 We first used CRISPR- 
Cas9 gene-editing technology to knock out (KO) NDUFA4L2 
in RCC4-P (Figure 1a) and confirmed the NDUFA4L2 KO in 
the RCC4-KO-643 polyclonal cell line via amplicon next-gen
eration sequencing (Figure 1b) and Western blotting (Figure 
1c). Synthetic gRNAs were used to generate the single cell 

clonal NDUFA4L2 KO cell line RCC4-Mc-2, and we con
firmed the complete KO using western blotting (Figure 1d). 
To model NDUFA4L2 in a cell line devoid of basal hypoxic 
signaling, we also generated an HK-2 cell line that expresses 
myc-FLAG-NDUFA4L2 (HK-2-F-NDU) and verified expres
sion of both NDUFA4L2 and FLAG by immunoblotting 
(Figure 1e & figure 1f).

Figure 1. Caption: Generation of cell lines. Figure 1 Alt Text: Genomic map of hNDJUFA4L2 with gRNA annotations (A). Graphical representation showing deletion 
frequency of NDUFA4L2 via Next-Generation Sequencing (B). Western blot that shows 13 kDa band for NDUFA4L2 present in RCC4-P cells but absent in RCC4-KO-643 
cells (C). Western blot that shows 13 kDa band for NDUFA4L2 present in RCC4-P cells but absent in RCC4-Mc-2 cells (D). NDUFA4L2 Western blot showing 18 kDa band 
for Myc-FLAG-NDUFA4L2 present in HK2-F-NDU cells but absent in HK2-P and HK2-EV cells (E). FLAG Western blot showing 18 kDa band for Myc-FLAG-NDUFA4L2 
present in HK2-F-NDU cells but absent in HK2-P, HK2-EV, and RCC4-P cells (F). Figure 1 legend: Genomic map of hNDUFA4L2 (A). CRISPR-Cas9 technology was used to 
knock out hNDUFA4L2 in RCC4 cells. Next-Generation Amplicon Sequencing of RCC4 cells containing NDUFA4L2 KO (RCC4-KO-643) cells showing deletion of 
NDUFA4L2 (B). Western blots of NDUFA4L2 and Actin in RCC4 parental (RCC4-P) cells and RCC4-KO-643 (C). Western blots of NDUFA4L2 and Actin in RCC4 parental 
(RCC4-P) cells and the monoclonal knockout line RCC4-Mc-2 (D). Samples were loaded at 25 μg of protein and electrophoresed on a 15% Tris-Glycine gel. Primary 
antibodies: NDUFA4L2 (Abcam ab74138, 1:1000 diluted in 5% milk), Actin (Millipore MAB1501, 1:10,000 diluted in 5% milk); Secondary antibodies: anti-Rabbit IgG 
(Jackson, 711–135-052, 1:10,000 diluted in 5% milk), anti-Mouse IgG (Jackson, 715–035-150, 1:10,000 diluted in 5% milk). The membrane was incubated with primary 
antibody dilutions overnight at 4°C. Secondary antibody incubation was performed for 2 hours at room temperature. All Western blots were performed in triplicate and 
repeated on 5 or more biological repeats. Western blots of NDUFA4L2 and Actin in HK-2 parental (HK-2-P), HK-2-Empty Vector (HK-2-EV), and HK-2-NDUFA4L2 (HK-2-F- 
NDU) (E). Western blots of FLAG and Actin in HK-2-P, HK-2-EV, HK-2-F-NDU, and RCC4-P cells (F). Samples were loaded (50 μg of protein/lane) and electrophoresed on a 
15% Tris-Glycine gel. Primary antibodies: NDUFA4L2 (Abcam ab74138, 1:1000 diluted in 5% milk), FLAG (GenScript, A00187S, 1:1000 dilution in 5% milk), Actin 
(Millipore MAB1501, 1:10,000 diluted in 5% milk); Secondary antibodies: anti-Rabbit IgG (Jackson, 711–135-052, 1:10,000 diluted in 5% milk), anti-Mouse IgG (Jackson, 
715–035-150, 1:10,000 diluted in 5% milk). NDUFA4 is a protein with an amino acid sequence related to that of NDUFA4L2; NDUFA4 is constitutively expressed in RCC4 
cells under the cultural conditions used. NDUFA4L2 is the protein product of a separate gene. Membranes were incubated with primary antibody dilutions overnight at 
4°C. Secondary antibody incubation was performed for 2 hours at room temperature. All Western blots were performed in triplicate and repeated on 5 or more 
biological replicates.
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NDUFA4L2 inhibits mitochondrial activity in MEFs.11 To 
determine if NDUFA4L2 acts as a metabolic switch in the kidney 
cells used in this study, causing a partial shift from oxidative 
phosphorylation to glycolysis, we measured the oxygen consump
tion rate, a measure of mitochondrial respiration (Figure 2a), and 
extracellular acidification rate, a measure of glycolysis (Figure 2b), 
using Seahorse XF technology in RCC4 and HK-2 parental and 
derivative cell lines. HK-2-F-NDU cells exhibited a 5-fold 
decrease (p < .0001) in oxidative phosphorylation compared to 
HK-2-EV (empty vector) control cells (Figure 2a). Additionally, 
NDUFA4L2 expression in HK-2-F-NDU cells increased glycoly
sis by 61-fold (p < .0001) compared to HK-2-EV cells (Figure 2b). 
We obtained similar results in the RCC4-KO-643 cells in which 
the KO of NDUFA4L2 resulted in a 35% decrease in glycolysis 
(p = .0004) (Figure 2b). Taken together, these results suggest that 
NDUFA4L2 expression can increase glycolysis in both RCC4 
ccRCC cells and HK-2 cells.

Mass spectrometry and proteomics analyses of RCC4 cells

To elucidate the actions of NDUFA4L2 is ccRCC, we then 
sought to identify proteins that bind to and/or are associated 

with NDUFA4L2 in RCC4 cells. We first performed an immu
noprecipitation (IP) of NDUFA4L2 in the RCC4-P and RCC4- 
KO-643 cells (control). NDUFA4L2 immunoprecipitation was 
confirmed by performing IP-westerns in the HK-2-P (parental), 
HK-2-EV (empty vector), and HK-2-F-NDU cell lines and 
immunoblotting for both NDUFA4L2 and FLAG and detecting 
both NDUFA4L2 and FLAG proteins (Supplementary Figure 
1A, 1B). The IP samples also immunoprecipitated a post-trans
lationally modified NDUFA4L2 around 30 kDa in RCC4-P cells 
and 35 kDa in FLAG-NDUFA4L2 cells. After further investiga
tion, we determined that some NDUFA4L2 is SUMOylated 
(Supplementary Figure 1C, 1D).

We next performed mass-spectrometry (MS)-based proteo
mics of NDUFA4L2 immunoprecipitates and identified 3,215 
unique proteins (Supplementary Figure 2A and 
Supplementary file 1) that co-immunoprecipitated with 
NDUFA4L2. RCC4-P and RCC4-KO-643 IP samples were also 
compared to cells immunoprecipitated with a nonspecific isotype 
control (RCC4-IgG) to control for contaminants and other non
specific proteins co-purifying with NDUFA4L2. A comparative 
analysis of RCC4-P versus RCC4-KO-643 cells (Figure 2c) and 
RCC4-P versus RCC4-IgG (Supplementary Figure 2A) using 

Figure 2. Caption: NDUFA4L2 decreases oxidative phosphorylation and increases glycolysis in renal cells. Figure 2 Alt Text: Graph of oxygen consumption rate with vs. 
without NDUFA4L2 expression in cells. OCR in HK2-EV is significantly higher than OCR in HK2-F-NDU. RCC4-P and RCC4-KO-643 show no significant difference (A). 
Graph of extracellular acidification rate with vs. without NDUFA4L2 expression in cells. The ECAR in RCC4-P is significantly higher than ECAR in RCC4-KO-643. HK2-F- 
NDU ECAR is significantly higher than ECAR in HK2-EV cells (B). Volcano plot of NDUFA4L2 IP proteins in RCC4-P cells versus RCC4-KO-643 cells. Many proteins are IP-ed 
significantly in RCC4-P cells and fewer IP’ed significantly in RCC4-KO-643 cells (C). Heat map showing different top proteins that IP’ed significantly higher in RCC4-P cells 
versus RCC4-KO-643 cells. The heat map shows a clear difference, where higher IP’ed proteins in blue are in RCC4-P samples. These proteins are all lower (red) in RCC4- 
KO-643 cells (D).Figure 2 legend: Seahorse analysis of oxygen consumption rate (A) and extracellular acidification rate (B), an indicator of glycolysis, in RCC4-P versus 
RCC4-KO-643 cells and HK-2-EV versus HK-2-F-NDU cell lines. Cells were plated at 20,000 cells/well in a 96-well plate in 200 μL Seahorse media. After 16 hours, oxidative 
phosphorylation and glycolysis of cells were measured in triplicate. Assays were repeated for a total of three biological replicates. Volcano plot of proteins IP’ed in 
RCC4-P versus RCC4-KO-643 with cutoff at absolute Log2FC (C). Proteins that IP’ed at significantly higher levels in RCC4-P versus RCC4-KO-643 (p < 0.05) are 
highlighted in red. Proteins that IP’ed at significantly higher in RCC4-KO-643 versus RCC4-P (p < 0.05) are highlighted in green. All IP’s were performed in triplicate. 
Heat map of proteins that IP’ed at significantly greater level (p � 0.0001) in RCC4-P versus RCC4-KO-643 cells (D).
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normalized spectral counts identified the differential expression 
patterns presented in the corresponding volcano plots (Figure 2c, 
Supplementary Figure 2B). We found that 1,889 proteins were 
present at 5-fold greater levels in the RCC4-P NDUFA4L2 inter
actome compared to RCC4-KO-643, versus 5 proteins that were 
similarly identified at 5-fold greater levels in the RCC4-KO-643 
IP samples compared to RCC4-P (p < .05). Hierarchical cluster 
analysis of differentially bound proteins (p < .0001) showed that 
replicates clustered together, with a clear separation between the 
RCC4-P and -KO-643 IPs (Figure 2d).

Pathway analysis for NDUFA4L2

Previous studies have implicated NDUFA4L2 as a mitochon
drial complex I inhibitor.11 Therefore, we first confirmed in 
our IP-MS studies that NDUFA4L2 is associated with the 
electron transport chain and mitochondrial complex I. We 
found that NDUFA4L2 is associated with 20 of the 45 sub
units of mitochondrial complex I (log2

(Fold Change) ≥1, 
Supplementary Table 2). Additionally, NDUFA4L2 asso
ciated with other mitochondrial respiratory subunits, includ
ing complex II, III, IV, and ATP synthases (Supplementary 
File 1). We next performed a pathway analysis using the 
Elsevier Pathway Collection16–18 to identify the biological 
pathway components most strongly associated with 
NDUFA4L2 interacting proteins based on the fold changes 
(FC) between the RCC4-P IP and the RCC4-KO-643 IP (FC 
� 2). We identified the top 20 pathways significantly 

enriched in the RCC4-P compared to the RCC4-KO-643 IP 
(Figure 3a) and found that among the highest-ranking path
ways identified were “Metabolic Reprogramming in Cancer” 
and “Glycolysis Activation in Cancer (Warburg Effect)”. 
These analyses further support our data that NDUFA4L2 is 
involved in increasing the Warburg effect in ccRCC cells 
(Figure 3a).

After observing the significant enrichment of proteins 
involved in metabolic cancer reprogramming in cells expressing 
NDUFA4L2, we wanted to gain further insight into these meta
bolic pathways. We therefore performed a HumanCyc enrich
ment analysis16–18 to identify the specific metabolic pathways 
enriched in RCC4-P cells in which NDUFA4L2 is expressed 
(Figure 3b). The top identified pathway enriched in RCC4-P 
versus RCC4-KO-643 cells was the pentose phosphate pathway 
(PPP) (odds ratio = 116,242; p = .000056). Additionally, two of 
the top 10 significant pathways identified as enriched in RCC4- 
P involve purine metabolism (a super-pathway of purine 
nucleotide synthesis and purine nucleotides de novo biosynth
esis). We previously reported that the knockdown of 
NDUFA4L2 caused a significant decrease in PPP intermediates 
and thereby reduced purine and pyrimidine synthesis.8 These 
data, along with our previously reported data, suggest that 
NDUFA4L2 causes glycolytic metabolites to be shunted to the 
PPP, increasing nucleic acid synthesis in RCC4 cells.

NDUFA4L2 interacts with mitochondria and increases 
mitochondrial fragmentation

Although NDUFA4L2 was previously shown to inhibit mito
chondrial respiration by inhibiting mitochondrial complex I,11 

its subcellular location was not elucidated. We performed co- 
IF of NDUFA4L2 and MitoTracker using high-resolution 
microscopy of RCC4-P cells (Figure 3c). The RCC4-KO-643 
cells served as a negative control. We discovered that 
NDUFA4L2 was associated with the outer mitochondria rather 
than located within the mitochondria (Figure 3c), as indicated 
by the co-localization of NDUFA4L2 fluorescence with the 
outermost part of the MitoTracker fluorescence.

To determine if NDUFA4L2 altered mitochondrial fragmen
tation in RCC4 cells, we measured mitochondrial fragmentation 
using Zen Blue desktop software (Zeiss) fiber length analysis. We 
found that mitochondria in RCC4-P cells are more fragmented 
than mitochondria in RCC4-KO-643 cells, and that RCC4-KO- 
643 cells exhibit longer, string-like mitochondrial networks 
(Figure 3c, 3d). RCC4-P cells exhibited an average of 0.58 µm 
(p = .0026) shorter mitochondrial lengths than RCC4-KO-643 
cells, indicating increased fragmentation in RCC4-P cells (Figure 
3d). These results suggest that knocking out NDUFA4L2 
improves mitochondrial function, as defined by decreased mito
chondrial fragmentation,21 in the RCC4-KO-643 cells. These data 
extend our previous findings that depletion of NDUFA4L2 results 
in improved mitochondrial morphology in RCC cells.8

NDUFA4L2 associates with lysosomes

When analyzing our MS data, we discovered that some proteins 
not localized in mitochondria co-immunoprecipitated with 
NDUFA4L2 in RCC4-P. Our cellular component analysis 
showed that many lysosomal proteins were enriched in the 
RCC4-P IPs compared to the RCC4-KO-643 IP’s (Figure 4a). 
16–18 Using this cellular component bioinformatic analysis, we 
identified lysosomal associated membrane proteins 1 and 2 
(LAMP1 and LAMP2), both well-established markers of the 
lysosome,22 in the NDUFA4L2 interactome. Specifically, 
LAMP1 and LAMP2 were 48-fold and 42-fold higher, respec
tively, in the RCC4-P compared to the RCC4-KO-643 immuno
precipitated samples (Figure 4b). In addition to these lysosomal 
markers, we identified a total of 161 lysosomal proteins that were 
associated with NDUFA4L2 (Supplementary File 1).

We next performed high-resolution microscopy to visualize 
the association of NDUFA4L2 with lysosomes by co-IF (Figure 
4c, 4d, Supplementary Figure 3C). We discovered that 
NDUFA4L2 was associated with both LAMP1 (Figure 4c) 
and LAMP2 (Figure 4d) in RCC4-P cells, as visualized by co- 
IF and defined by the co-localization of NDUFA4L2 fluores
cence with both the LAMP1 and the LAMP2 fluorescence. This 
analysis indicates that NDUFA4L2, in addition to being a 
mitochondrial protein, is also associated with lysosomes, 
mainly on the periphery.

NDUFA4L2 alters mitochondrial interactions with 
lysosomes

Since our proteomic analysis suggested that NDUFA4L2 inter
acts with proteins in both mitochondrial and lysosomal path
ways, we aimed to determine if NDUFA4L2 altered 
interactions between mitochondria and lysosomes. We per
formed live imaging of RCC4-P and the monoclonal 
NDUFA4L2 KO cell line, RCC4-Mc-2, in which NDUFA4L2 
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is absent (Figure 4e) and visualized the mitochondria and 
lysosomes using MitoTracker and LysoTracker live staining 
fluorescent probes. We utilized the single-cell derived RCC4- 
Mc-2 line for these experiments to reduce the variability of 
single-cell imaging. Live imaging of the mitochondrial-lysoso
mal interactions showed that mitochondrial-lysosomal inter
actions are stronger in the RCC4-P cells, as defined by the 
number of lysosomes associated with mitochondria, compared 
to the RCC4-Mc-2 cells (Figure 4e, Video Files 1–4).

Since nutrient starvation can alter lysosomal activity,23 we also 
performed live imaging under starvation conditions in which cells 
were deprived of amino acids and serum. We again observed that 
interactions between mitochondria and lysosomes were greater in 

the RCC4-P cells than the RCC4-Mc-2 cells (Figure 4e, Video 
Files 1–4). Additionally, we found that starvation conditions 
promoted association of mitochondria and lysosomes, as evi
denced by spatial overlap of MitoTracker with LysoTracker, 
compared to nutrient-rich conditions, in the RCC4-P cells 
(Figure 4e, Video Files 1–4). In the RCC4-Mc-2 cells, we again 
observed decreased numbers of mitochondrial-lysosomal inter
actions under starvation conditions compared to those in RCC4- 
P cells. These findings suggest that NDUFA4L2 increases inter
actions between mitochondria and lysosomes, as defined by our 
live cell imaging of MitoTracker and LysoTracker dyes, and that 
mitochondrial-lysosomal associations are further enhanced under 
starvation conditions in RCC4-P cells.

Figure 3. Caption: NDUFA4L2 alters mitochondrial length/fragmentation. Figure 3 Alt Text: Graphical representation of pathway analysis of proteins that IP’ed higher in 
RCC4-P cells versus RCC4-KO-643 cells. The top pathway identified is “Metabolic Reprogramming in Cancer: Overview,” and the fourth and fifth highest significant 
pathways identified are “Glycolysis Activation in Cancer (Warburg Effect)” and “Proteins with Altered Expression in Cancer Metabolic Reprogramming.” (A) Graphical 
representation of HumanCyc Metabolic Pathway analysis of proteins that IP’ed higher in RCC4-P cells versus RCC4-KO-643 cells. The top pathway identified is “Pentose 
Phosphate Pathway” (B). Co-IF images of RCC4-P versus RCC4-KO-643 cells. NDUFA4L2 images show green fluorescent staining in RCC4-P cells and little to no staining 
in RCC4-KO-643 cells. MitoTracker images show brighter, Longer mitochondrial staining in RCC4-KO-643 cells versus RCC4-P cells. Overlay images show GFP, 
MitoTracker, and DAPI overlay images (C). Graph showing mitochondrial length in RCC4-P versus RCC4-KO-643 cells. Average mitochondrial length is higher in 
RCC4-KO-643 cells (D). Figure 3 legend: Elsevier Pathway Collection analysis using Enrichr of proteins that immunoprecipitated higher in the presence of NDUFA4L2 in 
RCC4 cells (A). The top eight significant pathway hits are represented. Bars indicate the combined score of each pathway, which is the product of the – log10(p-value), 
computed with the Fisher's exact test, and the z-score computed by the correction to the test. A higher combined score indicates a higher chance of incidence. Each dot 
on the red line represents the statistical significance of each biological pathway as indicated by – log10(p-value). Pathways are ranked based on their significance from 
highest significance (top) to lowest significance (bottom). The HumanCyc pathway analysis of proteins enriched in RCC4-P versus RCC4-KO-643 using Enrichr (B). Bars 
indicate the combined score of each pathway. Each dot represents the statistical significance of each molecular function as indicated by – log10(p-value). 
Immunofluorescence for NDUFA4L2 (488) and MitoTracker (647) with Hoechst (DAPI) and fluorescence overlay in RCC4-P cells and RCC4-KO-643 cells (C). Primary 
antibodies: NDUFA4L2 (Proteintech 16480-1-AP, 1:50 dilution); Secondary antibodies: anti-Rabbit Alexa-fluor 488 (Invitrogen, 1:500 dilution). MitoTracker = 50 µM for 
2 hours before fixation. Original magnification = 756X. Scale bar = 10 μm. Quantifications of mitochondrial length in RCC4-P versus RCC4-643-KO cells using Zen black 
desktop software (Zeiss) (D). All IF performed in triplicate.
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NDUFA4L2 elicits changes in lysosomal morphology and 
lysosomal trafficking

The Warburg effect results in a more acidic tumor microenvir
onment as a result of increased lactic acid production.24 

Previous studies investigating how the Warburg effect alters 
lysosomal trafficking in breast cancer cells found that cells 
were more invasive and metastatic under acidic conditions 
and formed larger lysosomes that were localized to the peri
nuclear region, altering lysosomal morphology and lysosomal 

Figure 4. Caption: NDUFA4L2 associates with the lysosome. Figure 4 Alt Text: Graphical representation of GO Cellular Component analysis of proteins that IP’ed higher 
in RCC4-P cells versus RCC4-KO-643 cells that are known to localize and/or interact with the lysosome (A). Graph of MS/MS intensity comparing how strongly LAMP1 
and LAMP2 IP’ed in RCC4-P versus RCC4-KO-643 cells. Both the LAMP1 and LAMP2 IP’ed were significantly higher in RCC4-P versus RCC4-KO-643 cells (B). Co- 
immunofluorescence in RCC4-P versus RCC4-KO-643 cells. RCC4-P cells show green fluorescence (NDUFA4L2) co-localizing with red fluorescence (LAMP1). RCC4-KO- 
643 cells show red fluorescence (LAMP1) (C). Co-immunofluorescence in RCC4-P versus RCC4-KO-643 cells. RCC4-P cells show green fluorescence (NDUFA4L2) co- 
localizing with red fluorescence (LAMP2). RCC4-KO-643 cells show red fluorescence (LAMP2) (D). Live cell imaging staining for mitochondrial (red) and lysosomes 
(green) in RCC4-P versus RCC4-Mc-2 cells. RCC4-P cells show more interactions between red and green fluorescent live stains compared to RCC4-Mc-2 cells (E). Figure 4 
legend: Cellular component analysis using RStudio of lysosomal compartments identified in IP-MS (A). Bars indicate the number of genes identified in the mass 
spectrometry data that are known to be present in each respective cellular components. Bars indicate the combined score of each pathway, which is the product of the 
– log10(p-value), computed with the Fisher's exact test, and the z-score computed by the correction to the test, automatically calculated by the Enrichr software. A 
higher combined score indicates a higher chance of incidence. Each dot on the red line represents the statistical significance of each biological pathway as indicated by 
– log10(p-value). Pathways are ranked based on their combined score from highest (left) to lowest (right). MS/MS Intensity of LAMP1 and LAMP2 as observed by mass 
spectrometry proteomic analysis (B). Immunofluorescence for NDUFA4L2 (488) and LAMP1 (C) or LAMP2 (D) (594) with Hoechst (DAPI) and fluorescence overlay in 
RCC4-P cells. Primary antibodies: NDUFA4L2 (Proteintech 16480-1-AP, 1:16,000 dilution), LAMP1 (ThermoFisher MA51812, 1:50 dilution) LAMP2 (Developmental 
Studies in Hybridoma Bank, H4B4, 1:50 dilution);; Secondary antibodies: anti-Rabbit Alexa-fluor 488 (Invitrogen, 1:200 dilution), anti-Mouse Alexa-fluor 594 (Invitrogen, 
1:200 dilution). Original magnification = 756X. Scale bar = 2 μm. Live cell video imaging of RCC4-P and RCC4-KO-Mc cells using MitoTracker (red) and LysoTracker 
(green) at 50 μM under nutrient-rich conditions or starvation conditions (E). For image acquisition, a widefield setup was used with Zeiss Zen 2.6 acquisition software. 
Live imaging was performed with a Zeiss Axio Observer Z.1 and a 20X/0.8NA or 40X/1.4NA objective. Recordings were acquired using a sCMOS with 6.5 µm2 pixels 
(Hamamatsu Flash4.0v2). Live experiments were performed within an incubation chamber controlled by the Zeiss Module S1 from Pecon. The cells were maintained at 
37°C with 5% CO2 and high humidity. Original magnification = 400X. Scale bar = 10 μm.

8 J. M. KUBALA ET AL.



trafficking.25,26 We next investigated if NDUFA4L2 altered 
lysosomal trafficking in RCC4 cells. MGI Mammalian 
Phenotype analysis16–18 of our IP-MS proteins showed that 
one of the highest-ranking phenotypes enriched in RCC4-P 
was “accumulation of giant lysosomes in kidney/renal tubule 
cells” (combined score = 112.14, p = .00049) (Figure 5a). We 
therefore assessed whether this predicted “accumulation of 
giant lysosomes” is observed in RCC4 cells in a NDUFA4L2- 

dependent manner in real time using a live imaging co-IF 
(Figure 5b). We found that RCC4-P cells exhibited an average 
of 0.33 µm (p = .0028) larger lysosomal diameters compared to 
RCC4-Mc-2 cells (1.7 � 0.06 µm versus 1.38 � 0.06 µm, 
respectively; Figure 5c). We also observed a 67% decrease in 
the numbers of lysosomes in RCC4-P compared to RCC4-Mc- 
2 cells (Figure 5d). These results support prior findings and are 
consistent with the data reported by Glunde et al.,25 in which a 

Figure 5. Caption: NDUFA4L2 alters lysosomal size, number, and organization. Figure 5 Alt Text: Graphical representation of MGI Mammalian Phenotype analysis of 
proteins that IP’ed higher in RCC4-P cells versus RCC4-KO-643 cells. One of the top phenotypes identified is “Accumulation of giant lysosomes in the kidney/renal 
tubule cells” (A). Live cell imaging staining for mitochondrial (red) and lysosomes (green) in RCC4-P versus RCC4-Mc-2 cells. RCC4-P cells show larger, fewer lysosomes 
compared to RCC4-Mc-2 cells. RCC4-Mc-2 cells show more abundant, smaller lysosomes. This difference was further enhanced in starvation conditions (B). Bar graph 
comparing lysosomal size of RCC4-P versus RCC4-Mc-2 cells with and without starvation conditions. RCC4-P cells have a much larger average lysosomal diameter 
compared to RCC4-Mc-2 cells. This difference was enhanced under starvation conditions (C). Bar graph comparing lysosomal abundance of RCC4-P versus RCC4-Mc-2 
cells with and without starvation conditions. RCC4-P cells have a much lower number of lysosomes/cells compared to RCC4-Mc-2 cells. This difference was seen both in 
nutrient-rich conditions and under starvation conditions (D). Figure 5 legend: MGI Mammalian Phenotype analysis using Enrichr of proteins enriched with specific 
phenotypes NDUFA4L2 protein expression (A). Bars indicate the combined score of proteins identified in the mass spectrometry data that are known to be associated 
with the respective phenotype. Each dot of the red line represents the statistical significance of each biological pathway as indicated by – log10(p-value). Pathways are 
ranked based on their combined score from highest (left) to lowest (right). Live cell imaging of RCC4-P and RCC4-KO-Mc cells using MitoTracker (red) and LysoTracker 
(green) at 50 μM under nutrient-rich conditions or starvation conditions (B). For image acquisition, a widefield setup was used with Zeiss Zen 2.6 acquisition software. 
Live cell video imaging was performed with a Zeiss Axio Observer Z.1 and a 20X/0.8NA or 40X/1.4NA objective. Recordings were acquired using a sCMOS with 6.5 µm2 

pixels (Hamamatsu Flash4.0v2). Live experiments were performed within an incubation chamber controlled by the Zeiss Module S1 from Pecon. The cells were 
maintained at 37°C with 5% CO2 and high humidity. Each condition consisted of two wells. For each well, five or more fields were acquired. All experiments were 
repeated in triplicate. Quantification of the lysosomal diameter (C) and lysosomal number (D) in RCC4-P versus RCC4-KO-Mc cells ± amino acids and serum using Zen 
Black desktop software (Zeiss). Original magnification = 400X. Scale bar = 10 μm.
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more acidic environment resulted in larger lysosomal diameter 
and altered lysosomal organization in cancer cells.

Since we observed a change in mitochondrial-lysosomal 
interactions under starvation conditions (no serum or amino 
acids), we tested whether starvation conditions further 
enhanced the effects of NDUFA4L2 on lysosomal size and 
abundance in the RCC4 cells. As predicted, starvation condi
tions elicited a more pronounced effect on the lysosomal size, 
with lysosomal diameters over 2-fold larger in RCC4-P cells 
compared with RCC4-Mc-2 cells following 6 h of starvation 
conditions (p < .0001) (Figure 5c, 5d). The lysosomal dia
meters in RCC4-Mc-2 cells decreased further by an average 
of 0.40 µm under starvation conditions (0.9 � 0.07 µm, p 
= .0010); in contrast, the lysosomal diameters in RCC4-P cells 
increased by 0.19 µm under starvation conditions (1.9 �
0.1 µm) compared to those in RCC4-P cells under nutrient- 
rich conditions (Figure 5d). Taken together, these data suggest 
that NDUFA4L2 influences lysosomal size in ccRCC cells, and 
that these changes in lysosomal size, abundance, and interac
tions with mitochondria are further enhanced under starvation 
conditions.

NDUFA4L2 associates with NPC1 and NPC2

In addition to characteristic lysosomal markers, other proteins 
known to be localized in the lysosome immunoprecipitated 
with NDUFA4L2 (Figure 4a). Notably, Niemann-Pick disease 
type C1 and C2 (NPC1 and C2), which function together in 
regulating cholesterol transport and are known to localize in 
the lysosomes,27,28 immunoprecipitated at 29- and 19-fold 
greater extents, respectively, in RCC4-P cells compared with 
RCC4-KO-643 cells (Figure 6a).

Singhal et al. previously reported 46 proteins that were 
differentially expressed by at least 2-fold or higher in patient- 
derived fibroblasts of healthy patients versus Niemann-Pick 
disease type C1 patients (NPC1 mutant).29 We found that 40 of 
these 46 proteins co-immunoprecipitated with NDUFA4L2 to 
a greater extent in RCC4-P cells versus RCC4-KO-643 cells 
(Table 1), suggesting that NDUFA4L2 is associated with NPC1 
and further supporting the location of NDUFA4L2 in the early 
lysosomes. Thus, NDUFA4L2 may play a role in actions of the 
NPC1 protein.

We next used co-IF to investigate the co-localization among 
NDUFA4L2, NPC1, and NPC2. We performed co-IF 

Figure 6. Caption: NPC-associated proteins immunoprecipitating with NDUFA4L2. Figure 6 Alt Text: Graph of MS/MS intensity comparing how strongly NPC1 and NPC2 
IP’ed in RCC4-P versus RCC4-KO-643 cells. Both NPC1 and NPC2 IP’ed significantly higher in RCC4-P versus RCC4-KO-643 cells (A). Co-immunofluorescence in RCC4-P 
versus RCC4-KO-643 cells. RCC4-P cells show green fluorescence (NDUFA4L2) co-localizing with red fluorescence (NPC1 – left panel, NPC2 – right panel). RCC4-KO-643 
cells show red fluorescence (NPC1 – left panel, NPC2 – right panel) (B). Mander’s coefficient of colocalization of MitoTracker and NDUFA4L2 (blue) and NPC2 and 
NDUFA4L2 (red) in RCC4-P cells. Both groups show similar colocalization coefficients (C). High resolution microscopy of co-immunufluorescent staining for NDUFA4L2 
(green), NPC2 (red), and MitoTracker Deep Red. Overlay images show green fluorescence (NDUFA4L2) colocalizing with the MitoTracker Deep Red and red fluorescence 
(NPC2) (D). Super resolution microscopy of co-immunufluorescent staining for NDUFA4L2 (green), NPC2 (red), and MitoTracker Deep Red. Overlay images show green 
fluorescence (NDUFA4L2) is associated with the MitoTracker Deep Red and colocalizing with red fluorescence (NPC2) (E). Figure 6 legend: MS/MS Intensity of NPC1 and 
NPC2 as observed by mass spectrometry proteomic analysis (A). Immunofluorescence for NDUFA4L2 (488) and NPC1 or NPC2 (594) with Hoechst (DAPI) and 
fluorescence overlay in RCC4-P cells (B). Primary antibodies: NDUFA4L2 (Proteintech 16480-1-AP, 1:16,000 dilution), NPC2 (D3) (Santa Cruz sc-166449 AF594, 1:50 
dilution); Secondary antibodies: anti-Rabbit Alexa-fluor 488 (Invitrogen, 1:500 dilution), anti-Mouse Alexa-fluor 594 (Invitrogen, 1:500 dilution). Magnification = 600X. 
Scale bar = 20 μm. Quantification of co-localization between NDUFA4L2 and either MitoTracker or NPC2 (C). Super-resolution microscopy of co-IF of NDUFA4L2 (488), 
MitoTracker (647), and NPC2 (D) (594) with Hoechst (DAPI) and fluorescence overlay in RCC4-P cells. MitoTracker = 50 µM for 2 hours before fixation. Primary 
antibodies: NDUFA4L2 (Proteintech 16480-1-AP, 1:50 dilution), NPC2 (D3) (Santa Cruz sc-166449 AF594, 1:50 dilution); Secondary antibodies: anti-Rabbit Alexa-fluor 
488 (Invitrogen, 1:200 dilution), anti-Mouse Alexa-fluor 594 (Invitrogen, 1:500 dilution). Scale bar = 2 μm. Expansion microscopy of co-IF of NDUFA4L2 (488), 
MitoTracker (647), and NPC2 (594) with Hoechst (DAPI) and fluorescence overlay in RCC4-P cells (E) (2). MitoTracker = 50 µM for 2 hours before fixation. Primary 
antibodies: NDUFA4L2 (Proteintech 16480-1-AP, 1:50 dilution), LAMP2 (Developmental Studies in Hybridoma Bank, Catalog #H4B4, 1:50), NPC2 (H10) (Santa Cruz, sc- 
166321, 1:50); Secondary antibodies: anti-Rabbit Alexa-fluor 488 (Invitrogen, 1:500 dilution), anti-Mouse Alexa-fluor 594 (Invitrogen, 1:500 dilution). Scale bar = 2 μm. 
Super resolution and expansion microscopy experiments were performed in collaboration with the MSKCC Molecular Cytology Core Facility.
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microscopy of NDUFA4L2 with NPC1 and NPC2. 
NDUFA4L2 co-localized with both NPC1 and NPC2 in 
RCC4-P cells (Figure 6b). Strikingly, we found that 
NDUFA4L2 co-localized with NPC2 with an association of 
0.86 (Mander’s coefficient) in RCC4-P cells, which was similar 
to the association of NDUFA4L2 with mitochondria (Figure 
6b, 6c). Taken together, these results indicate that NDUFA4L2 
is also associated with these lysosomal NPC proteins.

There have been no previous reports of NDUFA4L2 inter
acting with NPC2 or other lysosomal proteins. Therefore, we 
further explored the association between NDUFA4L2 and 
NPC2 by expansion microscopy. We first visualized RCC4-P 
and RCC4-KO-643 cells fluorescently stained for NDUFA4L2, 
MitoTracker, and NPC2 using super-resolution microscopy 
(Figure 6d). The pre-expansion images suggest that 
NDUFA4L2 is associated with the lysosomal protein NPC2, 
as indicated by the spatial overlay of the NDUFA4L2 fluores
cence and NPC2 fluorescence (Figure 6d). We next performed 
expansion microscopy, a technique in which cells are physi
cally enlarged, resulting in a higher resolution image of these 

fluorescently stain cells.30 We observed that NDUFA4L2 was 
associated with NPC2, as indicated by the direct overlay of 
NDUFA4L2 and NPC2 fluorescence (Figure 6e). This spatial 
co-localization, combined with the association observed in the 
IP-MS data, supports the lysosomal function of NDUFA4L2 in 
RCC4 cells and suggests additional roles for NDUFA4L2 in 
clear cell renal cell carcinoma.

Discussion

We previously reported that NDUFA4L2 is highly expressed at 
the mRNA and protein levels in ccRCC patients but is not 
expressed in normal human kidney tissue,8 making it a pro
mising therapeutic target. Furthermore, elevated expression of 
NDUFA4L2 is associated with poorer survival in ccRCC 
patients.8 Published data on NDUFA4L2 functions are limited. 
Tello et al. reported that NDUFA4L2 is a HIF-1α target gene 
and that NDUFA4L2 inhibits mitochondrial complex I in 
HeLa cells and MEFs.11 NDUFA4L2 was also overexpressed 
in hepatocellular carcinoma31 and in glioblastoma, where ele
vated NDUFA4L2 levels also correlated with reduced patient 
survival.32

We and others have previously reported that HIF-1α 
enhances the Warburg effect in ccRCC, a common phenom
enon observed in cancer in which cells exhibit a metabolic shift 
from mitochondrial respiration toward glycolysis.33–35 Here 
we demonstrate that NDUFA4L2 can increase glycolysis in 
RCC4 and HK-2 cells, suggesting that NDUFA4L2 can act 
independently of hypoxic signaling (Figure 2b). Additionally, 
RCC4-P cells exhibit increased mitochondrial fragmentation 
compared to RCC4-KO-643 cells, suggesting decreased mito
chondrial activity in RCC4-P vs. RCC4 cells in which 
NDUFA4L2 is knocked out (Figure 3c, 3D). The decreased 
fragmentation of the mitochondria in the NDUFA4L2 KO, as 
demonstrated with fluorescence, correlates well with the 
improved mitochondrial morphology in NDUFA4L2 shRNA 
knockdown RCC4 cells, as demonstrated with electron micro
scopy, in a prior publication from our group.10 Furthermore, 
IP-MS analyses suggest that NDUFA4L2 is associated with 
increased PPP and nucleotide synthesis, which is indicative 
of a shift toward glycolysis and increased cell proliferation 
(Figure 3b).

Glykofridis et al. previously investigated how loss of FLCN- 
FNIP1/2 affects the proteome in human renal tubular epithe
lial cells.36 They generated FLCN knockout cells (FLCNNEG) 
using CRISPR/Cas9 technology in an immortalized, diploid 
renal proximal tubular cell line (RPTEC/TERT11). These KO 
cells were compared to the parental cell line (FLCNPOS) using 
proteomic analysis. LC-MS/MS was utilized to identify a total 
of 5755 different proteins. Additionally, 914 differentially 
expressed proteins were identified that were expressed five- 
fold or higher in the FLCNPOS and FLCNNEG cells.36 We aimed 
to utilize a similar approach in which we generated a 
NDUFA4L2 knockout line in a human renal cell carcinoma 
cell line (RCC4-KO-643) and then performed immunopreci
pitations of RCC4-P and RCC4-KO-643 with an antibody to 
NDUFA4L2 to identify potential interacting proteins of 
NDUFA4L2 to gain further insight as to how NDUFA4L2 
functions (Figure 2c, 2d).

Table 1. NPC-associated proteins immunoprecipitating with NDUFA4L2.

Gene Name Log2(FC) p-value

PRKDC 4.20 0.0287
MYOF 4.28 0.0225
SSB 4.63 0.0265
NPEPPS 3.81 0.0211
G6PD 3.96 0.0169
RARS 3.68 0.0174
VCP 4.04 0.0124
EHD2 4.67 0.0156
STRAP 5.26 0.0080
ENO1 3.23 0.0064
CLIC1 4.18 0.0060
ETFA 4.18 0.0190
PA2G4 4.23 0.0047
DARS 3.56 0.0131
RUVBL2 4.55 0.0408
PSMD5 4.12 0.0634
PSAT1 4.27 0.0141
CAPZA2 4.24 0.0398
PCNA 3.60 0.0003
MMS19 4.20 0.0188
PSMD11 3.72 0.0191
MARS 4.22 0.0238
LAP3 3.63 0.0289
LAMP1 5.60 0.0092
HSPA1A 4.48 0.0069
ARPC4 2.86 0.0477
SARS 4.09 0.0076
SNX6 4.01 0.0132
RPL30 3.48 0.0103
ATP6V1 E1 7.87 0.0949
RPL14 2.69 0.0672
GLS 4.46 0.0015
PSMB4 3.01 0.0011
EIF3K 4.70 0.0621
RPS16 3.28 0.0148
PFN2 3.21 0.0138
AHNAK2 3.61 0.0089
CIAO1 3.86 0.0260
RPL23A 2.79 0.1204
FLNA 6.72 0.1257

Proteins that IP’ed to a greater degree in the NDUFA4L2 interactome of RCC4-P 
compared to RCC4-KO-643. The respective genes/proteins have been shown to 
be altered in adipocytes upon mutation of NPC1, which associates with 
NDUFA4L2 (see Figure 6).
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We performed our IP and mass spectrometry experiments 
similarly to Takao et al., where they IP’ed MYB to identify 724 
unique proteins associated with MYB in nuclear extracts of 
MV411 AML cells.37 After immunoprecipitating with an anti
body to NDUFA4L2 in RCC4-P and RCC4-KO-643 cells, we 
performed mass spectrometry on these IP’ed samples. We 
identified a total of 1,894 differentially expressed proteins 
(p < .05) in the NDUFA4L2 interactome (Figure 2b, 2C).

Previous studies have suggested that NDUFA4L2 is located 
in the mitochondria in HeLa and MEFs.11 This, together with 
our seahorse analysis and the numbers of mitochondrial pro
teins in the IP-MS (Supplementary Table 2), led us to reason 
that NDUFA4L2 is located in the mitochondria in ccRCC cells. 
Interestingly, our co-IF experiments show that NDUFA4L2 is 
localized at the outer mitochondria (Figure 3c). Furthermore, 
our IP-MS and co-IF analyses suggest that NDUFA4L2 associ
ates with lysosomes in ccRCC (Figure 4). This localization was 
further confirmed using expansion microscopy, which indi
cates that one of the proteins NDUFA4L2 co-localizes with is 
NPC2, a known lysosomal protein.28

Recent studies have investigated the importance of the 
lysosome and its cellular interactions in cancer.23,38–42 

Interestingly, lysosomal interactions, particularly with the 
endoplasmic reticulum and mitochondria, can have major 
effects in increasing cancer progression and cancer signaling 
pathways.38–40,42,43 Previous studies have shown that contacts 
between the lysosome and mitochondria have a regulatory role 
in metabolism. These studies found that these mitochondrial- 
lysosomal contacts enable the efficient transfer of lysosomal 
metabolites into the mitochondrial matrix. This, in turn, fuels 
the tricarboxylic acid cycle.38,44–47 We found that RCC4-P cells 
exhibited a stronger association between mitochondria and 
lysosomes, as observed by our live cell imaging, compared to 
RCC4 cells that lack NDUFA4L2 (RCC4-Mc-2) (Figure 4e). 
This association was further enhanced in RCC4-P cells under 
starvation conditions (Figure 4e). These data demonstrate that 
NDUFA4L2 increases interactions between mitochondria and 
lysosomes in RCC4 cells, and that these interactions are further 
enhanced under starvation conditions.

Cancer cells typically exhibit a more acidic tumor micro
environment due to increased extracellular acidification, 
which is a result of increased glycolysis induced by the 
Warburg effect.24–26,43,48,49 We found that NDUFA4L2 expres
sion resulted in an increase in glycolysis in both RCC4-P cells 
and HK-2-F-NDU cells (Figure 2b), therefore suggesting a 
lower pH environment when NDUFA4L2 is expressed. 
Glunde et al.25 found that more invasive, metastatic breast 
cancer cells exhibited larger and fewer lysosomes under more 
acidic pH conditions. We therefore reasoned that RCC4-P cells 
would exhibit increased lysosomal diameter and fewer lyso
somes when NDUFA4L2 is expressed, which is what we 
observed (Figure 5). Previous work has shown that mitochon
dria-lysosomal contacts regulate lysosomal size via Rab7 
hydrolysis.50 It is therefore possible that NDUFA4L2 is regu
lating lysosomal size in this manner, since NDUFA4L2 
increased mitochondrial-lysosomal interactions, thereby 
resulting in increased lysosomal diameters (Figure 5).

Niemann Pick Type C proteins are involved in cholesterol 
trafficking and mitochondrial function. Defects in NPC1 and/ 

or NPC2 result in lysosomal storage disease (LSD) and choles
terol accumulation within the lysosome.51 This cholesterol 
accumulation results in changes in lysosomal functions, mor
phology, and trafficking. Additionally, changes elicited by 
NPC defects directly affect other organelles, particularly the 
mitochondria. NPC2 is a soluble protein in the lumen of late 
endosomes and lysosomes. NDUFA4L2 may be part of a 
membrane contact region between lysosomes and mitochon
dria. Specifically, defects in NPC2 result in impaired mito
chondrial function,52 similar to what we see when 
NDUFA4L2 is expressed. Here we report that, assessed by 
immunofluorescence, NDUFA4L2 co-localizes with both 
NPC1 and NPC2 (Figure 6), which are known lysosomal 
proteins, and that NDUFA4L2 alters mitochondrial-lysosomal 
interactions by promoting interactions between the mitochon
dria and the lysosome (Figure 4e). Furthermore, NDUFA4L2 
expression alters lysosomal trafficking and morphology, as 
indicated by co-IF. We speculate that NDUFA4L2 could alter 
lysosomal trafficking and mitochondrial function in part 
through its interactions with NPC1 and NPC2. Large lyso
somes are generally a consequence of defects in lysosomal 
hydrolysis and export, but defects in lysosomal size regulation 
can also lead to various diseases, including lysosomal storage 
disorders, such as Niemann-Pick disease, and cancer.50

In summary, the current study increases our understanding 
of NDUFA4L2, its role in RCC, and its potential role in several 
other malignancies in which NDUFA4L2 is overexpressed. 
Current and future studies are aimed to further delineate the 
molecular functions of NDUFA4L2 in ccRCC. Furthermore, 
based on our prior and current work, we plan to identify direct 
protein interactors in an effort to block the actions of 
NDUFA4L2 in ccRCC.

Acknowledgments

We thank the WCM Proteomics and Metabolomics Core Facility, especially 
Dr. Guoan Zhang and Dr. Mengmeng Zhu. We thank Dr. Lauren Marek 
and Dr. Steven Gross for their helpful advice and discussions regarding the 
proteomic experiments and data analysis, Dr. Francesca Khani and Dr. Ana 
Molina for their fruitful discussions and clinical insights, everyone in the 
Gudas and Heller labs for their productive discussions and critical input, 
Dr. Michal Nagiec for his valuable insight and expertise on lysosomal 
trafficking, and Yevgeniy Romin and the MSKCC Molecular Cytology 
Core Facility. This research was supported by the NIH T32 (5 T32 
CA062948-22) and F31 (1 F31 CA213814-01) grants provided to Jaclyn 
Kubala and R01 DK113088-01A1 provided to the Gudas lab. Work in the 
Heller lab was supported by R01-DK119489, R01-CA215719, and The 
Cancer Center Support Grant (P30-CA008748). The authors declare that 
they have no conflicts of interest with the contents of this article.

IRB Statement

Since only human cell lines from commercial vendors were used in the 
experiments described above, no IRB approval from Weill Cornell is 
necessary.

Data available Statement

The authors confirm that the data supporting the findings of this study are 
available within the article [and/or] its supplementary materials.

12 J. M. KUBALA ET AL.



Disclosure statement

No potential conflict of interest was reported by the authors.

Funding

This work was supported by the National Institutes of Health [F31 
CA213814-01]; National Institutes of Health [CA215719]; National 
Institutes of Health [P30-CA008748]; National Institutes of Health [5 
T32 CA062948-22]; National institute of diabetes and digestive and kid
ney diseases [DK113088-01A1]; National institute of diabetes and diges
tive and kidney diseases [DK119489].

Notes on contributors

Jaclyn M. Kubala is a scientist at Saliogen Therapeutics studying novel 
gene editing technologies.

Ryan Schreiner is an Assistant Professor of Regenerative Medicine 
Research at Weill Cornell Medicine.

Ryan M. Williams is an Assistant Professor at The City College of New 
York studying immune nanomedicine.

Michael J . Crowley is a scientist at eGenesis.

Nigel P. Mongan is a faculty member at the University of Nottingham.

David M. Nanus is the Mark W. Pasmantier Professor of Hematology and 
Oncology in Medicine at Weill Cornell Medicine.

Daniel A. Heller is the Bristol-Myers Squibb/James D. Robinson III 
Junior Faculty Chair, an Associate Member in the Molecular 
Pharmacology Program, and head of the Cancer Nanotechnology 
Laboratory at Memorial Sloan Kettering Cancer Center.

ORCID

Lorraine J. Gudas http://orcid.org/0000-0003-3115-4777

References

1. Ricketts CJ, Linehan WM. Intratumoral heterogeneity in kidney 
cancer. Nat Genet. 2014;46(3):214–215. DOI:10.1038/ng.2904. 
PubMed PMID: 24569233; PMCID: PMC4193312.

2. Chakraborty S, Tarantolo SR, Batra SK, Hauke RJ. Incidence and 
prognostic significance of second primary cancers in renal cell 
carcinoma. Am J Clin Oncol. 2013;36(2):132–142. Epub 2012/ 
03/24. PubMed PMID: 22441339; PMCID: PMC3383896.

3. Motzer R, Alekseev B, Rha SY, Porta C, Eto M, Powles T, 
Grunwald V, Hutson TE, Kopyltsov E, Mendez-Vidal MJ, et al. 
Lenvatinib plus pembrolizumab or everolimus for advanced renal 
cell carcinoma. N Engl J Med. 2021; 384(14):1289–1300. DOI:10. 
1056/NEJMoa2035716. Epub 2021/ 02/23. PubMed PMID: 
33616314.

4. Hsieh JJ, Purdue MP, Signoretti S, Swanton C, Albiges L, 
Schmidinger M, Heng DY, Larkin J, Ficarra V. Renal cell carci
noma. Nat Rev Dis Primers. 2017;3(3):17009. DOI:10.1038/nrdp. 
2017.9. Epub 2017/ 03/09. PubMed PMID: 28276433; PMCID: 
PMC5936048.

5. Siegel RL, Miller KD, Fuchs HE, Jemal A. Cancer Statistics, 2021. 
CA Cancer J Clin. 2021;71(1):7–33. Epub 2021/ 01/12. PubMed 
PMID: 33433946.

6. Seizinger BR, Rouleau GA, Ozelius LJ, Lane AH, Farmer GE, 
Lamiell JM, Haines J, Yuen JW, Collins D, Majoor-Krakauer D, 
et al. Von Hippel-Lindau disease maps to the region of chromo
some 3 associated with renal cell carcinoma. Nature. 1988; 332 
(6161):268–269. DOI:10.1038/332268a0. Epub 1988/ 03/17. 
PubMed PMID: 2894613.

7. Wiesener MS, Munchenhagen PM, Berger I, Morgan NV, Roigas J, 
Schwiertz A, Jurgensen JS, Gruber G, Maxwell PH, Loning SA, et 
al. Constitutive activation of hypoxia-inducible genes related to 
overexpression of hypoxia-inducible factor-1 alpha in clear cell 
renal carcinomas. Cancer Res. 2001;61(13):5215–5222. Epub 
2001/ 06/30. PubMed PMID: 11431362.

8. Minton DR, Fu L, Mongan NP, Shevchuk MM, Nanus DM, Gudas 
LJ. Role of NADH Dehydrogenase (Ubiquinone) 1 Alpha subcom
plex 4-like 2 in clear cell renal cell carcinoma. Clin Cancer Res. 
2016;22(11):2791–2801. Epub 2016/ 01/20. PubMed PMID: 
26783287; PMCID: PMC4891242.

9. Baniak N, Flood TA, Buchanan M, Dal Cin P, Hirsch MS. 
Carbonic anhydrase IX (CA9) expression in multiple renal epithe
lial tumour subtypes. Histopathology. 2020;77(4):659–666. Epub 
20200912. PubMed PMID: 32639054.

10. Laursen KB, Chen Q, Khani F, Attarwala N, Gross SS, Dow L, 
Nanus DM, Gudas LJ. Mitochondrial Ndufa4l2 enhances deposi
tion of lipids and expression of Ca9 in the TRACK model of early 
clear cell renal cell carcinoma. Front Oncol. 2021; 11: 783856. 
DOI:10.3389/fonc.2021.783856. Epub 20211214. PubMed PMID: 
34970493; PMCID: PMC8712948.

11. Tello D, Balsa E, Acosta-Iborra B, Fuertes-Yebra E, Elorza A, 
Ordóñez Á, Corral-Escariz M, Soro I, López-Bernardo E, 
Perales-Clemente E, et al. 2011. Induction of the mitochondrial 
NDUFA4L2 protein by HIF-1α decreases oxygen consumption by 
inhibiting Complex I activity. Cell Metab. 14(6):768–779. DOI:10. 
1016/j.cmet.2011.10.008.

12. Harten SK, Esteban MA, Shukla D, Ashcroft M, Maxwell PH. 
Inactivation of the von Hippel-Lindau tumour suppressor gene 
induces Neuromedin U expression in renal cancer cells. Mol 
Cancer. 2011;10(1):89. DOI:10.1186/1476-4598-10-89. Epub 
2011/ 07/28. PubMed PMID: 21791076; PMCID: PMC3155908.

13. Razorenova OV, Finger EC, Colavitti R, Chernikova SB, Boiko 
AD, Chan CK, Krieg A, Bedogni B, LaGory E, Weissman IL, et al. 
VHL loss in renal cell carcinoma leads to up-regulation of CUB 
domain-containing protein 1 to stimulate PKC{delta}-driven 
migration. Proc Natl Acad Sci U S A. 2011; 108(5):1931–1936. 
DOI:10.1073/pnas.1011777108. Epub 2011/ 01/15. PubMed 
PMID: 21233420; PMCID: PMC3033256.

14. Maxwell PH, Wiesener MS, Chang GW, Clifford SC, Vaux EC, 
Cockman ME, Wykoff CC, Pugh CW, Maher ER, Ratcliffe PJ. The 
tumour suppressor protein VHL targets hypoxia-inducible factors 
for oxygen-dependent proteolysis. Nature. 1999;399(6733):271– 
275. Epub 1999/ 06/03. PubMed PMID: 10353251.

15. Brinkman EK, Chen T, Amendola M, van Steensel B. Easy quanti
tative assessment of genome editing by sequence trace decomposi
tion. Nucleic Acids Res. 2014;42(22):e168. Epub 2014/ 10/11. 
PubMed PMID: 25300484; PMCID: PMC4267669.

16. Chen EY, Tan CM, Kou Y, Duan Q, Wang Z, Meirelles GV, Clark 
NR, Ma’ayan A. Enrichr: interactive and collaborative HTML5 
gene list enrichment analysis tool. BMC Bioinformatics. 2013;14 
(1):128. DOI:10.1186/1471-2105-14-128. Epub 2013/ 04/17. 
PubMed PMID: 23586463; PMCID: PMC3637064.

17. Kuleshov MV, Jones MR, Rouillard AD, Fernandez NF, Duan Q, 
Wang Z, Koplev S, Jenkins SL, Jagodnik KM, Lachmann A, et al. 
Enrichr: a comprehensive gene set enrichment analysis web server 
2016 update. Nucleic Acids Res. 2016; 44(W1):W90–7. DOI:10. 
1093/nar/gkw377. Epub 2016/ 05/05. PubMed PMID: 27141961; 
PMCID: PMC4987924.

18. Xie Z, Bailey A, Kuleshov MV, Clarke DJB, Evangelista JE, Jenkins 
SL, Lachmann A, Wojciechowicz ML, Kropiwnicki E, Jagodnik 
KM, et al. Gene set knowledge discovery with enrichr. Curr Protoc. 
2021; 1(3):e90. DOI:10.1002/cpz1.90. Epub 2021/ 03/30. PubMed 
PMID: 33780170; PMCID: PMC8152575.

19. Broad I. MORPHEUS. [Accessed 2018]. Available from: https:// 
software.broadinstitute.org/morpheus .

20. Wichmann C, Meier F, Virreira Winter S, Brunner AD, Cox J, 
Mann M. MaxQuant.Live enables global targeting of more than 
25,000 peptides. Mol Cell Proteomics. 2019;18(5):982–994. Epub 
2019/ 05/01. PubMed PMID: 33451795.

CANCER BIOLOGY & THERAPY 13

https://doi.org/10.1038/ng.2904
https://doi.org/10.1056/NEJMoa2035716
https://doi.org/10.1056/NEJMoa2035716
https://doi.org/10.1038/nrdp.2017.9
https://doi.org/10.1038/nrdp.2017.9
https://doi.org/10.1038/332268a0
https://doi.org/10.3389/fonc.2021.783856
https://doi.org/10.1016/j.cmet.2011.10.008
https://doi.org/10.1016/j.cmet.2011.10.008
https://doi.org/10.1186/1476-4598-10-89
https://doi.org/10.1073/pnas.1011777108
https://doi.org/10.1186/1471-2105-14-128
https://doi.org/10.1093/nar/gkw377
https://doi.org/10.1093/nar/gkw377
https://doi.org/10.1002/cpz1.90
https://software.broadinstitute.org/morpheus
https://software.broadinstitute.org/morpheus


21. Westermann B. Bioenergetic role of mitochondrial fusion and 
fission. Biochim Biophys Acta. 2012;1817(10):1833–1838. Epub 
2012/ 03/14. PubMed PMID: 22409868.

22. Alessandrini F, Pezze L, Ciribilli Y. LAMPs: shedding light on 
cancer biology. Semin Oncol. 2017;44(4):239–253. Epub 2018/ 
03/13. PubMed PMID: 29526252.

23. Mutvei AP, Nagiec MJ, Hamann JC, Kim SG, Vincent CT, Blenis J. 
Rap1-GTPases control mTORC1 activity by coordinating lyso
some organization with amino acid availability. Nat Commun. 
2020;11(1):1416. Epub 2020/ 03/19. PubMed PMID: 32184389; 
PMCID: PMC7078236.

24. Warburg O. On the origin of cancer cells. Science. 1956;123 
(3191):309–314. Epub 1956/ 02/24. PubMed PMID: 13298683.

25. Glunde K, Guggino SE, Solaiyappan M, Pathak AP, Ichikawa Y, 
Bhujwalla ZM. Extracellular acidification alters lysosomal trafficking 
in human breast cancer cells. Neoplasia. 2003;5(6):533–545. Epub 
2004/ 02/18. PubMed PMID: 14965446; PMCID: PMC1502575.

26. Ordway B, Gillies RJ, Damaghi M. Extracellular Acidification 
Induces Lysosomal Dysregulation. Cells. 2021;10(5):1188. 
DOI:10.3390/cells10051188. Epub 2021/ 06/03. PubMed PMID: 
34067971; PMCID: PMC8152284.

27. Li X, Saha P, Li J, Blobel G, Pfeffer SR. Clues to the mechanism of 
cholesterol transfer from the structure of NPC1 middle lumenal 
domain bound to NPC2. Proc Natl Acad Sci U S A. 2016;113 
(36):10079–10084. Epub 2016/ 08/24. PubMed PMID: 27551080; 
PMCID: PMC5018801.

28. Chikh K, Rodriguez C, Vey S, Vanier MT, Millat G. Niemann-Pick 
type C disease: subcellular location and functional characterization 
of NPC2 proteins with naturally occurring missense mutations. 
Hum Mutat. 2005;26(1):20–28. Epub 2005/ 06/07. PubMed PMID: 
15937921.

29. Singhal A, Szente L, Hildreth JEK, Song B. Hydroxypropyl-beta 
and -gamma cyclodextrins rescue cholesterol accumulation in 
Niemann-Pick C1 mutant cell via lysosome-associated membrane 
protein 1. Cell Death Dis. 2018;9(10):1019. Epub 2018/ 10/05. 
PubMed PMID: 30282967; PMCID: PMC6170477.

30. Wassie AT, Zhao Y, Boyden ES. Expansion microscopy: principles 
and uses in biological research. Nat Methods. 2019;16(1):33–41. 
Epub 2018/ 12/24. PubMed PMID: 30573813; PMCID: 
PMC6373868.

31. Lai RK, Xu IM, Chiu DK, Tse AP, Wei LL, Law CT, Lee D, Wong 
CM, Wong MP, Ng IO, et al. NDUFA4L2 Fine-tunes oxidative 
stress in hepatocellular carcinoma. Clin Cancer Res. 2016; 22 
(12):3105–3117. DOI:10.1158/1078-0432.CCR-15-1987. Epub 
20160127. PubMed PMID: 26819450.

32. Chen Z, Wei X, Wang X, Zheng X, Chang B, Shen L, Zhu H, Yang 
M, Li S, Zheng X. NDUFA4L2 promotes glioblastoma progression, 
is associated with poor survival, and can be effectively targeted by 
apatinib. Cell Death Dis. 2021;12(4):377. Epub 20210407. PubMed 
PMID: 33828084; PMCID: PMC8027655.

33. Minton DR, Fu L, Chen Q, Robinson BD, Gross SS, Nanus DM, 
Gudas LJ. Analyses of the transcriptome and metabolome demon
strate that HIF1alpha mediates altered tumor metabolism in clear 
cell renal cell carcinoma. PLoS One. 2015;10(4):e0120649. Epub 
2015/ 04/02. PubMed PMID: 25830305; PMCID: PMC4382166.

34. Fu L, Minton DR, Zhang T, Nanus DM, Gudas LJ. Genome-wide 
profiling of TRACK kidneys shows similarity to the human ccRCC 
transcriptome. Mol Cancer Res. 2015;13(5):870–878. Epub 2015/ 
02/27. PubMed PMID: 25715653; PMCID: PMC4433424.

35. Semenza GL. HIF-1 mediates the Warburg effect in clear cell renal 
carcinoma. J Bioenerg Biomembr. 2007;39(3):231–234. DOI:10. 
1007/s10863-007-9081-2. PubMed PMID: 17551816.

36. Glykofridis IE, Knol JC, Balk JA, Westland D, Pham TV, Piersma 
SR, Lougheed SM, Derakhshan S, Veen P, Rooimans MA, et al. 
Loss of FLCN-FNIP1/2 induces a non-canonical interferon 
response in human renal tubular epithelial cells. Elife. 2021;10. 
DOI:10.7554/eLife.61630. Epub 2021/ 01/19. PubMed PMID: 
33459596; PMCID: PMC7899648.

37. Takao S, Forbes L, Uni M, Cheng S, Pineda JMB, Tarumoto Y, 
Cifani P, Minuesa G, Chen C, Kharas MG, et al. Convergent 

organization of aberrant MYB complex controls oncogenic gene 
expression in acute myeloid leukemia. Elife. 2021;10. DOI:10.7554/ 
eLife.65905. Epub 20210202. PubMed PMID: 33527899; PMCID: 
PMC7886351.

38. Lawrence RE, Zoncu R. The lysosome as a cellular centre for 
signalling, metabolism and quality control. Nat Cell Biol. 2019;21 
(2):133–142. Epub 2019/ 01/04. PubMed PMID: 30602725.

39. Machado ER, Annunziata I, van de Vlekkert D, Grosveld GC, 
d’Azzo A. Lysosomes and cancer progression: a malignant liaison. 
Front Cell Dev Biol. 2021; 9: 642494. DOI:10.3389/fcell.2021. 
642494. Epub 2021/ 03/16. PubMed PMID: 33718382; PMCID: 
PMC7952443.

40. Piao S, Amaravadi RK. Targeting the lysosome in cancer. Ann N Y 
Acad Sci. 2016;1371(1):45–54. Epub 2015/ 11/26. PubMed PMID: 
26599426; PMCID: PMC4879098.

41. Perera RM, Zoncu R. The Lysosome as a Regulatory Hub. Annu 
Rev Cell Dev Biol. 2016;32(1):223–253. DOI:10.1146/annurev-cell 
bio-111315-125125. Epub 2016/ 08/09. PubMed PMID: 27501449.

42. Ballabio A, Bonifacino JS. Lysosomes as dynamic regulators of cell 
and organismal homeostasis. Nat Rev Mol Cell Biol. 2020;21 
(2):101–118. Epub 2019/ 11/27. PubMed PMID: 31768005.

43. Maes H, Agostinis P. Autophagy and mitophagy interplay in 
melanoma progression. Mitochondrion. 2014; 19 Pt A: 58–68. 
DOI:10.1016/j.mito.2014.07.003. Epub 2014/07/22. PubMed 
PMID: 25042464.

44. Gonzalez Montoro A, Auffarth K, Honscher C, Bohnert M, Becker T, 
Warscheid B, Reggiori F, van der Laan M, Frohlich F, Ungermann C. 
Vps39 interacts with Tom40 to establish one of two functionally 
distinct vacuole-mitochondria contact sites. Dev Cell. 2018;45 
(5):621–36e7. Epub 2018/ 06/06. PubMed PMID: 29870720.

45. Elbaz-Alon Y, Rosenfeld-Gur E, Shinder V, Futerman AH, Geiger 
T, Schuldiner M. A dynamic interface between vacuoles and mito
chondria in yeast. Dev Cell. 2014;30(1):95–102. Epub 2014/ 07/16. 
PubMed PMID: 25026036.

46. Honscher C, Mari M, Auffarth K, Bohnert M, Griffith J, Geerts W, 
van der Laan M, Cabrera M, Reggiori F, Ungermann C. Cellular 
metabolism regulates contact sites between vacuoles and mito
chondria. Dev Cell. 2014;30(1):86–94. Epub 2014/ 07/16. 
PubMed PMID: 25026035.

47. Kumar N, Leonzino M, Hancock-Cerutti W, Horenkamp FA, Li P, 
Lees JA, Wheeler H, Reinisch KM, De Camilli P. VPS13A and 
VPS13C are lipid transport proteins differentially localized at ER 
contact sites. J Cell Biol. 2018;217(10):3625–3639. Epub 2018/ 08/ 
11. PubMed PMID: 30093493; PMCID: PMC6168267.

48. Baixauli F, Acin-Perez R, Villarroya-Beltri C, Mazzeo C, Nunez- 
Andrade N, Gabande-Rodriguez E, Ledesma MD, Blazquez A, 
Martin MA, Falcon-Perez JM, et al. Mitochondrial respiration 
controls lysosomal function during inflammatory T cell responses. 
Cell Metab. 2015; 22(3):485–498. DOI:10.1016/j.cmet.2015.07.020. 
Epub 2015/ 08/25. PubMed PMID: 26299452; PMCID: 
PMC5026297.

49. Ji K, Mayernik L, Moin K, Sloane BF. Acidosis and proteolysis in 
the tumor microenvironment. Cancer Metastasis Rev. 2019;38(1– 
2):103–112. Epub 2019/ 05/10. PubMed PMID: 31069574; 
PMCID: PMC6886241.

50. de Araujo MEG, Liebscher G, Hess MW, Huber LA. Lysosomal 
size matters. Traffic. 2020;21(1):60–75. Epub 2019/ 12/07. PubMed 
PMID: 31808235; PMCID: PMC6972631.

51. Davis OB, Shin HR, Lim CY, Wu EY, Kukurugya M, Maher 
CF, Perera RM, Ordonez MP, Zoncu R. NPC1-mTORC1 sig
naling couples cholesterol sensing to organelle homeostasis and 
is a targetable pathway in Niemann-pick type C. Dev Cell. 
2021;56(3):260–76e7. Epub 2020/ 12/15. PubMed PMID: 
33308480.

52. Guo H, Zhao M, Qiu X, Deis JA, Huang H, Tang QQ, Chen X. 
Niemann-Pick type C2 deficiency impairs autophagy-lysosomal 
activity, mitochondrial function, and TLR signaling in adipocytes. 
J Lipid Res. 2016;57(9):1644–1658. Epub 2016/ 07/13. PubMed 
PMID: 27402802; PMCID: PMC5003158.

14 J. M. KUBALA ET AL.

https://doi.org/10.3390/cells10051188
https://doi.org/10.1158/1078-0432.CCR-15-1987
https://doi.org/10.1007/s10863-007-9081-2
https://doi.org/10.1007/s10863-007-9081-2
https://doi.org/10.7554/eLife.61630
https://doi.org/10.7554/eLife.65905
https://doi.org/10.7554/eLife.65905
https://doi.org/10.3389/fcell.2021.642494
https://doi.org/10.3389/fcell.2021.642494
https://doi.org/10.1146/annurev-cellbio-111315-125125
https://doi.org/10.1146/annurev-cellbio-111315-125125
https://doi.org/10.1016/j.mito.2014.07.003
https://doi.org/10.1016/j.cmet.2015.07.020

	Abstract
	Introduction
	Methods
	Cell culture
	Generation of cell lines
	Generation of HK-2-myc-FLAG-NDUFA4L2 cells
	Immunocytochemistry
	Live cell imaging
	Expansion microscopy
	Western blotting
	Dynabead-antibody coupling
	Immunoprecipitation (IP)
	Mass spectrometry
	Proteomics analysis
	Statistical analysis and experimental robustness

	Results
	NDUFA4L2 elicits a glycolytic shift in both HK-2 and RCC4 ccRCC cells
	Mass spectrometry and proteomics analyses of RCC4 cells
	Pathway analysis for NDUFA4L2
	NDUFA4L2 interacts with mitochondria and increases mitochondrial fragmentation
	NDUFA4L2 associates with lysosomes
	NDUFA4L2 alters mitochondrial interactions with lysosomes
	NDUFA4L2 elicits changes in lysosomal morphology and lysosomal trafficking
	NDUFA4L2 associates with NPC1 and NPC2

	Discussion
	Acknowledgments
	IRB Statement
	Data available Statement
	Disclosure statement
	Funding
	Notes on contributors
	ORCID
	References

