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Stress-responsive Gdf15 counteracts renointestinal
toxicity via autophagic and microbiota
reprogramming
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The integrated stress response (ISR) plays a pivotal role in the cellular stress response,
primarily through global translational arrest and the upregulation of cellular adaptation-linked
molecules. Growth differentiation factor 15 (Gdf15) is a potent stress-responsive biomarker of
clinical inflammatory and metabolic distress in various types of diseases. Herein, we assess
whether ISR-driven cellular stress contributes to pathophysiological outcomes by modulating
Gdf15. Clinical transcriptome analysis demonstrates that PKR is positively associated with
Gdf15 expression in patients with renal injury. Gdf15 expression is dependent on protein
kinase R (PKR)-linked ISR during acute renointestinal distress in mice and genetic ablation of
Gdf15 aggravates chemical-induced lesions in renal tissues and the gut barrier. An in-depth
evaluation of the gut microbiota indicates that Gdf15 is associated with the abundance of
mucin metabolism-linked bacteria and their enzymes. Moreover, stress-responsive Gdf15
facilitates mucin production and cellular survival via the reorganization of the autophagy
regulatory network. Collectively, ISR-activated Gdf15 counteracts pathological processes via
the protective reprogramming of the autophagic network and microbial community, thereby
providing robust predictive biomarkers and interventions against renointestinal distress.
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mental interorgan communication between the gut and

kidney. Accumulating evidence suggests that the gastro-
intestinal tract is a major source of microbes and immune-
related cells, leading to inflammatory insults in patients with
acute kidney injury (AKI) or chronic kidney disease (CKD)!-3.
Likewise, renal manifestations, including renal tubular injury,
nephrolithiasis, tubulointerstitial nephritis, glomerulonephritis,
and amyloidosis, have been reported in 4-23% of patients
with gut barrier distress, such as inflammatory bowel disease*-.
Experimentally, it has been shown that advanced CKD can
trigger intestinal mucosal barrier damage and subsequent
systemic inflammation, thereby aggravating disease severity>.
In particular, the levels of bacteremia or endotoxemia
are highly associated with disease severity in patients with
CKD7®. Gut-derived adverse factors, including detrimental
microbiota, endotoxins, and uremic toxins, contribute to renal
injury®. Another representative clinical model of renointestinal
distress is a chemotherapy-induced complication!®11, although
platinum-based chemotherapeutic agents, such as cisplatin
(CP), are extensively used to treat solid tumors and hematolo-
gical malignancies!2. According to a 6-year cohort investigation,
approximately 34% of adult patients with diverse types of
cancer administered CP chemotherapy were found to experi-
ence AKI, with most patients exhibiting long-term renal out-
comes such as a slight but permanent decline in the estimated
glomerular filtration rate (¢GFR)!3. In addition to renal injuries,
chemotherapy has been associated with mucositis induction!4.
Despite the beneficial effects of anticancer agents, 20-40% of
patients with solid tumors reportedly develop mucositis fol-
lowing anticancer therapy!®. Rapidly growing cells or tissues,
such as the mucous membranes of the mouth, stomach, and
intestines, are primary targets of detrimental actions mediated
by anticancer drugs via genotoxic stressors!.

Growth differentiation factor 15 (Gdf15) is a member of the
transforming growth factor (TGF)-B superfamily and is
induced by diverse pathological stimuli, including tissue inju-
ries, inflammation, and oncogenic insults!’-19. Based on
accumulated evidence, Gdf15 participates in cell homeostatic
responses and plays a protective role in both physiological and
pathological states, including chronic inflammation and
tumorigenesis?0-23. Given that tissue expression levels of
Gdf15 are strongly correlated with secreted levels of Gdf1524,
circulating Gdf15 levels could potentially represent tissue
injuries. Notably, blood Gdfl5 levels have been positively
associated with renal dysfunction or injury during aging or
disease progression, including CKD24-26,

In response to diverse internal and external stressors,
eukaryotic cells activate a common adaptive pathway,
the integrated stress response (ISR), to restore cellular integrity.
The core biochemical event in ISR is the phosphorylation
of eukaryotic translation initiation factor 2 alpha (elF2a) by
the elF2a kinase family, which causes global translational
arrest and the induction of specific stress-responsive genes to
achieve biological homeostasis?”-?8, Herein, we determined
whether ISR-driven cellular stress contributes to pathophysio-
logical outcomes via the modulation of Gdfl5 during renoin-
testinal distress. Based on the assumption that Gdf15 is a stress-
responsive molecule associated with tissue injury, its actions
in renointestinal distress were predicted using the clinical
transcriptome and animal injury models. In addition to adverse
renal outcomes, a mucosa-specific niche, including the micro-
bial community and gut epithelial barrier, was addressed in the
complex interorgan communications between the gut and kid-
ney. Our findings would provide novel insights into the prog-
nosis and intervention of renointestinal distress.

Renointestinal distress is a pathological outcome of detri-

Results

ISR mediates Gdfl5 expression during renal injury. Based on
the assumption that ISR-linked cellular processes are involved in
modulating renal distress, the expression of four global stress-
related mammalian eIF2a kinases, i.e., EIF2AKI (HRI), EIF2AK2
(protein kinase R; PKR), EIF2AK3 (protein kinase R-like endo-
plasmic reticulum kinase; PERK), and EIF2AK4 (GCN2), were
compared in patients with AKI (Fig. 1la). EIF2AK2 (PKR)
expression was markedly elevated when compared with the
expression levels of other mammalian eIF2a kinases. Clinical
transcriptome-based analysis revealed that patients with AKI or
CKD exhibited elevated PKR levels (Fig. 1b, c). Although PERK
levels were not significantly elevated in patients with AKI,
increased levels were observed in those with CKD (Supplemen-
tary figure sla, b). We also analyzed GdfI5 expression associated
with human AKI and CKD in clinical genomic datasets
(GSE30718 and GSE66494, respectively). We observed that the
relative expression of GdfI5 was significantly higher in patients
with AKI and CKD than in the control group (Fig. 1d, e,
respectively). Moreover, subjects with elevated levels of PKR or its
representative target, C/EBP homologous protein (CHOP), ten-
ded to exhibit higher GdfI5 levels than those with low PKR or
CHOP expression (Fig. 1f [AKI] and 1g [CKD]), thereby indi-
cating a positive association between PKR signaling and GdfI5
expression. In contrast, PERK expression was not significantly
associated with Gdf15 levels in patients with AKI or CKD (Sup-
plementary figure slc, d, respectively).

Gdf15 was mechanistically evaluated as a stress-induced factor
in response to platinum exposure during renointestinal distress.
Consistent with the clinical transcriptomic evaluation, the renal
stress response to CP was assessed using HK-2 cells, a well-
established immortalized proximal tubule epithelial cell line
derived from normal adult human kidneys?®. Furthermore,
intestinal stress responses have been simulated in the HCT-8
cell line, a widely employed human intestinal epithelial cell model
for inflammatory and infectious diseases3%-3!. Based on the 24-h
cellular viability (Supplementary Fig. s2a, b), the following cell-
based evaluations were performed at CP doses corresponding to
ICso values at each given exposure time. In response to CP
treatment, HK-2 and HCT-8 cells showed increased Gdfl5
expression (Fig. 1h, i). In addition to genotoxic stress, CP has
been found to disrupt organelle functions, including translational
machinery, via strong binding to RNA and ribosomes32-37.
Therefore, among the various types of elF2a kinase-linked
signaling pathways in ISR, RNA-dependent PERK- and double-
stranded RNA-dependent PKR-associated signals were examined
to determine their possible impact on Gdf15 expression levels.
Specific small hairpin RNAs (shRNAs) were used to knock down
PERK or PKR to determine their impact on Gdfl5 expression.
Compared with PERK expression, PKR was markedly involved in
CP-induced Gdf15 expression in both cell types. These findings
confirmed that PKR-linked signaling is critically involved in
Gdf15 expression during renal injury.

Gdf15 deficiency aggravates acute renal and mucosal injuries.
Specifically, we evaluated whether high levels of Gdf15 expression
were related to the prognosis of renal pathology in a mouse model
of CP-induced AKI. The Kaplan-Meier survival plot revealed that
Gdf15 deficient mice displayed a poorer prognosis than wild-type
mice following CP treatment (Fig. 2a); this indicated the pro-
tective actions mediated by Gdf15 against acute renal injury and
adverse outcomes. Gross anatomical observation of the kidneys
revealed extensive tissue damage in Gdf15 knockout (KO) mice in
response to CP treatment when compared with that in wild-type
mice (Fig. 2b). Creatinine and blood urea nitrogen (BUN) levels
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Fig. 1 Involvement of integrated stress response (ISR) in renal injuries. a Expression levels of elF2a kinase genes (EIF2AKT, EIF2AK2, EIF2AK3, and
EIF2AK4) were compared in each patient with acute kidney injury (GSE30718). b=e Expression of PKR (b, ¢) or Gdf15 (d, e) was determined in patients with
renal injuries, including acute kidney injury (GSE30718, b and d) or chronic kidney disease (GSE66494, c and e). The results are shown as a plot with Tukey
whiskers. The asterisks (x) indicate significant differences between the two groups (xp < 0.05, ***p < 0.001). f-g Based on PKR or C/EBP homologous
protein (CHOP) levels, we selected the 20 highest and 20 lowest level samples, which were further evaluated based on the Gdf15 levels in patients with
renal injuries, including acute kidney injury (GSE30718, f) or chronic kidney disease (GSE66494, g). The results are shown as a plot with Tukey whiskers
and outliers (orange circles). The asterisks (x) indicate significant differences between groups (xp < 0.05, *xp < 0.01 using a two-tailed unpaired Student’s
t-test). h=i HK-2 cells (h) and HCT8 cells (i) transfected with control (the negative control shRNA) or shPERK or shPKR plasmid were treated with vehicle
or 10 pmol/L cisplatin (CP) for 48 h. Cellular lysates were subjected to western blot analysis. elF2a, eukaryotic initiation factor 2 alpha; Gdf15, growth
differentiation factor 15; PKR, protein kinase R; PERK, protein kinase-like endoplasmic reticulum kinase.

were measured to verify renal functional injuries. Following CP
treatment, creatine and BUN levels were significantly higher in
Gdf15 KO than in wild-type mice (Fig. 2¢, d, respectively). Fur-
thermore, we performed a quantitative evaluation of renal tissue
injuries using periodic acid-Schiff (PAS) staining (Fig. 2e) and
found a high degree of tubular dilation and tubular vacuolation in
Gdf15 KO mice when compared with that in wild-type mice in
response to CP (Fig. 2f, g). In addition, CP-induced cyst forma-
tion was notable in Gdf15 KO mice when compared with that in
wild-type mice (Fig. 2h). Overall, these results indicated a pro-
tective role for Gdf15 against CP-induced renal injury.

In addition to renal distress, mucositis is a known complication
associated with CP-induced complication!4. We examined the
effects of GAf15 deficiency on CP-induced mucositis in mice. Based
on gross anatomical observations, Gdf15 deficiency significantly
aggravated CP-induced shortening of the mouse small intestine
considering the longitudinal length (Fig. 3a). Following micro-
scopic examination of the intestinal epithelial layer, we detected
blunting or shortening of the villi or crypts in CP-exposed mice,

which was markedly severe in Gdf15 KO mice (Fig. 3b, c). Gdf15-
associated shortening of the lining length, villi, and crypts
suggested a reduction in the small intestinal luminal surface
available for nutrient absorption. Furthermore, histopathological
scoring of pathological severity revealed that Gdfl5 deficiency
could aggravate CP-induced crypt loss (Fig. 3d-g). Notably, Gdf15-
deficiency enhanced inflammation and ulceration, which were
more pronounced in the ileum than in the jejunum (Fig. 3f, g).
In addition to CP-induced intestinal injuries, we assessed a well-
defined ulcerative colitis model using dextran sodium sulfate (DSS).
In response to DSS treatment, Gdf15 KO mice exhibited increased
levels of inflammation, ulceration, crypt loss, and edema in the
colon when compared with those in wild-type mice (Fig. 4a, b). We
assessed a representative model of chronic kidney disease via
treatment with a high-fat diet (HFD) (Supplementary Figure s3). In
this model, we could not find notable histological defects in the gut
while chronic exposure to HFD (12 weeks) caused renal injuries
such as tubular dilation. However, Gdf15 did not contribute to
HFD-induced renal pathological events. On an assumption that gut
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Fig. 2 Role of Gdf15 in cisplatin (CP)-induced renal injuries. Eight-week-old wild-type and Gdf15 knockout (KO) mice were treated with vehicle or CP
(20 mg/kg, intraperitoneal) for 72 h (n=3 — 5). a Kaplan-Meier's survival analysis of wild-type and Gdf15 KO mice treated with CP (n=3 — 5, p<0.01).
b Gross anatomy of kidney sections from untreated mice and CP-treated mice (periodic acid-Schiff [PAS] staining) (Magnification, 5x; Scale bars(s),
Tmm). Serum levels of creatinine (¢) and blood urea nitrogen (BUN) (d) were measured at 72 h after CP treatment using a colorimetric assay kit, as
described in the method section. The results are shown as a bar graph with average and standard deviation, and different letters over each bar represent
significant differences between groups (p < 0.05). e Histological examination of PAS-stained kidney sections (Magnification, 400x; Scale bars(s), 50 um).
Quantitative analysis of tubular dilation (f), tubular vacuolation (g), and cyst formation (h). The results are shown as a plot with Tukey whiskers and
outliers (orange circles). Different letters over each bar represent significant differences between groups (p < 0.05). Gdf15, growth differentiation factor 15.

injury is associated with adverse outcomes in the kidney, we further
determined whether colitis-inducing insult affects renal integrity.
Animals with the dextran sodium sulfate (DSS)-induced ulcerative
colitis displayed pathological outcomes in the kidney, including
elevated BUN levels and tubular dilation, which were notable
Gdf15 KO animals (Fig. 4¢, d). In addition to tubular distress, we
found that Gdfl5 deficiency increased glomerular injuries,
including morphological shrinkage and neutrophil infiltration in
the DSS-induced colitis model (Fig. 4e). Collectively, Gdf15
deficiency contributed to histological alterations and pathological
severity in the renointestinal injury models.

Gdf15 is involved in counteracting microbiota-associated
mucosal barrier degradation. The gut mucosal layer was fur-
ther evaluated, given that it is a pivotal barrier against proin-
flammatory triggers, including microbes and their components.
Considering mucosal defense, CP exposure reduced the number of
goblet cells and decreased mucus secretion in the ileal epithelial

layer, which was further exacerbated in Gdf15 KO mice (Fig. 5a,
b). In addition to the small intestine, Gdf15 deficiency depleted
colonic mucin secretion, thereby indicating the protective function
of Gdf15 for goblet cells or their mucin production. Therefore,
Gdf15 KO also induced severe loss of the mucosal layer in the
DSS-induced colitis model (Fig. 5¢). Gram staining was performed
to localize the luminal bacteria and estimate the thickness of the
inner mucosal layer. Gdf15-deficient epithelial cells were in close
contact with the luminal matter containing dietary and microbial
factors, given the reduced mucosal barrier (Fig. 5d). Subsequently,
luminal bacteria could easily translocate into the inner tissues and
play crucial roles in triggering inflammatory insults in the vas-
culature and other target organs, including the kidneys. The
present evidence suggests that Gdfl5-mediated integrity of the
epithelial and mucosal barrier counteracts the circulatory release
of gut-derived renotoxic or proinflammatory factors.

In addition to the altered host tissue barrier, we evaluated
the luminal bacterial composition as a potential etiology
associated with the aggravated gut barrier, as mucosal microbes
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Fig. 3 Effects of Gdf15 deficiency on gut morphology during renal injury. Eight-week-old wild-type and Gdf15 knockout (KO) mice (n = 3-5) were treated
with vehicle or cisplatin (CP; 20 mg/kg) for 72 h. a The average length of the small intestine from each group. b-c Average lengths of villus (left) and crypt
(right) in the jejunum (b) and ileum (c). The results are shown as a plot with Tukey whiskers and outliers (orange circles). Different letters over bars

represent significant differences between groups (p < 0.05). d-g Histological examination of hematoxylin and eosin (H&E)-stained sections of the jejunum
(d) and ileum (e) (Magnification, 100x; Scale bar(s), 100 pm). Quantitation of pathological severity of the jejunum (f) and ileum (g). The results are shown
as a plot with Tukey whiskers and outliers (orange circles). The asterisks (x) indicate significant differences between groups (sx#p < 0.01, *xxp < 0.001
using a two-tailed unpaired Student's t-test). Gdf15, growth differentiation factor 15.

can modulate the synthesis or degradation of the mucosal
matrix. In total, 1,821,852 paired-end reads were produced
from the three libraries using the Illumina iSeq platform
(Illumina Inc.,, San Diego, CA, USA). Subsequently, the
1,821,852 single-end reads were subjected to further analyses
using the QIIME2 (ver.2021.2) pipeline. Using the DADA2
algorithm, 2,012 representative sequences of the V4 region of
16 S rRNA genes, with an average length of 151 bp across three
libraries, were constructed, among which 100047.6, 102951.5,
100358.5, and 114681.25 average features were counted in
wild-type (vehicle), Gdfl5 KO (vehicle), wild-type (CDDP),
and Gdf15 KO (CDDP), respectively. Alpha diversity based on
the Shannon, Simpson, and Chaol metrics revealed that the
degree of diversity within each microbial community was
similar (Supplementary figure s4a). In contrast, beta diversity
significantly differed between communities (Supplementary
figure s4b). Moreover, the composition analysis of the phyla
demonstrated that Firmicutes and Bacteroidota were the most
dominant phyla in all samples (Supplementary figure s4c). The
composition differed across samples, as Firmicutes contributed
56.9 and 59.6% of the total features as the most abundant
phylum in the vehicle and CDDP groups, respectively, whereas
the relative abundance of Bacteroidota was increased in Gdf15

KO mice (Supplementary figure s4a). Additionally, the ratio of
Proteobacteria was 9-fold its original value in response to
CDDP exposure in wild-type mice, whereas the CDDP-induced
elevation in Proteobacteria abundance was marginal in Gdf15
KO animals (Supplementary figure s4c). An in-depth assess-
ment of the communities at the family or genus level
demonstrated that unclassified Lachnospireae, as the major
family belonging to the phylum Firmicutes, contributed
25-32% in each group (Fig. 6a). However, Muribaculaceae
was the main genus in the phylum Bacteroidota in the Gdfl5
KO animals. Further evaluation was performed to rank the
relative abundance of bacteria at the species level in response to
Gdf15 deficiency. In particular, Gdf15 deficiency increased the
relative abundance of Muribaculum intestinale, Duncaniella
dubosii, Akkermansia muciniphila, Lachnospiraceae_UCG-006,
Prevotellaceae, Bacteroidesvulgatus, and Dubosiella (Fig. 6b
and Supplementary figure s4d), all of which were identified as
mucin glycan foragers in the human gut microbiome3839,
Furthermore, metagenomic prediction based on the profile
using PICRUSt2 (ver.2.3.0) demonstrated significant elevations
in genes encoding mucin-degradation-related enzymes in
response to Gdfl5 deficiency (Fig. 6c). In particular, Gdf15
deficiency significantly enhanced expression levels of genes
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Fig. 4 Effects of Gdf15 deficiency on gut pathology in dextran sodium sulfate (DSS)-exposed mice. Eight-week-old wild-type and Gdf15 knockout (KO)
mice (n=3-5) were treated with vehicle or 3% DSS for 8 days. Histological examination of hematoxylin and eosin (H&E)-stained colon sections (a).
Quantitation of pathological severity of colons (b) (Magnification, 200x%; Scale bar(s), 100 pm). The results are shown as a plot with Tukey whiskers and
outliers (orange circles). The asterisks (x) indicate significant differences between groups (xxp < 0.01, x*xp < 0.001). ¢ Histological examination of
periodic acid-Schiff (PAS)-stained kidney sections (Magnification, 400x; Scale bars(s), 50 pm). d Blood urea nitrogen (BUN) was measured 48 h after DSS
treatment using a colorimetric assay kit. The results are shown as a plot with Tukey whiskers. The asterisks (x) indicate significant differences between
groups (**p <0.01). e Quantitative analysis of tubular dilation, glomerular shrinkage, and glomerular sclerosis. The results are shown as a plot with Tukey
whiskers and outliers (orange circles). The asterisks () indicate significant differences between the two groups (*p < 0.05, **p < 0.01, ***p < 0.001). Gdf15,

growth differentiation factor 15.

for sialate O-acetylesterase (EC:3.1.1.53),
N-acetylgalactosamine-4-sulfatase (EC:3.1.6.1), exo-alpha-
sialidase = (EC:3.1.6.12), beta-mannosidase (EC:3.2.1.18),
alpha-l-fucosidase (EC:3.2.1.25), beta-N-acetylhexosaminidase
(EC:3.2.1.51), and endo-alpha-N-acetylgalactosaminidase
(EC:3.2.1.52). Taken together, Gdf15 deficiency concomitantly
increased the abundance of mucin metabolism-linked bacteria and
enzymes along with mucosal barrier disruption, indicating that
Gdf15 counteracts mucin degradation induced by microbes.

arylsulfatase

Gdf15-linked autophagy signaling mediates mucin production
and cellular protection. Considering the Gdf15-mediated coun-
teraction against renointestinal injuries, autophagy was evaluated
as one of the representative protection mechanisms. First, we
assessed the involvement of Gdf15 in the autophagic flux in the
gut and kidney cells using the plasmid for expression of mCherry-
and GFP-tagged microtubule-associated protein 1 A/1B light
chain 3 B (LC3B), a representative autophagosome marker
(Fig. 7a, b). The fusion of autophagosomes to late endosomes or
lysosomes results in acidic autolysosomes where the signal of
acid-sensitive GFP is lost. Moreover, the signal of acid-insensitive

mCherry is ultimately lost when the double-tagged protein is
degraded. CP-insulted cells exhibited autophagosome formation
(the yellow puncta), which was followed by autolysosome for-
mation (the red) for clearance of the ubiquitinylated proteins
under chemical stress. However, Gdfl5-deficient cells showed
defects in the normal autophagic flux. The autolysosome for-
mation was remarkably interfered in Gdf15 knockdown, resulting
in the prolonged yellow puncta signal with attenuated levels of
red fluorescence puncta (Fig. 7a, b), suggesting the pivotal roles of
Gdf15 in facilitating the autophagic flux.

Next, we investigated the mechanistic link between Gdf15 and
mucosal protection. Accordingly, autophagy was assessed as one
of the protective signaling mechanisms against chemical-induced
mucositis. We noted that Gdfl5-knockdown gut cells exhibited
reduced activation of LC3B (Fig. 8a), thereby indicating that
Gdf15 positively regulates autophagy. Moreover, we observed
p62, a receptor for cargo destined to be degraded by autophagy,
which binds to ubiquitin and LC3, facilitating clearance of
ubiquitinated proteins in the autolysosome. Although p62 was
ultimately degraded in CP-exposed intestinal cells, Gdfl5-
deficient cells exhibited resistance to the CP-induced degradation
process. Considering the mucosa-mediated gut protection, the in
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Fig. 5 Effects of Gdf15 deficiency on gut mucosa during renal injury. a Eight-week-old wild-type and Gdf15 knockout (KO) mice (n = 3-5) were treated
with vehicle or cisplatin (CP; 20 mg/kg) for 72 h. Staining of ileum mucosa with Alcian blue (Magnification, 200x; Scale bar(s), 100 pm) and its

quantitation (Magnification, 200x; Scale bar(s), 100 um). b-d Eight-week-old wild-type and Gdf15 KO mice (n = 3-5) were treated with vehicle or 3% DSS
for 8 days. Staining of ileum mucosa with Alcian blue (Magnification, 200%; Scale bar(s), 100 pm) and its quantitation (Magnification, 200x; Scale bar(s),
100 pm) (b). Representative images of the intestinal mucosal bacteria using Gram staining (¢) or 16 rRNA in situ staining (d) (Magnification, 200x; Scale
bar(s), 100 pm). The mucosal layer thickness was measured (the right graph). The quantitation analysis was shown as plots with Tukey whiskers and
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vitro evaluation using human intestinal epithelial cells demon-
strated Gdfl5-dependent expression of mucins 2 and 4 (Fig. 8b).
Moreover, inhibition of autophagy signaling attenuated mucin 2/4
induction in response to CP-induced distress, indicating that
Gdf15-mediated autophagy signaling participates in intestinal
mucin expression.

To address the detail signaling network involved in Gdf15-
induced autophagy, we performed a systematic bioinformatics
analysis of Gdf15 expression in human cells using the autophagy
regulatory network (ARN) database, which encompasses various
evidence-based autophagy machinery-linked components, their
regulators, transcription factors, miRNA regulators, and signaling
network connectors in multi-layered illustration*’, Based on the
human Gdf15-responsive gene profile in gut cells, we identified
two clusters of receptor-associated autophagy signaling (Fig. 8c).
We found that Gdfl5 enhanced gamma-aminobutyric acid
receptor-associated protein-like 1 (GABARAPLI) in the signaling
hierarchy system, which mediates signal transduction through
protein-protein interactions and downregulates the nuclear
receptor peroxisome proliferator-activated receptor gamma
(PPAR-y)-regulated transcriptional network. GABARAPLI and
PPAR-y are key components with high betweenness centrality of
ARN in response to Gdfl5 levels. Moreover, GABARAPLI-
modulated high-degree transcription factors, such as Spl and

early growth response gene 1 (Egrl), contributed to Gdfl5-
responsive network alterations. Additionally, we examined
Gdf15-regulated critical modules of the autophagy network in
CP-exposed human intestinal cells. Gut epithelial exposure to CP
slightly enhanced GABARAPL1 expression, which was positively
regulated by Gdfl5 (Fig. 8d). In contrast, chemical stress
downregulated the expression of PPARy.

Next, we aimed to predict the link between autophagy and
renal tissue injury. Although the precise role of autophagy in
kidney disease remains controversial, patients with AKI tend to
exhibit reduced levels of Beclin-1 (BECI), a representative
autophagy biomarker (Fig. 9a). Clinical transcriptome analysis
also revealed that subjects with high Gdf15 expression tended to
exhibit increased levels of BECI during acute or chronic renal
injury (Fig. 9b). Experimentally, GdfI5 KO mice exhibited
reduced expression of LC3B II, a representative autophagosome
marker (Fig. 9c), thereby indicating that Gdfl5 positively
regulates autophagy. Consistent with renal tissue expression
levels, Gdf15 knockdown in HK2 cells attenuated the activation
level of LC3B (Fig. 9d). Moreover, Gdf15-deficient cells displayed
enhanced levels of p62, a receptor for cargo destined to be
degraded by autophagy, indicating that Gdf15 contributes to the
autolysosome process as well as the autophagosome formation in
the renal tubular cells. In contrast, Gdf15 suppression increased
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CP-induced renal cell death (PARP1/2 cleavage), indicating the
protective effects of Gdf15 via autophagy signaling in response to
CP exposure. Furthermore, the inhibition of autophagy signaling
aggravated CP-induced renal cell death (Fig. 9e). Collectively,
Gdf15 and its downstream autophagy pathway mechanistically
afford protection against renal cell death.

Finally, clinical transcriptome analysis verified the autophagy
signaling in patients with acute renal distress. Considering the
integrated stress responses during renal injury, PKR eIF2a kinase-
mediated stress signaling was critically involved in Gdf15 induction
during renal injury and CP exposure (Fig. 1). Accordingly, we
evaluated GABARAPLI expression and PKR levels in patients with
AKIL Subjects with elevated levels of PKR exhibited increased
GABARAPLI expression, indicating that ISR enhances GABAR-
APL]1 expression (Fig. 10a). Furthermore, PKR-responsive
GABARAPLI was positively associated with improved levels of
BECNI, an autophagy biomarker in injured renal tissues (Fig. 10b).
Moreover, patients with high GdfI5 levels tended to demonstrate
increased GABARAPLI levels and decreased PPARy expression,
suggesting a Gdf15-altered autophagy network during acute renal
distress (Fig. 10c). Furthermore, the clinical database-linked
prediction of the regulatory patterns of two key autophagy network
molecules, GABARAPLI and PPAR-y was similar to those observed
in the CP-exposed renal tubular cells (Fig. 10d). Collectively, stress-

responsive Gdf15 modulated the autophagy signaling network,
contributing to the maintenance of mucosal integrity and renal cell
survival in the distressed gut-kidney axis (Fig. 10e).

Discussion

In the present study, Gdfl5 was evaluated as an endogenous
adaptation molecule against pathological stress. Notably, ISR-
activated Gdfl5 facilitated cellular protection via signaling
reprogramming of the autophagy network in response to tissue
injury. In addition to renal cell protection, the Gdfl5-linked
autophagic signaling was involved in gut barrier maintenance via
regulation of mucin production against mucus-degrading micro-
biota during the renal injury. Clinical dataset- and experiment-
based predictions and evidence on Gdfl5-mediated protection
provide insights into robust targets for molecular prevention or
intervention against intestinal and renal injury. Gdf15 has also
been assessed as an early biomarker of various tissue injuries,
regulating inflammation, cell survival, proliferation, and apoptosis
during disease progressiont!. Moreover, increased serum levels of
Gdf15 have been associated with an enhanced risk of CKD pro-
gression, particularly indicating its usefulness as a marker of renal
impairment in the elderly and young populations?>*2. Moreover,
urinary Gdf15 levels can be associated with adverse outcomes,
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Fig. 7 Effects of Gdf15 on autophagy in cells. Control or Gdf15-deficient cells (HCT-8 (a) or HK-2 (b) cells) were transfected with pDEST-CMV mCherry-
GFP-LC3B WT. At 24 h after transfection, cells were treated with vehicle or 10 pmol/L cisplatin (CP) for 48 h. Cells were observed under the confocal
microscope to monitor the pH-responsive autophagic flux (Magnification, 400x; Scale bar(s), 10 pm). The quantitation analysis was shown as plots with
Tukey whiskers (lower graphs) and all datapoints (circles). Different letters with bars represent significant differences between groups (p < 0.05). Gdf15,

growth differentiation factor 15.

kidney histology patterns, and the need for renal replacement
therapy in patients with CKD*3. Kidney transplantation report-
edly reduces serum Gdf15 levels, whereas nephrectomy was found
to upregulate these levels, indicating that renal Gdf15 regulates
various physiological functions**. Herein, ISR-linked Gdf15 could
be a valuable prognostic biomarker for acute renointestinal dis-
tress, but additional evaluations are warranted to generalize the
prediction in diverse other renal injuries

Gdf15 facilitates the reorganization of ARN in response to
cellular stress. However, mechanistic evidence regarding Gdf15-
mediated regulation of autophagy remains limited. In terms of
indirect evidence of Gdf15 action in autophagy, Gdf15 combined
with oxidized low-density lipoprotein was shown to impair
autophagic processes by regulating the expression of autophagy-
relevant proteins in human macrophages during atherosclerotic
plaque formation®>. In the autophagy machinery, GABARAPL1
was predicted to be a protective signaling mediator in PKR-linked
renal pathogenesis following Gdfl5 induction. In mammalian
cells, cargo membranes are recognized and conjugated by the
autophagy-related protein 8 family, including GABARAPs or LC3
proteins, which play critical roles in autophagic flux6:47,
Although LC3 is involved in elongating the phagophore mem-
brane, GABARAPs, including GABARAPLI, are essential for
phagophore extension and sealing, resulting in autophagosome
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maturation®s. Moreover, the GABARAP subfamily positively
regulates ULK1 (Unc-like autophagy activating kinasel), a key
stress-responsive kinase that initiates the autophagy machinery in
response to internal or external stressors, including nutrient and
metabolic stress signaling®®. In the present study, stress-
responsive PKR and Gdfl15 expression were positively asso-
ciated with GABARAPLI expression in patients with acute renal
injury, which could facilitate early autophagy formation and
maturation as a protective cell process against renal tubular and
intestinal epithelial injuries. Although the role of autophagy in
kidney injury needs to be comprehensively elucidated, early
stress-responsive autophagy may be associated with an adaptive
response that suppresses cell death and subsequently improves
renal tubular cell survival during kidney injury®0. Various sig-
naling pathways are known to influence autophagy-linked
molecular pathways. CP-induced pathological outcomes have
been negatively associated with protective autophagy activation
via metabolic reprogramming-linked biochemical signaling
mediators, including 5’-adenosine monophosphate-activated
protein kinase alpha and sirtuin-3, during acute renal
injuries°1»>2, Moreover, the autophagic machinery sequesters
damaged lysosomes in kidney cells, which are engulfed via
autophagosome formation, resulting in lysosomal homeostasis
and healthy cellular integrity during AKI®3. In addition, the
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Fig. 8 Effects of Gdf15 deficiency on gut autophagy signaling and mucin production. a HCT8 cells transfected with control or shGdf15 vector were
treated with vehicle or 10 pmol/L cisplatin (CP) for 48 h. Cellular lysates were subjected to western blot analysis. b HCT-8 cells transfected with control
(the negative control shRNA) or shGdf15 plasmid were treated with vehicle or 10 pmol/L CP in the absence or presence of 20 pmol/L 3-methyladenine (3-
MA) for 48 h, and mRNA levels of mucin 4 or mucin 2 were measured using reverse transcription-quantitative polymerase chain reaction (RT-gPCR)
analysis. Data values are presented as the mean * standard deviation (SD) and all datapoints (circles). Asterisks () indicate significant differences from
the CP-treated group (xxxp < 0.001). Boxed blots indicate the efficient suppression of Gdf15 using shRNA. ¢ Cluster evaluation of autophagy regulatory
network (ARN; https://autophagyregulation.org) in response to Gdf15 levels in human cells. The border thickness indicates the levels of betweenness
centrality of each node. d The HCT-8 cells transfected with control (the negative control shRNA) or shGdf15 plasmid were treated with vehicle or 20 pmol/
L CP for 12 h, and mRNA levels were measured using RT-gPCR analysis. Data values are presented as the mean + SD and all datapoints (circles). Different
letters over bars represent significant differences between groups (p < 0.05). Gdf15, growth differentiation factor 15.

autophagy-linked intracellular degradation process plays crucial
roles in mucin-secreting intestinal cells to cope with the unfolded
protein stress responses®®>>. Excess levels of mucin biosynthesis
with defective autophagy pathway may disrupt the intestinal
homeostasis. In contrast to protective autophagy, autophagy
signaling has been associated with detrimental effects via proin-
flammatory responses in an endotoxin-associated kidney injury
model®®. Notably, autophagy can afford protection against a mild
degree of renal ischemia-reperfusion injury; however, this effect is
not observed in cases of severe injury’. Furthermore, persistent
activation of autophagy in the kidney proximal tubules was
shown to stimulate renal interstitial fibrosis in a murine model®8.
Therefore, the precise contribution of renal and intestinal cells
during autophagy needs to be thoroughly assessed depending on
disease severity and progression.

In the present study, autophagy signaling was associated with
PKR-mediated ISR in the acute renal injury model using CP
treatment. CP induces genotoxicity by forming DNA adducts,
which interferes with genetic replication and cellular stress
responses. However, CP-induced pathological outcomes can be

associated with multiple mechanisms, including the blockade of
RNA synthesis or its direct binding to RNA3-37. CP-DNA
adducts were found to exhibit high binding activity to high
mobility group domain proteins such as the human upstream
binding factor, which can interfere with binding to the ribosomal
RNA (rRNA) gene promoter3>37. Moreover, CP directly inter-
calates ribosomes and mRNA, leading to ribosomal stalling, as
well as suppressed global translation. Stress-driven ribosomal
stalling triggers eIF2a-mediated global translational inhibition via
PKR, a primary biochemical pathway in ISR?7>-61. PKR-linked
ISR can be activated by diverse internal and external stressors,
including viral infection, specific translational inhibition, oxida-
tive and ER stress, growth factor deprivation, and bacterial
infection?”-62. Notably, ribosomal stress-linked PKR activation is
a potent mechanism involved in inflammatory and chronic dis-
orders via imbalanced cytokine and growth factor profiles®3-6°,
Moreover, PKR-linked events can be associated with generalized
renal pathological stress rather than chemical-specific renal
toxicity, as patients with AKI and CKD displayed such links
regardless of platinum exposure (Fig. 1). Therefore, extensive
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Fig. 9 Effects of Gdf15 and autophagy on intestinal mucin production. a Expression of BECNT in patients with acute kidney injury (GSE30718). b Based on
the Gdfi5 levels in patients with acute kidney injury (GSE30718, left) or chronic kidney disease (GSE66494, right), we selected the 20 highest and 20
lowest level samples, followed by a comparison of BECNT expression levels. The results are shown as a plot with Tukey whiskers. The asterisks (x) indicate
significant differences from the low-expression group (xp < 0.05 using a two-tailed unpaired Student's t-test). ¢ Eight-week-old wild-type and Gdf15

knockout (KO) mice (nh = 3-5) were treated with vehicle or cisplatin (CP; 20 mg/kg) for 72 h. Kidney tissue lysates were subjected to western blotting. The
results are shown as a plot with Tukey whiskers. The graph shows the relative densities of light chain 3 B (LC3B) from the western blot. Different letters
over bars represent significant differences between groups (p <0.05, n=3). d HK-2 cells transfected with control or shGdf15 vector were treated with
vehicle or 10 pmol/L CP for 48 h. Cellular lysates were subjected to western blot analysis. e HK-2 cells were treated with vehicle or 10 pmol/L CP in the
absence or presence of 20 pmol/L 3-methyladenine (3-MA) for 48 h. Cellular lysates were subjected to western blot analysis. Gdf15, growth differentiation

factor 15.

molecular evidence is needed to establish whether stress-
responsive signaling facilitates adverse outcomes or restores
biological homeostasis in diverse kidney injuries.

In conclusion, stress-responsive Gdfl5 was proven to be an
adaptation molecule against acute renointestinal injuries. Gdfl5
expression was dependent on signaling activation mediated by
PKR-linked ISR, which was verified by clinical transcriptome ana-
lysis in patients with renal injuries. In particular, stress-responsive
Gdf15 was involved in the maintenance of gut mucosal and renal
cell integrity. Mechanistically, Gdf15 controlled acute renointestinal
distress by facilitating mucin production and cellular protection via
the reorganization of cell-protective autophagic signaling. More-
over, Gdf15 was associated with the regulation of the mucus-
degrading bacterial community. Collectively, stress-responsive
endogenous adaptation responses could counteract pathological
processes in the ISR-Gdfl5-autophagy network signaling axis,
thereby paving a new strategy for the development of predictive
biomarkers and interventions against renointestinal distress.

Methods

Analysis using clinical transcriptome-based datasets. Renal gene expression
was assessed in patients with AKI (gse30718, n =47) or CKD (gse66494, n =61).
Gene expression analysis of human kidneys with AKI is limited since such kidneys
are seldom biopsied®. Given the limited supply of kidney biopsy samples from
patients with AKI, patients with kidney explants were followed up as models of
human AKI®®. Since all subjects with kidney transplants experience AKI, early
kidney transplants without rejection are an excellent model for human AKI.
Biopsies from transplants with AKI (gse30718) were compared with those from the
pristine protocol biopsies of stable transplants.

Patients with CKD display irreversible and progressive loss of nephrons, followed
by glomerular fibrosis, tubular atrophy, and tubulointerstitial fibrosis, which are
commonly observed features of human progressive renal diseases, irrespective of the
initial etiologies®”. Biopsy specimens from 48 patients with histopathologically
confirmed CKD (gse66494) were analyzed to identify genes responsible for
tubulointerstitial fibrosis and tubular cell injury using two independent discovery and
validation processes®’. The patients exhibited various histological types of renal
diseases including IgA nephropathy (n = 15), membranous nephropathy (n=7),
lupus nephritis (n = 6), minimal change nephrotic syndrome (n = 3),
membranoproliferative glomerulonephritis (n = 3), amyloidosis (n = 3),
antineutrophil cytoplasmic antibody-related glomerulonephropathy (n = 2), diabetic
nephropathy (n = 2), and other nephropathies (n = 6).
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Fig. 10 Clinical transcriptome analysis of autophagy regulatory modules in response to Gdf15. a Based on protein kinase R (PKR) levels in patients with
acute kidney injury (GSE30718), we selected the 20 highest and 20 lowest samples, followed by a comparison of gamma-aminobutyric acid receptor-
associated protein-like 1 (GABARAPLT). b Based on the GABARAPLT levels in patients with acute kidney injury (GSE30718), we selected the 20 highest and
20 lowest samples, followed by a comparison of BECNT expression. ¢ Based on the Gdfi5 levels, we selected the 20 highest and 20 lowest samples,
followed by a comparison of GABARAPLT (left) and PPAR-y (right) expression in patients with acute kidney injury (GSE30718). The results are shown as a
plot with Tukey whiskers and outliers (orange circles). The asterisks (x) indicate significant differences from the low-expression group (*p < 0.05,

**p < 0.01 using a two-tailed unpaired Student's t-test). d The HK-2 cells transfected with control (the negative control shRNA) or shGdf15 plasmid were
treated with vehicle or 20 pmol/L cisplatin (CP) for 12 h, and mRNA levels were measured using reverse transcription-quantitative polymerase chain
reaction analysis. Data values are presented as the mean + standard deviation (SD), and different letters over bars represent significant differences
between groups (p < 0.05). e Mechanistic scheme of Gdf15-linked protection. Cells activate integrated stress responses following tubular or mucosal
insults, leading to Gdf15 production. Stress-responsive Gdf15 plays crucial roles in reorganizing the autophagy regulatory network for endogenous
adaptation, including intestinal mucin production and renal cell survival against cytotoxic injuries. Moreover, the protection-linked Gdf15 counteracted the
mucus-degrading microbiota in the distressed gut. Gdf15, Growth differentiation factor 15; PPAR-y, peroxisome proliferator-activated receptor gamma.

Cell culture. In the present study, we employed the human intestinal epithelial cell
line HCT-8 and human kidney cells (HK-2 and HEK293). The mycoplasma-free
cell lines were purchased from American Type Culture Collection and maintained
in RPMI 1640 or DMEM medium (Welgene) supplemented with 10% (v/v) heat-
inactivated fetal bovine serum (Welgene), 50 U/mL penicillin, and 50 pg/mL
streptomycin (Welgene) at 37 °C in a humidified 5% CO, incubator. Cells were
seeded at a density of 5x10° cells in a 60 mm dish, and the culture medium was
replenished when cells achieved confluency. After replenishing the medium for
12h, CP (10 pmol/L) in normal saline was added to the cell culture for 24 or 48 h.
Subsequently, cells were harvested for protein and RNA extraction. CP powder was
purchased from Sigma-Aldrich (#PHR1624), and stock solutions were prepared in
normal saline. Cell counting and viability were assayed using the dye exclusion test
with Trypan blue dye (Merck) with a hemocytometer.

Chemically induced acute renointestinal injury models. The procedure was
based on the previously published method®. In detail, C57BL/6 mice (6-week-old
male, average weight 16-18 g) were purchased from Jackson Laboratories (Bar
Harbor, ME, USA), and Gdf15 KO C57BL/6 mice were kindly provided by Dr. Se-
Jin Lee (Johns Hopkins University, Baltimore, MD, USA). All mice of the same age
were placed in one cage and randomly transferred to different cages without bias.

Mice were randomly assigned to specific treatment groups. The mice were accli-
matized for 14 days before experimentation and maintained at 22 + 2 °C under
45-55% relative humidity, with a 12/12 h light/dark cycle. Three mice were housed
per cage and provided sufficient food and water in environmentally protected
cages, comprising a transparent polypropylene body and stainless-steel top cover.
Chemotherapy-induced AKI was induced by an intraperitoneal injection of cis-
platin (20 mg/kg). Eight-week-old wild-type and Gdf15 KO mice were treated with
vehicle or CP (20 mg/kg, intraperitoneally) for 72h (n =4 — 5). To induce DSS-
induced colitis and renal complications, seven-week-old male mice were treated
with 3% DSS (molecular weight 36,000-50,000 Da; MP Biomedical, Solon, OH,
USA) ad libitum in drinking water for eight days. Two days later, the mice were
sacrificed under deep ether anesthesia.

Histopathology. The procedure was based on the previously published

method®®%. Briefly, kidney sections were stained with PAS, and microphotographs
of prepared sections were obtained using an inverted microscope (Nikon-Eclipse
Ts2R, Tokyo, Japan). The images obtained were quantified using Adobe Photoshop
CS6 and Multi Gauge V3.0. One portion of the harvested kidney was fixed in 4%
PFA at 4 °C, embedded in paraffin wax, and stained with PAS; the other part was
segmented into two portions for RNA and protein isolation, snap-frozen in liquid
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nitrogen at -120 °C for 10-15 min, and homogenized on the day of organ harvest.
The degree of renal tubular injury was expressed as the proportion of damaged
renal tubules’’. For statistical analysis, the visual fields of each specimen were
randomly selected, and tubule diameters and lumen diameters were photographed
under the microscope, and the lesions were statistically analyzed by ImageJ soft-
ware. Tubule diameters were measured from the basal membrane across the nar-
rowest segment of a tubule to the basal membrane of the opposite side. Lumen
diameters were determined by measuring the distance between the apical mem-
branes across the narrowest portion of a tubule. The levels of tubular vacuolization
were assessed by grading levels of vacuoles affecting proximal tubules and
extending to the basement membrane’!. The cystic index was calculated as the
percentage of cystic area relative to the total kidney area’?.

The procedure was based on the previously published method®3%°. For gut
analysis, the small intestine was immediately removed, fixed in Carnoy’s solution,
and embedded in paraffin. The sections were dewaxed using xylene, rehydrated
using a series of graded alcohol solutions, and stained with hematoxylin and eosin
(H&E) using an established laboratory protocol to reveal histopathological lesions.
Villous and crypt lengths of the jejunum and ileum were measured using a
micrometer. At least nine villi from each section were measured and averaged for
each group. Morphological evaluation was performed in a blinded manner using
well-established criteria. In brief, H&E-stained cross-sections of small intestinal
tissues were scored on a 0-4 scale to determine histopathological severity based on
the following criteria: 0, no change from normal tissue; Grade 1, mild inflammation
present in the mucosa, comprising mainly mononuclear cells, with little epithelial
damage; Grade 2, multifocal inflammation exceeding a Grade 1 score, with
mononuclear and few polymorphonuclear cells (neutrophils), crypt glands pulled
away from the basement membrane, mucin depletion from goblet cells, and the
epithelium occasionally pulled away from the mucosa into the lumen; Grade 3,
multifocal inflammation exceeding a Grade 2 score, including mononuclear cells
and neutrophils progressing into the submucosa, crypt abscesses present with
increased mucin depletion, and presence of epithelial disruption; Grade 4, absence
of crypts, severe mucosal inflammation mainly composed of neutrophils, and
epithelium no longer present or completely detached. For each mouse, the average
of three fields of view was examined per small intestine sample. All evaluators were
blinded to the present experimental information.

Alcian blue staining. The procedure was based on the previously published
method®®%. The prepared tissue sections were deparaffinized in xylene for 10 min,
rehydrated in ethanol (100, 90, 80, 70, and 50%) for 3 min each, and then placed in
distilled water for 10 min. AB 8GX (1% [w/v] alcian blue 8GX, Biosesang, Seoul,
Korea) solution was applied to sections for 30 min at 25 °C, followed by a 2 min
wash under running tap water. Counterstaining was performed for 5 min with 0.1%
(w/v) nuclear Fast Red, followed by washing for 2 min under running tap water.
Subsequently, the stained sections were dehydrated in two changes of 95% ethanol
and two changes of absolute alcohol. The dried sections were cleared using xylene
for a few minutes and then mounted using a synthetic mountant (Thermo Fisher
Scientific, Seoul, Korea).

Tissue detection of the mucosal microbiota. Gram staining was performed as
follows*®: tissue sections were deparaffinized in xylene, rehydrated in ethanol,
incubated in dH,O for 5 min, stained for 1 min using crystal violet, and then
washed under tap water. Slides were then stained with Gram’s iodine for 1 min,
rinsed under tap water, dipped in 95% ethyl alcohol for 5-10s, and rinsed again
under tap water. The slides were stained again for 1-2 min in safranin and rinsed
under tap water. Stained sections were rapidly dehydrated in two changes of 95%
ethanol, followed by two changes of absolute alcohol, cleared in xylene, and
mounted in a synthetic mountant (Thermo Fisher Scientific, Korea). The safranin
stains decolorized gram-negative cells red/pink, while the gram-positive bacteria
remained blue.

In situ detection using probes for 16 S rRNA was performed as follows: tissues
were deparaffinized with xylene and rehydrated through an ethanol gradient to
water. Sections were incubated with a universal Cy3-labelled bacterial probe
directed against the 16 S rRNA gene (5-GCT GCC TCC CGT AGG AGT-3') at
50 °C overnight and counterstained with DAPI for nuclear staining.

Serum creatinine and urea nitrogen levels. The procedure was based on the
previously published method®. The creatinine level was measured using the
Creatinine Serum Detection Kit (KB02-H2, Arbor Assays, MI, USA) according
to the manufacturer’s instructions. Briefly, mice were anesthetized with 30 pL of
isoflurane (Hana Pharm Co., Seoul, Korea), and blood was collected by per-
forming a retro-orbital sinus puncture into a 1.5 mL tube containing 10 pL of
0.5M EDTA, which was subsequently centrifuged at 1000x g for 15 min to
separate the plasma, followed by storage at -80 °C. Before performing the assay,
all samples were centrifuged at 18,341x g for 15 min. Then, standard solutions
(25 uL) with known concentrations of creatinine stock, blood samples, or water
(blank) diluted with 25 uL of assay diluent were mixed with 100 pL of DetectX
Creatinine Reagent in a 96-well microplate and incubated for 30 min. Optical
density was measured using a microplate reader at a wavelength of 490 nm. BUN
was measured using a urea nitrogen colorimetric detection kit (KB024-H1,

Arbor Assays) according to the manufacturer’s instructions. Briefly, obtained
plasma was centrifuged at 18,341x g for 10 min and diluted in distilled water
(1:20). Then, 50 pL of samples or appropriate standards were pipetted into a 96-
well plate in duplicates. Next, 75 pL of color reagents A and B was added to each
well using a repeater pipette. The plate was incubated at 25 °C for 30 min, and
optical density was measured at 450 nm.

Western blot analysis. Briefly, kidney samples were lysed in 1 mL of modified
lysis buffer (1% [w/v] sodium dodecyl sulfate [SDS], 1.0 mM sodium orthovana-
date, and 10 mM Tris; pH 7.4) containing stainless-steel beads (5 mm) and
homogenized for 3 min using a TissueLyser II (Qiagen). The lysates were clarified
by centrifugation at 13,475x g for 10 min at 4 °C and quantified using a BCA
Protein Assay Kit (Pierce, Rockford, IL, USA). Equal amounts of protein (30 ug)
were separated using SDS-polyacrylamide gel electrophoresis (8% gel for anti-
PARP 1/2, 15% gel for anti-cleaved caspase-3) in a Bio-Rad gel mini electrophoresis
system (Bio-Rad, Hercules, CA, USA). The proteins were transferred onto a
polyvinylidene difluoride membrane (0.45 pm; EMD Millipore Corporation,
Billerica, MA, USA) and then blocked with 5% skim milk in Tris-buffered saline
plus 0.1% Tween (TBST) for 1h. Subsequently, the membranes were incubated
with the desired primary antibody overnight at 4 °C. After washing three times
with TBST, the blots were incubated with horseradish peroxidase (HRP)-con-
jugated secondary antibody for 2 h, followed by washing with TBST three times for
30 min. Antibody binding was detected using an enhanced chemiluminescence
substrate (ELPIS Biotech, Daejeon, Korea). The following antibodies were used for
western blotting: mouse monoclonal anti-B-actin (1:1000; SC4778, Santa Cruz
Biotechnology, Santa Cruz, CA), rabbit polyclonal anti-PARP1/2 (1:1000; SC7150,
Santa Cruz Biotechnology), and rabbit polyclonal anti-Gdf15 (Abclonal, Woburn,
MA, USA). The secondary antibodies used were HRP-conjugated goat anti-rabbit
IgG, polyclonal antibody (ADI-SAB-300-], Enzo Biochem Inc. Farmingdale, NY,
USA), and goat anti-mouse IgG (BML-SA204, Enzo Biochem Inc. Farmingdale,
NY, USA).

Conventional and reverse transcription-quantitative polymerase chain reac-
tion. The procedure was based on the previously published method®8%°. Frozen
tissues were homogenized in 1 mL RiboEx solution (GeneAll Biotechnology, Seoul,
Korea) containing stainless-steel beads (5 mm) for 3-6 min using a TissueLyser II
(Qiagen). Total RNA was extracted using RiboEx (GeneAll Biotech, Seoul, South
Korea), according to the manufacturer’s instructions. Subsequently, RNA (500 ng)
from each sample was transcribed to cDNA using a TOPscript RT DryMIX cDNA
synthesis kit (Enzynomics, Daejeon, Korea). cDNA was amplified using N-Taq
DNA polymerase (Enzynomics) in a MyCycler Thermal Cycler (Bio-Rad) using the
following parameters: denaturation at 95 °C for 5 min, followed by 25 cycles of
denaturation at 95 °C for 10 s, annealing at 60 °C for 15, and elongation at 72 °C
for 30 s. The following primers were used for PCR: human GAPDH, 5'-TCA ACG
GAT TTG GTC GTA TT-3' and 5-CTG TGG TCA TGA GTC CTT CC-3/; human
MUCIN2, 5'-TTA CCC ACT GCG TGG AAG AC-3’ and 5'-GCA TTC CCG TGA
ACA CAC AC-3'; human MUCIN4, 5'-GAC GAC TTC AGG ATG CCC AA-3’
and 5'-AGG GCC AGG GTG TCA TAG AT-3’; human Gdf15, 5'-ACG CTA CGA
GGA CCT GCT AA-3' and 5-AGA TTC TGC CAG CAG TTG GT-3/; human
GABARAPLI, 5'- AGG AGG ACC ATC CCT TTG AGT A-3' and 5'- TCC TCA
GGT CTC AGG TGG ATT-3/; human PPARy, 5'- TTC AGA AAT GCC TTG
CAG TG-3' and 5'- CAC CTC TTT GCT CTG CTC CT-3'. An aliquot of each
polymerase chain reaction (PCR) product was subjected to 1.2% (w/v) agarose gel
electrophoresis and was visualized by staining with ethidium bromide. For real-
time PCR, cDNA was amplified using SYBR green (SG, TOPreal™ qPCR 2X Pre-
MIX, Enzynomics), performed with Rotor-Gene Q (Qiagen, Hilden, Germany)
using the following parameters: denaturation at 94 °C for 2 min, followed by 40
cycles of denaturation at 98 °C for 10's, annealing at 59 °C for 30's, and elongation
at 98 °C for 45 s. Each sample was evaluated in triplicates to ensure statistical
robustness. Relative quantification of gene expression was performed using the
comparative Ct method, in which the Ct value was defined as the point at which a
statistically significant increase in fluorescence was observed. The number of PCR
cycles (Ct) required for the fluorescence intensities to exceed a threshold value
immediately above the background level was calculated for the test and reference
reactions. GAPDH was used as an internal control for all experiments.

Confocal microscopy. Cells transfected with pDEST-CMV mCherry-GFP-LC3B
WT (a gift from Robin Ketteler, Addgene plasmid # 123230, Watertown, MA,
USA) were exposed to different treatments. Cells were washed with PBS and then
the coverslips were carefully placed and slight pressure was applied to remove the
remaining bubbles. Confocal images were obtained with an Andor BC43 Benchtop
confocal microscope (Andor, Belfast, UK) at the single-line excitation (529 nm for
GFP, or 600 nm for mCherry). Images were acquired with the Fusion software
(Andor) and processed with the Imaris software (Andor).

Analysis of the autophagy regulatory network (ARN). PPI network analysis
was performed using the search tools for the retrieval of interacting genes
(STRING) (https://string-db.org/) and ARN databases, which cover various
evidence-based autophagy machinery-linked components, their regulators,
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transcription factors, miRNA regulators, and signaling network connectors in
multi-layered illustration?. The betweenness centrality of node x was calculated
using function g(x).

8(%) = Xrpnt 0 (0)/ 0y 1

where o, is the total number of shortest paths from node s to node ¢, and o,,(x)
is the number of paths that pass through node x (not where x is an endpoint).

Stool sample collection and DNA extraction. The procedure was based on the
previously published method®%°. Eight-week-old wild-type and Gdf15 KO mice
were treated with vehicle or CP (20 mg/kg, intraperitoneally) for 72h (n =4 — 5).
Fecal samples (5 — 6 pieces; 100 mg) were collected before animal sacrifice. The
collected stool samples were stored at -150 °C before DNA extraction. Microbial
DNA was extracted and purified from 100 mg of the fecal sample using the Exgene
Stool DNA mini kit (GeneALL, Seoul, Korea), according to the manufacturer’s
instructions. The extracted DNA was quantified using a Qubit fluorometer and
high-sensitivity dsDNA reagent kit (Invitrogen, Carlsbad, CA, USA).

Amplification of 16 S rRNA genes and library preparation. The procedure was
based on the previously published method®%°. Thirteen DNA samples were
pooled as treatment groups for 16 S metagenomic library preparation. The V3-V4
region of the 16 S rRNA gene was PCR-amplified with a primer set (341 F, 5'-CC
TACGGGNGGCWGCAG-3'; 805 R, 5'-GACTACHVGGGTATCTAATCC-3) and
Ilumina sequencing adaptors (Illumina Inc.) using the KAPA HiFi HotStart Ready
Mix (KAPA Biosystems, Wilmington, WA, USA) under the following cycling
conditions: initial denaturation 95 °C for 3 min, followed by 25 cycles of dena-
turation at 95 °C for 30's, annealing at 55 °C for 30s, extension at 72 °C for 30,
and a final extension at 72 °C for 5 min. After amplicon purification using
AMPure® XP beads (Agencourt Biosciences, Beverly, MA, USA), the PCR products
were verified for library size using a BioAnalyzer (Agilent Technologies, Palo Alto,
CA, USA), and the quantity was measured using a Qubit fluorometer. The PCR
amplicon was then subjected to indexing PCR using the Nextera XT Index Kit
(Mumina, Inc.). The PCR cycling conditions were as follows: 95 °C for 3 min,
followed by eight cycles of denaturation at 95 °C for 30s, annealing at 55 °C for
305, extension at 72 °C for 30, and a final extension at 72 °C for 5 min. The
indexed PCR amplicons were purified using AMPure® XP beads, verified for size
using a bioanalyzer, and quantified using a Qubit fluorometer. The quantified
amplicons were diluted to 4 nM and pooled for sequencing on an Illumina iSeq
platform (Illumina, Inc.), targeting 2x 150 bp paired-end sequence reads.

Microbiome data processing. The procedure was based on the previously pub-
lished method®®6, All sequences were quality-filtered, and primers were trimmed
using Trimmomatic (v0.39)73 with the following parameters: LEADING:3
TRAILING:3 MINLEN:36 SLIDINGWINDOW:4:15. The read pairs that passed
the quality filter were further analyzed using the Quantitative Insights into
Microbial Ecology 2 (QIIME2, v2020.2) pipeline’. Thirty-four bases of the reverse
reads were truncated for quality improvement using the DADA?2 algorithm’. The
read pairs were then joined, denoised, and dereplicated, and chimeras were
removed. Detailed data were used to refer to ASVs. Representative 16 S rRNA
sequences were assigned to taxonomic groups using the QIIME2 naive Bayes
classifier, trained on 99% operational taxonomic units (OTUs) and the primer
region from the SILVA rRNA database (v138)7¢. Taxonomic classification was
visualized using the QIIME2 taxon barplot plugin. Representative 16 S rRNA
sequences were subjected to masked multisequence alignment using MAFFT77-78,
A phylogenetic tree was constructed using FastTree’®. A heatmap depicting the
percentage abundance of OTUs, the relative abundance of which was in the top 30
in any sample, was generated using the R package QIIME2R (v0.99.22). A phy-
logenetic tree based on the abundant OTUs was constructed and visualized using
the neighbor-joining algorithm with Jukes-Cantor correction using MEGA X80.
The 16 S rRNA sequence dataset was further analyzed using PICRUSt2 to predict
metagenome-associated functions, such as enzymes and pathways related to mucin
metabolism.

Statistics and Reproducibility. Statistical analysis was performed using the
GraphPad Prism 6 software (GraphPad Software, La Jolla, CA, USA). The Student’s
t-test was used for the comparative analysis of two data groups. To compare
multiple groups, data were subjected to analysis of variance (ANOVA) with the
Newman-Keuls method performed as a posthoc ANOVA assessment. Pearson’s
correlation analysis was performed to determine the correlation coefficient (R) of
clinical datasets. All evaluations are representative of two or three independent
experiments. Details of the number of biological replicates and assays are provided
in figure legends.

Study approval. This animal study was approved by the Pusan National University
Institutional Animal Care and Use Committee (PNU-IACUC, Busan, Korea)
(PNU-2019-2365) and was performed under the Declaration of Helsinki and with
the Guide for the Care and Use of Laboratory Animals as adopted and promulgated
by the United States National Institutes of Health.

Reporting summary. Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.
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Source data are provided in Supplementary Data. The data are available upon request
from the authors. The data supporting the findings of this study are available from the
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privacy or ethical restrictions. The uncropped Western blots can be found in the
supplementary figure s5.

Code availability
Not applicable.

Received: 26 September 2022; Accepted: 22 May 2023;
Published online: 03 June 2023

References

1. Grant, C. J. et al. Patients with chronic kidney disease have abnormal upper
gastro-intestinal tract digestive function: A study of uremic enteropathy. J.
Gastroenterol. Hepatol. 32, 372-377 (2017).

2. Yang, J. et al. Intestinal microbiota control acute kidney injury severity by
immune modulation. Kidney Int. 98, 932-946 (2020).

3. Yu, C. et al. Chronic Kidney Disease Induced Intestinal Mucosal Barrier
Damage Associated with Intestinal Oxidative Stress Injury. Gastroenterol. Res
Pr. 2016, 6720575 (2016).

4.  El-Serag, H. B., Zwas, F., Bonheim, N. A,, Cirillo, N. W. & Appel, G. The renal
and urologic complications of inflammatory bowel disease. Inflamm. Bowel
Dis. 3, 217-224 (1997).

5.  Pardi, D. S., Tremaine, W. J., Sandborn, W. J. & McCarthy, J. T. Renal and
urologic complications of inflammatory bowel disease. Am. J. Gastroenterol.
93, 504-514 (1998).

6. Fraser, J. S., Muller, A. F., Smith, D. J., Newman, D. J. & Lamb, E. J. Renal
tubular injury is present in acute inflammatory bowel disease prior to the
introduction of drug therapy. Aliment Pharm. Ther. 15, 1131-1137 (2001).

7. Mclntyre, C. W. et al. Circulating endotoxemia: a novel factor in systemic
inflammation and cardiovascular disease in chronic kidney disease. Clin. J.
Am. Soc. Nephrol. 6, 133-141 (2011).

8. Szeto, C. C. et al. Endotoxemia is related to systemic inflammation and
atherosclerosis in peritoneal dialysis patients. Clin. J. Am. Soc. Nephrol. 3,
431-436 (2008).

9. Mishima, E. et al. Evaluation of the impact of gut microbiota on uremic solute
accumulation by a CE-TOFMS-based metabolomics approach. Kidney Int. 92,
634-645 (2017).

10. Lameire, N. Nephrotoxicity of recent anti-cancer agents. Clin. Kidney J. 7,
11-22 (2014).

11. Izzedine, H. & Perazella, M. A. Anticancer Drug-Induced Acute Kidney
Injury. Kidney Int. Rep. 2, 504-514 (2017).

12. Ozkok, A. & Edelstein, C. L. Pathophysiology of cisplatin-induced acute
kidney injury. BioMed. Res. Int. 2014, 967826 (2014).

13. Latcha, S. et al. Long-Term Renal Outcomes after Cisplatin Treatment. Clin. J.
Am. Soc. Nephrol. 11, 1173-1179 (2016).

14. Basile D., et al. Mucosal Injury during Anti-Cancer Treatment: From
Pathobiology to Bedside. Cancers (Basel) 11, (2019).

15. Pico, J. L., Avila-Garavito, A. & Naccache, P. Mucositis: Its Occurrence,
Consequences, and Treatment in the Oncology Setting. Oncologist 3, 446451 (1998).

16. Oun, R, Moussa, Y. E. & Wheate, N. J. The side effects of platinum-based
chemotherapy drugs: a review for chemists. Dalton Trans. (Camb., Engl. 2003)
47, 6645-6653 (2018).

17. Choi, H. J. et al. Early Epithelial Restitution by Nonsteroidal Anti-
Inflammatory Drug-Activated Gene 1 Counteracts Intestinal Ulcerative
Injuries. J. Immunol. 197, 1415-1424 (2016).

18. Kim, K. H. et al. NSAID-activated gene 1 mediates pro-inflammatory
signaling activation and paclitaxel chemoresistance in type I human epithelial
ovarian cancer stem-like cells. Oncotarget 7, 72148-72166 (2016).

19. Park, S. H., Yu, M., Kim, J. & Moon, Y. C/EBP homologous protein promotes
NSAID-activated gene 1-linked pro-inflammatory signals and enterocyte
invasion by enteropathogenic Escherichia coli. Microbes Infect. 19, 110-121
(2017).

20. Wu, Q,, Jiang, D. & Chu, H. W. Cigarette smoke induces growth
differentiation factor 15 production in human lung epithelial cells: Implication
in mucin over-expression. Innate Immun. 18, 617-626 (2012).

14 COMMUNICATIONS BIOLOGY | (2023)6:602 | https://doi.org/10.1038/s42003-023-04965-1| www.nature.com/commsbio


www.nature.com/commsbio

COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/s42003-023-04965-1

ARTICLE

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Duong Van Huyen, J. P. et al. GDF15 triggers homeostatic proliferation of
acid-secreting collecting duct cells. J. Am. Soc. Nephrol. 19, 1965-1974 (2008).
de Jager, S. C. et al. Growth differentiation factor 15 deficiency protects against
atherosclerosis by attenuating CCR2-mediated macrophage chemotaxis. J.
Exp. Med. 208, 217-225 (2011).

Corre, J. et al. Bioactivity and prognostic significance of growth differentiation
factor GDF15 secreted by bone marrow mesenchymal stem cells in multiple
myeloma. Cancer Res. 72, 1395-1406 (2012).

Nair, V. et al. Growth Differentiation Factor-15 and Risk of CKD Progression.
J. Am. Soc. Nephrol. 28, 2233-2240 (2017).

Kim, J. S., Kim, S., Won, C. W. & Jeong, K. H. Association between Plasma
Levels of Growth Differentiation Factor-15 and Renal Function in the Elderly:
Korean Frailty and Aging Cohort Study. Kidney Blood Press Res. 44, 405-414
(2019).

Tuegel, C. et al. GDF-15, Galectin 3, Soluble ST2, and Risk of Mortality and
Cardiovascular Events in CKD. Am. J. Kidney Dis. 72, 519-528 (2018).
Pakos-Zebrucka, K. et al. The integrated stress response. EMBO Rep. 17,
1374-1395 (2016).

Park, S. H. & Moon, Y. Integrated stress response-altered pro-inflammatory
signals in mucosal immune-related cells. Immunopharmacol. Immunotoxicol.
35, 205-214 (2013).

Ryan, M. J. et al. HK-2: an immortalized proximal tubule epithelial cell line
from normal adult human kidney. Kidney Int. 45, 48-57 (1994).

Alcantara Warren, C. et al. Detection of epithelial-cell injury, and
quantification of infection, in the HCT-8 organoid model of cryptosporidiosis.
J. Infect. Dis. 198, 143-149 (2008).

Thebault, S. et al. Proteomic analysis of glutamine-treated human intestinal
epithelial HCT-8 cells under basal and inflammatory conditions. Proteomics 6,
3926-3937 (2006).

Mandic, A., Hansson, J., Linder, S. & Shoshan, M. C. Cisplatin induces
endoplasmic reticulum stress and nucleus-independent apoptotic signaling. J.
Biol. Chem. 278, 9100-9106 (2003).

Yi J., Kim T. S,, Pak J. H.,, Chung J. W. Protective Effects of Glucose-Related
Protein 78 and 94 on Cisplatin-Mediated Ototoxicity. Antioxidants (Basel) 9,
(2020).

Zong, S. et al. Endoplasmic Reticulum Stress Is Involved in Cochlear Cell
Apoptosis in a Cisplatin-Induced Ototoxicity Rat Model. Audio. Neurootol.
22, 160-168 (2017).

Jordan, P. & Carmo-Fonseca, M. Cisplatin inhibits synthesis of ribosomal
RNA in vivo. Nucleic Acids Res. 26, 2831-2836 (1998).

Melnikov, S. V., Soll, D., Steitz, T. A. & Polikanov, Y. S. Insights into RNA
binding by the anticancer drug cisplatin from the crystal structure of cisplatin-
modified ribosome. Nucleic Acids Res. 44, 4978-4987 (2016).

Zhai, X., Beckmann, H., Jantzen, H. M. & Essigmann, J. M. Cisplatin-DNA
adducts inhibit ribosomal RNA synthesis by hijacking the transcription factor
human upstream binding factor. Biochemistry 37, 16307-16315 (1998).
Pereira, F. C. et al. Rational design of a microbial consortium of mucosal sugar
utilizers reduces Clostridiodes difficile colonization. Nat. Commun. 11, 5104
(2020).

Tailford, L. E., Crost, E. H., Kavanaugh, D. & Juge, N. Mucin glycan foraging
in the human gut microbiome. Front Genet 6, 81 (2015).

Turei, D. et al. Autophagy Regulatory Network—a systems-level
bioinformatics resource for studying the mechanism and regulation of
autophagy. Autophagy 11, 155-165 (2015).

Zimmers, T. A. et al. Growth differentiation factor-15/macrophage inhibitory
cytokine-1 induction after kidney and lung injury. Shock 23, 543-548 (2005).
Thorsteinsdottir, H. et al. Growth Differentiation Factor 15 in Children with
Chronic Kidney Disease and after Renal Transplantation. Dis. Markers 2020,
6162892 (2020).

Perez-Gomez M. V., et al. Urinary Growth Differentiation Factor-15 (GDFI5)
levels as a biomarker of adverse outcomes and biopsy findings in chronic
kidney disease. J. Nephrol, (2021).

Jehn U., et al. Prognostic Value of Growth Differentiation Factor 15 in Kidney
Donors and Recipients. J. Clin. Med. 9, (2020).

Ackermann, K., Bonaterra, G. A., Kinscherf, R. & Schwarz, A. Growth
differentiation factor-15 regulates oxLDL-induced lipid homeostasis and
autophagy in human macrophages. Atherosclerosis 281, 128-136 (2019).
Yamamoto, Y. et al. NEK9 regulates primary cilia formation by acting as a
selective autophagy adaptor for MYH9/myosin IIA. Nat. Commun. 12, 3292
(2021).

Dikic, I. & Elazar, Z. Mechanism and medical implications of mammalian
autophagy. Nat. Rev. Mol. Cell Biol. 19, 349-364 (2018).

Weidberg, H. et al. LC3 and GATE-16/GABARAP subfamilies are both
essential yet act differently in autophagosome biogenesis. EMBO J. 29,
1792-1802 (2010).

Grunwald, D. S., Otto, N. M., Park, J. M., Song, D. & Kim, D. H. GABARAPs
and LC3s have opposite roles in regulating ULK1 for autophagy induction.
Autophagy 16, 600-614 (2020).

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

73.

74.

75.

76.

77.

78.

Yang, C., Kaushal, V., Shah, S. V. & Kaushal, G. P. Autophagy is associated
with apoptosis in cisplatin injury to renal tubular epithelial cells. Am. J.
Physiol. Ren. Physiol. 294, F777-F787 (2008).

Bao, H. et al. Lithium targeting of AMPK protects against cisplatin-induced
acute kidney injury by enhancing autophagy in renal proximal tubular
epithelial cells. FASEB J. 33, 14370-14381 (2019).

Zhao, W. et al. SIRT3 Protects Against Acute Kidney Injury via AMPK/
mTOR-Regulated Autophagy. Front Physiol. 9, 1526 (2018).

Maejima, L. et al. Autophagy sequesters damaged lysosomes to control
lysosomal biogenesis and kidney injury. EMBO J. 32, 2336-2347 (2013).
Tiwari, S., Begum, S., Moreau, F., Gorman, H. & Chadee, K. Autophagy is
required during high MUC2 mucin biosynthesis in colonic goblet cells to
contend metabolic stress. Am. J. Physiol. Gastrointest. Liver Physiol. 321,
G489-G499 (2021).

Tsuboi, K. et al. Autophagy Protects against Colitis by the Maintenance of
Normal Gut Microflora and Secretion of Mucus. J. Biol. Chem. 290,
20511-20526 (2015).

Wu, Y., Zhang, Y., Wang, L., Diao, Z. & Liu, W. The Role of Autophagy in
Kidney Inflammatory Injury via the NF-kappaB Route Induced by LPS. Int. J.
Med Sci. 12, 655-667 (2015).

Decuypere J. P., et al. Autophagy Dynamics and Modulation in a Rat Model of
Renal Ischemia-Reperfusion Injury. Int. J. Mol. Sci. 21, (2020).

Livingston, M. J. et al. Persistent activation of autophagy in kidney tubular
cells promotes renal interstitial fibrosis during unilateral ureteral obstruction.
Autophagy 12, 976-998 (2016).

He, K., Zhou, H. R. & Pestka, J. J. Mechanisms for ribotoxin-induced
ribosomal RNA cleavage. Toxicol. Appl Pharm. 265, 10-18 (2012).

Zhou, H. R,, He, K., Landgraf, J., Pan, X. & Pestka, J. J. Direct activation of
ribosome-associated double-stranded RNA-dependent protein kinase (PKR)
by deoxynivalenol, anisomycin and ricin: a new model for ribotoxic stress
response induction. Toxins (Basel) 6, 3406-3425 (2014).

Moon, Y. Mucosal injuries due to ribosome-inactivating stress and the
compensatory responses of the intestinal epithelial barrier. Toxins (Basel) 3,
1263-1277 (2011).

Williams, B. R. PKR; a sentinel kinase for cellular stress. Oncogene 18,
6112-6120 (1999).

Maresca, M. & Fantini, J. Some food-associated mycotoxins as potential risk
factors in humans predisposed to chronic intestinal inflammatory diseases.
Toxicon 56, 282-294 (2010).

Mishra, S. et al. Deoxynivalenol induced mouse skin tumor initiation:
Elucidation of molecular mechanisms in human HaCaT keratinocytes. Int. J.
cancer J. Int. du cancer 139, 2033-2046 (2016).

Yoder, J. M., Aslam, R. U. & Mantis, N. J. Evidence for widespread epithelial
damage and coincident production of monocyte chemotactic protein 1 in a
murine model of intestinal ricin intoxication. Infect. Immun. 75, 1745-1750
(2007).

Famulski, K. S. et al. Molecular phenotypes of acute kidney injury in kidney
transplants. J. Am. Soc. Nephrol. 23, 948-958 (2012).

Nakagawa, S. et al. Molecular Markers of Tubulointerstitial Fibrosis and
Tubular Cell Damage in Patients with Chronic Kidney Disease. PLoS One 10,
0136994 (2015).

Ray, N,, Jeong, H., Kwon, D., Kim, J. & Moon, Y. Antibiotic Exposure
Aggravates Bacteroides-Linked Uremic Toxicity in the Gut-Kidney Axis.
Front Immunol. 13, 737536 (2022).

Sun, J., Kim, J., Jeong, H., Kwon, D. & Moon, Y. Xenobiotic-induced
ribosomal stress compromises dysbiotic gut barrier aging: A one health
perspective. Redox Biol. 59, 102565 (2023).

Mao, X. et al. A Novel Standardized Method of Renal Biopsy in Mice. Kidney
Dis. (Basel) 7, 306-314 (2021).

Ding, L. et al. Proximal Tubular Vacuolization and Hypersensitivity to Drug-
Induced Nephrotoxicity in Male Mice With Decreased Expression of the
NADPH-Cytochrome P450 Reductase. Toxicol. Sci. 173, 362-372 (2020).
Torres, J. A. et al. Crystal deposition triggers tubule dilation that accelerates
cystogenesis in polycystic kidney disease. J. Clin. Invest 129, 4506-4522 (2019).
Bolger, A. M., Lohse, M. & Usadel, B. Trimmomatic: a flexible trimmer for
Illumina sequence data. Bioinformatics 30, 2114-2120 (2014).

Bolyen, E. et al. Reproducible, interactive, scalable and extensible microbiome
data science using QIIME 2. Nat. Biotechnol. 37, 852-857 (2019).

Callahan, B. J. et al. DADA2: high-resolution sample inference from Illumina
amplicon data. Nat. methods 13, 581 (2016).

Quast, C. et al. The SILVA ribosomal RNA gene database project: improved
data processing and web-based tools. Nucleic acids Res. 41, D590-D596
(2012).

Katoh, K., Misawa, K., Kuma, K. & Miyata, T. MAFFT: a novel method for
rapid multiple sequence alignment based on fast Fourier transform. Nucleic
acids Res. 30, 3059-3066 (2002).

Lane D. 165/23S rRNA sequencing. Nucleic acid techniques in bacterial
systematics, 115-175 (1991).

COMMUNICATIONS BIOLOGY | (2023)6:602 | https://doi.org/10.1038/542003-023-04965-1| www.nature.com/commsbio 15


www.nature.com/commsbio
www.nature.com/commsbio

ARTICLE

COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/s42003-023-04965-1

79. Price, M. N,, Dehal, P. S. & Arkin, A. P. FastTree 2-approximately maximum-
likelihood trees for large alignments. PloS one 5, €9490 (2010).

80. Stecher, G., Tamura, K. & Kumar, S. Molecular Evolutionary Genetics
Analysis (MEGA) for macOS. Mol. Biol. Evol. 37, 1237-1239 (2020).

Acknowledgements

We greatly appreciate the experimental assistance for animal treatment provided by
Kyung Hee Pyo (Pusan National University, Yangsan, Korea). This research was sup-
ported by the Basic Science Research Program through the National Research Founda-
tion of Korea (NRF), funded by the Ministry of Education (2018R1D1A3B05041889),
and the framework of international cooperation program managed by the National
Research Foundation of Korea (NRF-2022K2A9A1A01098067, FY2022). The work of
T.K. was supported by the UKRI BBSRC Gut Microbes and Health Institute Strategic
Program BB/R012490/1 and its constituent projects BBS/E/F/000PR10353 and BBS/E/F/
000PR10355. as well as a UKRI BBSRC Core Strategic Program Grant for Genomes to
Food Security (BB/CSP1720/1) and its constituent work packages, BBS/E/T/000PR9819
and BBS/E/T/ 000PR9817.

Author contributions

Y.M. defined the project design and hypotheses. N.R., S.J.P., and J.K. conducted the
experiments and analyzed the data. H.J. analyzed the microbiome data. T.K. supported
the network analysis of the ARN. Y.M. prepared the manuscript and supervised the
project.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s42003-023-04965-1.

Correspondence and requests for materials should be addressed to Yuseok Moon.

Peer review information Communications Biology thanks Stefan Reuter and the other,
anonymous, reviewer for their contribution to the peer review of this work. Primary
Handling Editors: Joao Valente. A peer review file is available.

Reprints and permission information is available at http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
BY

Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2023

16 COMMUNICATIONS BIOLOGY | (2023)6:602 | https://doi.org/10.1038/s42003-023-04965-1| www.nature.com/commsbio


https://doi.org/10.1038/s42003-023-04965-1
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/commsbio

	Stress-responsive Gdf15 counteracts renointestinal toxicity via autophagic and microbiota reprogramming
	Results
	ISR mediates Gdf15 expression during renal injury
	Gdf15 deficiency aggravates acute renal and mucosal injuries
	Gdf15 is involved in counteracting microbiota-associated mucosal barrier degradation
	Gdf15-linked autophagy signaling mediates mucin production and cellular protection

	Discussion
	Methods
	Analysis using clinical transcriptome-based datasets
	Cell culture
	Chemically induced acute renointestinal injury models
	Histopathology
	Alcian blue staining
	Tissue detection of the mucosal microbiota
	Serum creatinine and urea nitrogen levels
	Western blot analysis
	Conventional and reverse transcription-quantitative polymerase chain reaction
	Confocal microscopy
	Analysis of the autophagy regulatory network (ARN)
	Stool sample collection and DNA extraction
	Amplification of 16 S rRNA genes and library preparation
	Microbiome data processing
	Statistics and Reproducibility
	Study approval

	Reporting summary
	Data availability
	References
	Code availability
	References
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




