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In brief

Cukoski et al. provide the results of a
clinical trial examining a ketogenic diet
(KETO-ADPKD) as treatment for
autosomal-dominant polycystic kidney
disease (ADPKD), the most common
genetic cause of kidney failure. KETO-
ADPKD shows feasibility, provides
indications for the effect on kidney
function, and highlights lipid changes as a
point of interest regarding safety.
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SUMMARY

Ketogenic dietary interventions (KDls) are beneficial in animal models of autosomal-dominant polycystic kid-
ney disease (ADPKD). KETO-ADPKD, an exploratory, randomized, controlled trial, is intended to provide clin-
ical translation of these findings (NCT04680780). Sixty-six patients were randomized to a KDI arm (ketogenic
diet [KD] or water fasting [WF]) or the control group. Both interventions induce significant ketogenesis on the
basis of blood and breath acetone measurements. Ninety-five percent (KD) and 85% (WF) report the diet as
feasible. KD leads to significant reductions in body fat and liver volume. Additionally, KD is associated with
reduced kidney volume (not reaching statistical significance). Interestingly, the KD group exhibits improved
kidney function at the end of treatment, while the control and WF groups show a progressive decline, as is
typical in ADPKD. Safety-relevant events are largely mild, expected (initial flu-like symptoms associated
with KD), and transient. Safety assessment is complemented by nuclear magnetic resonance (NMR) lipid
profile analyses.

INTRODUCTION

Autosomal-dominant polycystic kidney disease (ADPKD) is
the most common monogenic disease leading to kidney fail-
ure and shows a genetic prevalence of ~1:1,000." The
course of the disease is characterized by bilateral kidney
cysts that increase in number and size with age. About
75% of ADPKD patients need kidney replacement therapy
by the age of 70 years.” ADPKD is caused primarily by mu-
tations in two genes, PKD1 and PKD2 and, on the basis of
the function of the encoded proteins, is considered a ciliop-
athy.® The changes in cell biology associated with mutation
of these genes are the basis not only to the kidney pheno-

type but to a systemic disorder, most frequently including
polycystic liver disease (PLD) and cardiovascular manifesta-
tions.*® Prior to 2015, there was no targeted treatment, and
the mainstay of therapy was based on supportive measures
to protect kidney function and avoid complications.7 Among
others, those measures include optimal control of blood
pressure, reduction of salt intake, and sufficient water
intake.®'" The approval of tolvaptan, a vasopressin-2 re-
ceptor antagonist, as the first targeted treatment strategy
was a milestone for the field.'®'® However, therapy-associ-
ated adverse events such as hepatotoxicity and massive
polyuria limit its universal use.'” Additionally, tolvaptan
only slows the loss of kidney function and does not address
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Table 1. Demographics and baseline characteristics of study participants

Overall (n = 63) Control Group (n = 19) Ketogenic Diet (n = 23) Water Fasting (n = 21)
Male 32 (50.79) 10 (52.63) 11 (47.83) 11 (52.38)
Age, years 41.41 £ 9.55 41.26 + 10.49 41.26 £ 9.94 41.71 £ 8.67
BMI, kg/m? 25.65 + 3.86 25.14 + 4.28 25.85 + 3.78 24.98 + 3.34
htTKV, mL/m 958.04 + 651.57 838.04 + 424.85 896.47 £ 511.77 1,134.05 + 902.75
htTLV, mL/m 1,305.55 + 825.91 1,394.75 + 1,047.96 1,106.49 + 514.93 1,442.87 + 872.72
Mayo class 1A-B 1(17.46) 3(15.79) 5(21.74) 3 (14.29)
Mayo class 1C-E 52 (82.54) 16 (84.21) 18 (78.26) 18 (85.71)
eGFR, mL/min/1.73 m? 84.01 + 24.00 82.24 + 22.62 85.77 + 22.56 83.66 + 27.52
CKD stage 1 25 (41.27) 6 (31.58) 10 (43.48) 9 (42.86)
CKD stage 2 24 (38.09) 9 (47.37) 8 (34.78) 7 (33.33)
CKD stage 3a 9 (14.29) 2 (10.53) 4 (17.39) 3 (14.29)
CKD stage 3b 5 (79.37) 2 (10.53) 1(4.35) 2(9.52)
Urological complications <35 years 26 (41.27) 6 (31.58) 10 (43.47) 10 (47.62)
Arterial hypertension <35 years 53 (84.13) 14 (73.68) 20 (86.95) 19 (90.48)

Categorical values are given as n (%) and continuous data as mean + SD. There were no statistically significant differences between groups.
BL, baseline; BMI, body mass index; CG, control group; eGFR, estimated glomerular filtration rate; EOT, end of treatment; htTKV, height-adjusted total
kidney volume; htTLV, height-adjusted total liver volume; KD, ketogenic diet; WF, water fasting.

extrarenal manifestations in ADPKD. Consequently, novel
treatment opportunities are urgently awaited.

In this regard, cellular metabolic abnormalities observed in
ADPKD have gained increasing attention. These changes
include a pronounced Warburg effect, glutamine anaplerosis,
mitochondrial dysfunction, and defects in tricarboxylic acid
(TCA) as well as fatty acid oxidation and synthesis.'*'® Conse-
quently, cyst-lining epithelial cells have been shown to be
glucose dependent and metabolically inflexible.'®'® Interest-
ingly, a reduction in food intake resulting in ketosis slowed
down the increase in kidney weight and the proliferation of
cyst-lining cells in two polycystic kidney disease (PKD) mouse
models.'®?° On the basis of this observation, Torres et al.”" pro-
vided evidence in two rodent and a feline PKD model that keto-
genic metabolic interventions are highly beneficial to ameliorate
cyst growth and loss of kidney function. This raised much atten-
tion also among patients, leading to early first steps in human
cohorts, including a retrospective case series among ADPKD
patients,”” initial experiences from a supervised ketogenic
diet (KD) program for ADPKD patients,”® and a small pilot trial
exposing patients to a short period of ketogenic dietary inter-
ventions.** Although these studies pointed toward the general
feasibility of the diets and positive patient-reported outcomes
(PROs), data from randomized trials on longer term interven-
tions extending the knowledge on feasibility and providing
actual insight regarding safety and efficacy are missing. To
answer these questions, KETO-ADPKD was designed as a clin-
ical trial examining two ketogenic dietary interventions in a ran-
domized and controlled setting.

RESULTS
Patient characteristics

Atotal of 66 patients were randomized into the study and assigned
to one of three study arms: a KD group receiving a low-carbohy-
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drate (CHO) and high-fat diet, a group undergoing 3-day water
fasting (WF) once per month, and a control group receiving routine
dietary counseling for ADPKD patients (for details on patient selec-
tion, see STAR Methods). The duration of the intervention phase
was 3 months. Twenty-three patients were randomized to the
KD group, 22 to the WF group, and 21 to the control group. One
participant assigned to the WF group did not meet the inclusion
criteria after review of baseline (BL) MRI and was excluded before
the BL visit, and two participants assigned to the control group
withdrew from the study for personal reasons before starting the
intervention. Of 63 patients entering the intervention phase, all pa-
tients in the KD group and the control group completed the entire
study. Two patients inthe WF group were lost to follow-up: one pa-
tient dropped out because of feasibility issues regarding WF itself,
and the other one specified personal reasons preventing further
participation (including travel to the center). These patients were
included in the feasibility and safety analyses but not included in
all other analyses because of the lack of data availability for the
comparison of BLand end of treatment (EOT). Detailed information
is provided in the CONSORT (Consolidated Standards of Report-
ing Trials) diagram in Figure S1; a study flow diagram can be found
in Figure S2. In our cohort, 32 participants (50.79%) were men, and
the study cohort had a mean age of 41.41 + 9.55 years. Mean
height-adjusted total kidney volume (htTKV) at BL was 958.04 +
651.57 mL/m, and mean height-adjusted total liver volume (htTLV)
was 1305.55 + 825.91 mL/m. The mean estimated glomerular
filtration rate (€GFR) using the CKD-EPI (Chronic Kidney Disease
Epidemiology Collaboration) equation was 84.01 + 24.00 mL/
min/1.73m.? A total of 26 patients (41.27%) reported urological
complications prior to the age of 35 years, and 53 patients
(84.13%) had been diagnosed with arterial hypertension before
35 years of age. At BL, the mean body mass index (BMI) was
25.65 + 3.86 kg/m?2. All BL characteristics can be found in Table 1.
There were no statistically significant differences in the BL charac-
teristics among the three groups.
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Figure 1. Ketogenic dietary interventions
potently induced ketosis

Readouts of metabolic efficacy and feasibility are
shown (n = 63). p values are provided for the com-
parison between the control and each intervention
group.

(A) Measurements of BHB levels for patients in
the KD group and the control group show
significantly higher values in the KD group
(p < 0.001). The threshold of 0.8 mmol/L at 3 of 3
visits was reached by 9 of 23 patients. 18 of 23
KD patients had higher BHB levels at 3 of 3 visits
during the diet compared with BL. The horizontal
gray dotted lines mark BHB threshold of
0.8 mmol/L. The vertical lines mark visits during
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the intervention phase.

(B) Breath acetone levels during the course of
water fasting periods for patients in the WF group
show higher values during the 3 days of fasting
compared with days of ad libitum diet. Daily mean
values of acetone levels are shown.

(C) Average feasibility scores of each diet
group are displayed, queried with a dedicated
feasibility questionnaire. Twenty-three questions
d feasibility from —4 (not feasible at
all) to +4 (very well feasible). Patients with an
average score over all visits during the dietary
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E BHB Cut-offs at 2/3 on-site study visits

Ketogenic Diet Control Group
Cut-off reached at 2/3 visits by
> 0.8 mmol/l 12/23 (52%) 0
12/23 (52%) also rated diet feasible
> 0.6 mmol/l 18/23 (78%) 0
18/23 (78%) also rated diet feasible
> Baseline 21/23 (91%) 3/21 (14%)

20/23 (87%) also rated diet feasible

Ketogenic Diet

intervention of >0 were counted for the
feasibility endpoint, this included 22 of 23 pa-
tients in the KD group and 17 of 21 in the WF
group. Mean score was 1.59 + 0.95 in the KD
group and 0.86 + 1.70 in the WF group and
is indicated by the horizontal lines. For the 2
patients who terminated the diet and left the
trial we used a score of —4 for all following
visits.

(D) Overview of patients that reached both
adherence and feasibility (KD, 10 of 23; WF, 16
of 21), only feasibility (KD, 11 of 23; WF, 0 of
21), only adherence (KD, 1 of 23; WF, 2 of 21),
and neither adherence nor feasibility (KD, 1 of
23; WF, 3 of 21).

Water Fasting

(E) Analysis of exploratory BHB thresholds reached at 2 of 3 visits and their overlap with patient-reported feasibility (see also Figure S3). 1M, 1 month;
2M, 2 months; BL, baseline; BHB, beta-Hydroxybutyrate; CG, control group; EOT, end of treatment; htTKV, height-adjusted total kidney volume;
htTLV, height-adjusted total liver volume; KD, ketogenic diet; WF, water fasting; p.p.m., parts per million

Biochemical efficacy

Beta-hydroxybutyrate (BHB) blood measurements during visits
were used primarily to assess ketosis in the KD group. Moreover,
both diet groups performed two daily at-home acetone breath
analyses. In the WF group, which was not seen at the center dur-
ing the 3 days of WF, the breath acetone levels served as the pri-
mary readout for ketosis.

KD was associated with a clear increase in BHB levels upon
initiation of the diet, while no significant changes occurred in
the control group (mean BHB level: KD 1.25 + 1.25 mmol/L vs.
control 0.32 + 0.80 mmol/L, p < 0.001; Figure 1A). A predefined
threshold of 0.8 mmol/L to assess adherence was met by 9 of 23
patients (39%) in the KD group at all study visits under diet, and
two additional patients in this group reached the adherence cut-
off in combination with breath acetone measurements, resulting
in adherence among 11 of 23 patients (47%) (for details, see
STAR Methods).

Considering the high BHB threshold compared with previous
studies,”>?® the fact that the primary endpoint essentially
required meeting this threshold at all three on-diet visits, and
the finding that all patients in the control group remained well
below a BHB level of 0.5 mmol/L (Figure S3), we explored addi-
tional targets for objective ketosis. A target value of 0.5 mmol/L
was reached by 14 of 23 (61%) at all visits and by 19 of 23 (83%)
at two of three visits. BHB levels of >0.6 mmol/L were measured
in 10 of 23 (43%) at all study visits and 18 of 23 (78%) at two of
three visits. Moreover, 18 of 23 patients (78%) in the KD group
showed higher BHB levels at all on-diet visits compared with
BL, while only one patient in the control group reached this target
(p = 0.0083; for BHB thresholds met at two of three visits, see Fig-
ure S3). Daily acetone measurements also revealed a clear in-
crease in comparison with the control group (mean acetone
level: KD 15.72 + 15.57 ppm vs. control 4.18 + 7.22 ppm,
p < 0.001; Figure S3).
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In the WF group, acetone levels showed a marked increase
during the fasting days compared with days with normal food
intake (Figure 1B). Eighteen of 21 WF patients (85%) reached a
predefined acetone level of >10 ppm on at least two of three
days of each fasting phase.

Patient-reported feasibility

Feasibility was assessed using a PRO questionnaire consisting
of 23 questions ranging from —4 to +4, with increasing numbers
indicating improved feasibility (Table S1). Mean feasibility scores
were 1.59 + 0.95 in the KD group and 0.86 + 1.70 in the WF group
(Figure 1C). Average results above the neutral answer of 0 were
considered as an indicator of feasibility in everyday life. An
average score >0 over all visits during the intervention period
was reached by 22 patients (95%) in the KD group and 18
(85%) in the WF group.

Combined feasibility endpoint
The primary combined endpoint was defined as a combination
of adherence assessed by metabolic efficacy and patient-re-
ported adherence and feasibility (see STAR Methods for de-
tails). A small number of patients reached none (KD, 4%; WF,
14%) of these endpoints. In the KD group 12 of 23 (51%) and
in the WF group 2 of 21 (10%) reached either only the adher-
ence or only the feasibility endpoint. The combined endpoint
was reached by 16 of 21 patients (76%) in the WF group. In
the KD group, a lower number of 10 of 23 patients (43%)
reached the combined endpoint, driven mainly by patients
not reaching the predefined BHB cutoff of 0.8 mmol/L at all
three visits under diet (Figure 1D).

Seventy-eight percent of patients met a combined endpoint
using the exploratory BHB cutoff of >0.6 mmol/L on at least
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Figure 2. Ketogenic dietary interventions
potently induce weight loss and primarily
reduce body fat mass

Changes in weight and fat mass are shown (n = 63).
Black horizontal lines indicate means. p values are
provided for the comparison between the control
and each intervention group.

(A) Relative changes in body weight from BL to EOT:
CG, +0.27%; KD, —7.2%; WF, —0.77%; CG, n = 18;
KD, n = 23; WF, n = 19.

(B) Course of body weight for all groups and visits;
CG, n=18; KD, n =23; WF, n = 19. Mean weight loss
CG: 1M, —0.01 + 1.09 kg; 2M, +0.51 + 1.72;
3M, +0.32 + 1.82 kg; KD: 1M, —3.54 + 1.98 kg; 2M,
—1.30 + 1.31 kg; 3M, —0.84 + 1.31 kg; WF: 1M,
—0.48 + 1.65 kg; 2M, +0.3 + 3.01 kg; 3M, —0.8 +
2.69 kg.

(C) Relative changes in body fat from BL to EOT:
CG, +2.64%; KD, —20.5%; WF, +1.15%; CG,n=17;
KD, n =22; WF, n = 18. 4 patients (2 control, 1 KD, 1
WF) were excluded from the body composition
analysis because of missing data. 1M, 1 month; 2M,
2 months; BL, baseline; CG, control group; EOT, end
of treatment; KD, ketogenic diet group; WF, water
fasting group.

2M EOT FU

two of three on-diet visits (Figures 1E and S3). This BHB
threshold was not reached by a single patient in the
control arm. Moreover, 78% of patients showed higher BHB
levels at all on-diet visits than at BL and also reported the
diet as feasible. Ninety-one percent of patients in the KD
group showed BHB levels higher than BL at two of three on-
diet visits, and all but one also rated the diet feasible. For details
regarding the percentage of patients reaching acetone breath
level cutoffs and their relation to patient-reported feasibility,
see Figure S3.

Effects on body weight and body composition
Mean body weight decreased from BL to EOT in the KD and
WEF groups while showing a slight increase in the control
group (control, +0.27%; KD, —7.2%; WF, —0.77%). This
finding was statistically significant for the KD group (p =
0.007) but not the WF group (p = 0.574) in comparison with
the control group (Figure 2A). Absolute changes in body
weight at all visits including the time point one month after
EOT are shown in Figure 2B. The largest fraction of weight
loss in the KD group occurred in the first month of diet (Fig-
ure 2B) with 3.54 + 1.98 kg, while 1.30 + 1.31 kg were lost dur-
ing the second month and 0.84 + 1.31 kg in the third month.
This weight loss was driven mainly by a reduction of fat
mass, which was —20.5% while showing a slightly positive
trend in the control (+2.64%) and WF (+1.15%) groups. This
finding was statistically significant in the KD group compared
with the control group (p < 0.001). There was no significant
difference between the WF and control group (p = 0.303)
(Figure 2C).

All absolute values resulting from anthropometric analyses are
displayed in Figure S4. Mean weight loss from BL to EOT was
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Figure 3. Ketogenic dietary interventions

show a signal toward decrease in htTKV and
htTLV

Relative changes of htTKV and htTLV from BL to
EOT are displayed (n = 61). One patient in the KD
group was excluded from htTLV assessment
because of failure of the imaging software to upload
the axial images for volumetry. p values are provided
for the comparison between control and each
intervention group.

(A) Difference in htTKV: CG, +0.79%; KD, —0.55%;

A p-value 0.999 B pvalue 0.419
10 pvalue 0.28.5 . pvalue 0.011
20 )
. .
o
H
5 M L . ' —_ .
4 .
g e s ; § 10 N °
> - . ® 3
.
X . £ ¢ . .
= —_ '.' —_ = . .
c 0t $ ¢ = 3 .
= - ® Iy > »
o 3 . S 0-s $ e,
2 ° ) ° = 2
I : o H
pe q 5 — |
&) . . (@] -
-5 . o 4
[ / ¢
40 e
. .
o
k .
-10 . \ = ° .

Control Group Ketogenic Diet Water Fasting

—6.11 + 4.00 kg in the KD group and —0.68 + 2.49 kg in the WF
group. We observed a decrease in abdominal circumference
from BL to EOT in the KD and WF groups (control, +1.32 cm;
KD, —5.02 cm; WF, —2.86 cm). In comparison with the control
group, this reduction was statistically significant for both the
KD (p < 0.001) and WF (p = 0.012) groups. On average, patients
in the KD group lost 4.15 + 2.90 kg of body fat. Compared with
the control group, this finding was statistically significant (p =
0.005). To a smaller extent, lean body mass was reduced in
the diet groups (control, +0.01 kg; KD, —1.90 kg; WEF,
—0.63 kg). This difference reached statistical significance for
the KD group in comparison with the control group (p = 0.004).
On average, body water content was lower at EOT than at BL
in all groups (control, —0.02 kg; KD, —1.64 kg; WF, —0.38 kg).
The marked distinction between the KD group and control group
showed statistical significance (p < 0.001). We also considered
loss of weight and fat mass as a potential readout of adherence
to the dietary intervention. Weight loss of 3% and fat mass
reduction of 10% strongly separated the KD group from the con-
trol group (Figure S3). These thresholds were reached by 19 of 22
for body mass and 17 of 22 for fat mass among participants in the
KD group. More than 75% of these patients (81% losing body
weight, 77% losing fat mass) also rated the diet as feasible in
the questionnaire. Only 3 of 17 and 1 of 17 patients achieve
this weight or fat mass reduction in the control group
(p < 0.001 and p = 0.0083; Figure S3)

htTKV

Both the control and WF group showed an increase in mean
htTKV between BL and EOT, without a statistically significant
difference between groups when reported as relative changes
normalized to BL htTKV (control, +0.79%; WF, +0.80%; p =
0.99). In the KD group, we observed a 0.55% decrease in
mean htTKV normalized to BL, without reaching statistical sig-
nificance compared with the control group (p = 0.285) (Fig-
ure 3A). Similar findings were obtained when analyzing absolute
changes in volume from BL to EOT (control, 14.8 + 30.7 mL/m;

WF, 0.8%; CG, n =19; KD, n = 23; WF, n = 19.

(B) Difference in htTLV: CG, +2.04%; KD, —4.73%;
WF, —0.15%; CG, n=19; KD, n=22; WF,n=19.BL,
baseline; CG, control group; EOT, end of treatment;
htTKV, height-adjusted total kidney volume; htTLV,
height-adjusted total liver volume; KD, ketogenic
diet group; WF, water fasting group.

Control Group Ketogenic Diet Water Fasting

KD, —10.7 + 48.6 mL/m; WF, 6.5 + 38.9 mL/m). Again,
comparing the changes in the intervention groups with the
change observed in the control group did not provide evidence
of a statistically significant difference (KD, p = 0.096; WF, p =
0.818) (Figure S5A).

htTLV

Regarding htTLV, the mean volume increased by 2.04% from BL
to EOT in the control group (42.1 + 166 mL/m). HtTLV decreased
by 0.15% in the WF group (—10.0 + 98.2 mL/m) and by 4.73% in
the KD group (—55.1 + 72.5 mL/m) (Figures 3B and S5B). The dif-
ference in both the absolute and relative change of htTLV from
BL to EOT reached statistical significance between the KD and
control groups (relative p = 0.011, absolute p = 0.006). This
was not the case comparing the control and the WF group (rela-
tive p = 0.419, absolute p = 0.311).

eGFR, urine albumin, and blood pressure

We analyzed creatinine-based eGFR development from BL to
EOT and observed decreases of —1.74% + 11.7% for the control
group and —0.20% =+ 6.82% for the WF group but an increase of
5.51% + 11.4% for the KD group. Compared with the control
group, the change in creatinine-based eGFR from BL to EOT
was statistically significant in the KD group (p = 0.027) but not
in the WF group (p = 0.651) (Figure 4A). Considering the impact
of diets and potential changes in muscle mass on creatinine
measurements, we also quantified cystatin C (CysC) at BL and
EOT. CysC-based eGFR confirmed a significant difference in
eGFR development between the KD and control groups (control,
—3.62% + 13.9%; WF, —9.52% + 14.1%; KD, +13.9% + 20.6%;
Figure 4B).

To examine potential signs of hyperfiltration as a basis to
the eGFR increase in the KD group, we analyzed the albu-
min-to-creatinine ratio. There was no significant difference of
the albumin-to-creatinine ratio between the control and the
KD/WF groups (KD, p = 0.196; WF, p = 0.704) (Figure 4C).
Also, the ratio of alpha-1-microglobulin to creatinine, as a
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Figure 4. Ketogenic dietary interventions

have a significant impact on eGFR

Absolute and relative changes of eGFR throughout
the study are displayed (n = 63). Black horizontal
lines indicate means. The p values indicate the
strength of evidence for a true underlying difference
between the control and the two intervention
groups; CG, n =19; KD, n = 23; WF, n = 19.
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(A) Mean difference in creatinine-based eGFR from
BL to EOT: CG, —1.74%; KD, +5.51%; WF, —0.22%.
(B) Mean difference in cystatin C-based eGFR from
BL to EOT: CG, —3.62%; KD, +13.9%; WF, —6.21%.
(C) Mean difference of albumin-to-creatinine ratio
from BL to EOT: CG, —14.32 mg/g; KD, 1.83 mg/g;
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marker of potential differences in tubular damage, showed no
significant differences in the change from BL to EOT between
groups (Figure S5C). Considering the impact of blood pres-
sure on acute changes in eGFR, we also compared changes
in mean arterial blood pressure over time. However, there
was no significant difference in the development of blood
pressure from BL to EOT across groups (Figure 4D). After
switching back to a CHO-rich ad libitum diet, we saw a partial
loss of the difference in eGFR between the KD and control
groups (mean eGFR difference BL-EOT: KD, +5.03 + 9.45;
WF, +0.31 + 5.02; control, —1.25 + 9.35 [p = 0.01]; BL to
follow-up [FU]: KD, +1.49 + 10.3; WF, —1.52 + 6.91; control,
—0.74 + 6.63), and this difference did not reach statistical sig-
nificance anymore (p = 0.311). Relative changes to BL
including all visits until one month after EOT are depicted in
Figure 4E).
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WF, 10.30 mg/g. Two patients in the control group
who showed a relative difference of 440% and 911%,
two patients in the KD group with a relative difference
of 457% and 780% and one patient in the WF group,
showing 924 % difference were removed from the plot
but included in calculating the mean and for statistical
testing.

(D) Mean difference in blood pressure from BLto EOT,
analyzed from average MAP values of 3 measure-
ments per visit: CG, —0.61%; KD, +2.35%; WF,
—1.63%. One patient in the control group who
showed a relative difference of —23.5% is not dis-
played in the plot but was included in calculating the
mean and for statistical testing.

(E) Line graph showing evolution of absolute changes
in creatinine-based eGFR at all visits from BL to FU.
Mean change BL to EOT was CG, —1.25 + 9.35 mL/m;
KD, 5.03 + 9.45 mL/m; WF, +0.31 + 5.02 mL/m. Mean
change between BLand FUwas CG, —0.74 + 1.89mL/
m; KD, +1.49 + 0.9510.3 mL/m; WF, —1.52 + 6.91 mL/
m. 1M, 1 month; 2M, 2 months; BL, baseline; CG,
control group; FU, follow-up; eGFR, estimated
glomerularfiltrationrate; EOT, end of treatment; htTKV,
height-adjusted total kidney volume; htTLV, height-
adjusted total liver volume; KD, ketogenic diet group;
g MAP, mean arterial pressure; WF, water fasting group.

Water Fasting

Insulin-like growth factor 1 and high-
FU sensitivity C-reactive protein

Mean high-sensitivity C-reactive protein

(hsCRP) showed an increase in all three
groups from BL to EOT (control, 265.63%; KD, 58.51%; WF,
5.77%). The comparably strong increase in hsCRP in the control
and KD group can be explained by underlying infections: One
patient in the control group was hospitalized because of a cyst
infection at the time of the visit. One patient in the KD group
was diagnosed with appendicitis a few days after the visit.
Despite the resulting differences in the change in hsCRP be-
tween BL and EQT, no statistically significant difference between
the control and the intervention groups were found (KD, p =
0.090; WF, p = 0.080) (Figure S5D).

Regarding insulin-like growth factor 1 (IGF-1) levels, all 3
groups showed decreases from BL to EOT, with mean de-
creases of 5.86% in the control group, 6.41% in the KD group,
and 3.13% in the WF group. There was no statistically significant
difference between the control group and either of the two inter-
vention groups (KD, p = 0.920; WF, p = 0.635) (Figure S5E).
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Table 2. Safety-relevant laboratory events, events probably related to the intervention and safety-relevant events leading to

hospitalization during the intervention period

Description KD, n (%) WF, n (%) Control, n (%)
AST/ALT >ULN to 3.0x ULN (>50-150 U/L) 14 0 1)
>3.0x to 5.0x ULN (>150-250 U/L) 0 0 0
Creatinine up to 1.5% increase baseline 0 0 0
>1.5-3.0% increase baseline 0 0 0
Uric acid >ULN without gout specific symptoms 4 (17) 1) 1(5)
(>7 mg/dL)
>ULN with gout specific symptoms 0 0
(>7 mg/dL)
Triglycerides 150-300 mg/dL 14) 3 (16) 1(5)
>300-500 mg/dL 2(8) 0 1)
Cholesterol >ULN (200 mg/dL) to 300 mg/dL 3(13) 0 0
>300-400 mg/dL 14) 0 0
Events probably related to the intervention orthostatic symptoms 4 (17) 4 (21) 0
keto flu associated 10 (43)* 3(16) 0
reflux symptoms 0 1) 0
Safety-relevant event with hospitalization appendicitis 14) 0 0
cyst infection 0 0 1(5)
nephrolithiasis 14) 0 0

Safety-relevant laboratory events during the intervention period are reported per study arm along with the respective percentage within the study arm.
All safety-relevant events were grouped into larger superordinate groups. Superordinate groups (see also Table S3) that contained at least one event
which was considered probably associated with the intervention are shown together with the sum of all events contained in this group and the respec-
tive percentages per study arm. All safety-relevant events leading to hospitalization after initiation of the intervention period are shown as well as their
frequencies and percentages per study arm. Safety-relevant events were defined as new events or a significant worsening of pre-existing conditions
during the intervention, thresholds defined according CTCAE criteria. Potential differences between the intervention groups and the control group were

investigated using chi squared tests.

ALT, alanine aminotransferase; AST, aspartate aminotransferase; KD, ketogenic diet group; ULN, upper limit normal; WF, water fasting group.
@Significantly different occurrence of the event in the corresponding intervention group compared with the control group (p < 0.05).

Safety and lab values

A table containing all relevant mean lab values stratified by the
different groups for all visits can be found in supplemental infor-
mation (Table S2).

Safety-relevant laboratory events of interest during the diet
period as well as all events probably related to the ketogenic di-
etary interventions and those associated with hospitalization can
be found in Table 2. Briefly, in one patient each in the control and
KD groups, a slight, asymptomatic increase in transaminases
was observed. Four patients in the KD group and one patient
each in the control and WF groups showed elevated levels of
uric acid. In the KD group, 4 patients developed hypercholester-
olemia, while this was the case for none in the other groups. Four
patients in each of the ketogenic intervention groups reported
orthostasis-related symptoms. Ten patients in the KD group
showed symptoms that, regarding type, time of onset, and
reversibility over time, are typically reported at the initiation of
KD and are usually referred to as “ketogenic flu.” “Ketogenic
flu” is a set of symptoms that typically occur 2-7 days after start-
ing a KD. These include primarily headache, foggy brain, fatigue,
irritability, nausea, and difficulty sleeping.?” Three patients in the
WEF group experienced such symptoms during their 3 days of
fasting that are summarized accordingly. All these symptoms
in the WF group were self-limiting after the patients resumed
their usual diet. Two participants in the KD group and one patient

in the control group experienced safety-relevant events leading
to hospitalization after initiating the diet. One of the patients in
the KD group developed appendicitis after EOT, and this event
was considered not related to the diet. The other patient showed
a symptomatic kidney stone during the treatment phase, an
event that was scored as possibly treatment related. A second
patient in the KD group also developed symptomatic nephroli-
thiasis. However, this event occurred in the run-in phase before
initiation of the diet and was consequently not related to the diet.
One patient in the control group developed a cyst infection and
was hospitalized to receive intravenous antibiotic treatment.
Differences in the number of safety-relevant events as shown
in Table 2 were statistically significant only for “ketogenic
flu”-associated symptoms in the KD group compared with the
control group. All safety-relevant events and their absolute fre-
quencies can be found in supplemental information (Table S3).

In-depth characterization of the KD-associated lipid
profile in ADPKD

To assess the potential clinical relevance of increase in choles-
terol levels observed in the KD group, we performed nuclear
magnetic resonance (NMR) measurements of 52 lipid parame-
ters using serum samples at BL and EOT. Correlation of the
fold change between BL and EOT of the most important markers
contained in the panel expectedly showed a strong correlation of
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Figure 5. Ketogenic diet in patients with ADPKD induces significant changes in the serum lipid profile

NMR analyses of changes in lipid profiles from BL to EOT are shown (n = 63).

(A) Correlation plot showing the relationship between the change of different lipid parameters of serum samples including total cholesterol, LDL, HDL, non-HDL,
remnant cholesterol, VLDL, size of LDL particles, size of VLDL particles, total triglycerides, ApoB, omega-3, and omega-6 with clinical parameters including
assignment to the KD group vs. control, gender, BMI, weight loss, and eGFR. The correlations were calculated using Pearson’s correlation coefficient. The color
coding indicates either a positive (red) or negative (blue) correlation, while the size of the circles in the scatterplot indicates the strength of the relationship.

(B-M) Bar plots showing the log, fold change (BL vs. EOT) of different lipid parameters in all three groups (control, KD, and WF). (B) Total cholesterol, (C) LDL, (D)
HDL, (E) non-HDL, (F) remnant cholesterol, (G) VLDL, (H) size of LDL particles, (I) size of VLDL particles, (J) total triglycerides, (K) ApoB, (L) omega 3, and
(M) omega 6. Statistical testing was performed using a model correcting for Mayo class, BMI, gender, and age. BL, baseline; CTRL, control group; EOT, end of
treatment; KD, ketogenic diet group; WF, water fasting group; ApoB, apolipoprotein B; HDL, high-density lipoprotein, LDL, low-density lipoprotein; NMR, nuclear

magnetic resonance spectroscopy; VLDL, very low-density lipoprotein.

total cholesterol and low-density lipoprotein (LDL) cholesterol
with an assignment to KD, while being negatively correlated
with weight loss (Figure 5A). Non-HDL (high-density lipoprotein)
cholesterol, very low density lipoprotein (VLDL), remnant choles-
terol, apolipoprotein B (ApoB), sphingomyelins, and cholesteryl
esters in LDL and VLDL as well as total free cholesterol, free
cholesterol in LDL, LDL size, and omega-6 fatty acids showed
a similar pattern (Figure 5A). In contrast, VLDL size and the ratio
of phospholipids to total lipids in small, medium, and large HDL
showed opposite correlations with KD group assignment and
weight loss (Figure 5A). This was also the case for the ratio of tri-
glyceride to total lipid in all sizes of VLDL particles (Figure 5A).
We went on to test significant differences in the fold changes
from BL to EOT among all three groups. In general, the WF
group was much more similar to the control group than the KD
group (Figures 5B-5M and S6). We found a significantly larger
rise in the KD group compared with the control group for total
cholesterol, LDL, non-HDL cholesterol, remnant cholesterol,
VLDL, and ApoB (Figures 5B, 5C, 5E, 5F, 5G, and 5K). HDL,
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VLDL size, triglycerides, and omega-3 fatty acids did not show
any changes (Figures 5D, 5I, 5J, and 5L). Omega-6 fatty acids
and LDL size both appeared to increase in the KD group, but
this difference to the control group did not reach statistical signif-
icance (Figures 5H and 5M). A row of other lipid parameters,
including the phospholipid content in LDL, cholesteryl esters,
free cholesterol, sphingomyelins, and the ApoB/ApoA1 ratio,
showed an increase from BL to EOT in the KD group significantly
different from the control or WF group (Figure S6). No further
parameter was reduced by KD.

DISCUSSION

ADPKD carries a high burden, and currently available therapeu-
tic options are limited and only modestly slow disease progres-
sion. Consequently, the unexpectedly large beneficial effect of
ketogenic dietary interventions in animal models has received
much attention.”’ Human data were limited to a retrospective
case series”® and non-randomized pilot studies in small
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cohorts.?®?*?® KETO-ADPKD now adds a comprehensive anal-
ysis of two ketogenic dietary interventions in 63 ADPKD patients
on the basis of a randomized controlled design.

Feasibility was a key focus of KETO-ADPKD, as only feasible
interventions can have an impact on real-life patient care. Previ-
ous studies had indicated good feasibility, but whether this
would really be the case in comparison with a control group in
a randomized setting had remained unclear.?>2*?% In line with
these studies, nearly all patients in KETO-ADPKD scored the
KDlIs as feasible and completed the entire study, with only one
patient in the WF group terminating her participation prematurely
for feasibility reasons. This finding must be considered in the
context of both the support provided during the trial with coun-
seling and regular follow-up phone calls. Besides, ADPKD pa-
tients show a high degree of motivation regarding therapeutic
options, likely partly because of the autosomal-dominant inheri-
tance linked to knowledge on disease courses in other family
members. The primary combined feasibility endpoint including
both patient-reported feasibility and objective biochemical proof
of ketosis was designed to provide an insight into practicability of
KDls containing as much information as possible. This endpoint
was reached only by the WF group. This could raise concerns
about feasibility of the KD approach. However, the fact that the
KD group did not reach its threshold appears to be clearly attrib-
uted to a fairly high predefined BHB threshold of >0.8 mmol/L to
be reached at 75% of the visits on diet. Essentially, considering
that only 3 visits were performed on diet, this led to the unin-
tended need to reach the target at all visits. It is well expected,
that patients on a diet over several month will have treatment
breaks and “cheat days,” lowering their BHB levels at single
visits, and future dietary regimens and study protocols should
also account for this. Importantly, the thresholds reached by
the KD group were associated with a clear impact on outcome
(e.g., body composition, eGFR, and total liver volume [TLV]).
Consequently, it is likely that lower BHB target values, as used
in previous studies, which are reached on most days of the
diet but not necessarily permanently, are sufficient for the
beneficial effect.?>?%29°! The exploratory analyses regarding
different BHB cutoffs in combination with the finding that more
than 75% showed BHB levels higher than BL values at all on-
diet visits and reached significant body composition thresholds
is a clear indicator of feasibility. Beyond ketone body thresholds,
patient-reported feasibility itself was high for the KD arm.

In animal models, even short-term KDIs such as 3-day WF
already led to detectable changes in cyst burden.?’ However,
this rapid effect was not confirmed in the recent human pilot
study.?* In KETO-ADPKD, htTKV slightly decreased in the KD
group from BL to EOT while increasing in the other groups, but
this difference did not reach statistical significance. The lack of
significance is not unexpected considering the generally slow
growth of kidneys in ADPKD requiring longer term treatments
(e.g., at least one year) to reveal significant differences. However,
it is important to note that any reduction in total kidney volume
(TKV) is indeed an unexpected finding with important clinical im-
plications, considering that ADPKD usually shows continuous
growth of kidneys over time.'*%? In line with previous findings,
htTLV was significantly decreased by KD. However, it is impor-
tant to note that this is likely a consequence, at least partly, of
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glycogen depletion.?* This phenomenon is also observed under
caloric restriction and is used to prepare patients for bariatric
surgery.®® Analyses of cyst fraction may help dissect the liver
response further in the future. Nonetheless, considering the
lack of therapeutic options for PLD, any new option to limit liver
growth in PLD would have a major clinical impact.>* Repetitive
WEF periods did not lead to any significant changes in outcome
parameters in our study. Consequently, the hypothesis that re-
petitive short-term ketosis may induce beneficial effects is not
supported and potentially abrogated by rebound effects. Such
rebound effects are generally known for diets regarding weight
loss goals.®®> Consequently, a sustained effect on weight was
not expected in the WF arm. Potential acute effects of WF right
after the three day period were not the focus of this study and
would not have been detected considering that the outcome
measurements were not obtained right after fasting.

Kidney failure is the most relevant long-term outcome in
ADPKD, and treatment effects on kidney function are the central
point of interest regarding novel therapies. ADPKD is character-
ized by a slow but relentlessly progressive loss of kidney func-
tion. Surprisingly, not only was eGFR decrease slowed in the
KD group, but kidney function improved over time.®'?*? Consid-
ering the results of the body composition measurements, itis un-
likely that this is a consequence of the impact of muscle mass or
meat intake on creatinine measurements. In KETO-ADPKD,
body composition mainly showed changes in fat mass and
body water, a plausible finding on KD. Using the body composi-
tion scales, no single parameter represents muscle mass.
Muscle mass is contained in the lean body mass, which slightly
decreased in the KD group. However, lean body mass also re-
flects body water and all other non-fat, non-skeletal parameters,
presumably including glycogen. Taken together, muscle mass
was probably not affected by KD. The confirmation of the
eGFR effect by measurement of CysC strongly supports this
point and further provides evidence that this finding is not due
to changes in meat intake. Although we cannot exclude that
weight loss itself has an impact on kidney function loss beyond
the effect of ketosis, weight loss appears unlikely to be the key
driver considering both the results of the body composition mea-
surements and the fact that the participants in KETO-ADPKD
had a normal weight at BL. An increase of eGFR may also be
the consequence of glomerular hyperfiltration, which is consid-
ered harmful in chronic kidney disease. Some KD regimens
contain high protein amounts, which may lead to hyperfiltra-
tion.*® However, importantly, this was not the case regarding
our regimen, which aimed for moderate to low protein intake in
line with current recommendations for chronic kidney disease.
Besides, neither did albuminuria change as a sign of hyperfiltra-
tion®”; nor, as expected, was blood pressure increased in the KD
group, as another confounder regarding eGFR.*® Acute effects
of KD on kidney function in ADPKD could be explained by both
a reduction of intrarenal inflammation and cyst-related pres-
sure.>*~*? Nonetheless, hyperfiltration needs to be examined in
future studies and only long-term trials will be able to fully
confirm a beneficial disease-modifying effect. However, consid-
ering the usually relentless progressive loss of kidney function in
ADPKD? 232 and the fact that the only available treatment slows
eGFR decline by 26%-30% only,'>** the findings of our study
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would be of very high clinical relevance if a disease-modifying ef-
fect can be confirmed in the future.

KD did not have a statistically significant impact on hsCRP in
our study, but this may not be the optimal parameter to measure
intrarenal inflammation in ADPKD, and small patient numbers as
well as confounders need to be considered. In particular, new
systemic infections (cyst infection, appendicitis) had a signifi-
cantly stronger influence on the hsCRP value than a possibly
existing mild inflammation in the context of KD. Such mild inflam-
mation would have been superimposed by systemic infections.
After returning to a CHO-rich diet for one month the benefit of
KD on kidney function was, even though still reaching a poten-
tially meaningful effect size, diminished and did not reach statis-
tical significance anymore indicating the importance for longer
term studies to confirm a disease-modifying effect. Increases
in eGFR on low-CHO diets had previously been shown in
patients with diabetes mellitus,** but this work did not address
potential influences of muscle mass and diet on creatinine.
Regarding the improvement of kidney function in patients on
KD, it is important to note that recent work convincingly showed
reversibility of the profound changes in renal structure in ADPKD
using genetic models.*> Besides, at least partial reversibility is
suggested by the rodent work on ketogenic interventions.”’ It
is therefore intriguing to speculate that this may also be the
case in humans. However, longer term interventions will be
required to answer this question.

Before moving toward longer term trials or real-world recom-
mendations, assessing potential safety signals is a point that de-
serves special attention. Given the significant weight loss we
observed among patients in the KD group within the 3 months
of diet, further potentially unfavorable weight loss over longer in-
terventional periods needs to be considered. However, patients
undergoing diets typically experience the most significant weight
loss in the initial stages, which was also the case in our study. For
KD, currently available data point to the fact that weight loss is
most pronounced in obese people stabilizing once reaching a
normal weight."®*® Besides, the marked weight loss at the
very beginning is caused by loss of volume (i.e., water and salt)
to a large extent, a phenomenon known with KDs.*° Both points
are supported by our body composition measurements. Our
extensive safety analyses both at the level of clinical events
and laboratory values, identified two areas of interest, blood
lipids and kidney stones. One patient showed a symptomatic
kidney stone on KD. Whether this is due to the diet cannot be
answered at this point, also considering the high prevalence of
kidney stones in ADPKD.*°~°? The increase in uric acid observed
as well as previous data regarding kidney stones in epilepsy pa-
tients on KD indicates that such a connection could be plau-
sible.>** In contrast to many of the KD regimens used our
regimen is not protein- or meat-rich, which may partly mitigate
this risk. Also, the diet change until symptoms was only
24 days in this patient, a period that is rather short for de novo
formation of a clinically meaningful kidney stone making passage
of a pre-existing stone a possible alternative explanation. None-
theless, future trials should consider this a safety-related event of
special interest and potentially preventive measures on the basis
of urine supersaturation profiles, such as citrate supplementa-
tion, could be implemented. In ADPKD, there is an interesting
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link among crystal formation, citrate, and disease progression,
which further underlines the importance of this point.”>™>"

One of the main concerns about KD could be a potentially
negative effect on the cardiovascular risk profile, which is of
particular relevance in a population of patients with kidney dis-
ease. Previous results have been controversial®® and, among
others, reported beneficial effects on cholesterol levels in obese
individuals,®® whereas at least transient increases in the
atherogenic lipoproteins were detected in children.®*° In the
population of KETO-ADPKD, unfavorable ApoB and ApoB-con-
taining lipoproteins including remnant cholesterol increased
during KD, supporting the idea of possible negative metabolic
effects.®”® That being said, it has to be considered that the
intervention phase of this study was too short to address the
potentially transient nature of these changes. In long-term
studies on the effect of KDs in children with epilepsy, a plateau
with a downward trend®® or a normalization of initial increase tri-
glyceride and cholesterol levels®® was observed, despite initial
dyslipidemia. Lipid profiles were also shown to partly improve
in long-term studies using low-CHO diets in patients with type
2 diabetes. "%

Of note, most of the available data to date has been obtained in
overweight and obese patients, whereas reports on normal
weight patients are scarce. One key factor for an increase in
LDL cholesterol that has been identified, apart from genetic fac-
tors, is the dietary content of saturated fatty acids (SFA). Although
the protein content of the ketogenic meal plan in the study was
moderate to low, sources of SFA, such as cheese, butter, meat,
and coconut oil might contribute to the observed effect of the
diet on cholesterol. Besides, currently available data support
the notion that lean individuals show the most marked increase,
referred to as the lean hyper-responder phenotype.®® Despite
the significant increase in LDL, it is important to note that the
difference in the number of safety-relevant events defined ac-
cording to CTCAE criteria did not reach significance regarding
cholesterol. Although there are numerous studies reporting
LDL, HDL, and total cholesterol changes upon low-CHO diets,
in-depth analyses of the lipid changes in randomized clinical trials
are scarce.®” Small dense LDL particles have been suggested to
bear a greater atherogenic potential than other LDL subfractions
because of their susceptibility to glycation and oxidation as well
as their reduced LDL receptor affinity.?®®” There is evidence of
a decrease of small LDL particles in dietary interventions
restricted in CHOs.®® Our analysis also showed a correlation of in-
creases in LDL size over time with allocation to the KD group.
However, the fold change differences from BL to EOT between
groups did not reach statistical significance. Additionally, plasma
levels of sphingomyelins are considered a risk factor for coronary
artery disease® and are found to be elevated in the KD group of
this trial. If the development of these parameters also depends on
the length of the dietary change is still unknown. Serum levels of
other markers previously associated with differential cardiovas-
cular risk such as unsaturated and SFAs as well as linolenic
acid did not differ between the groups. Taken together, lipid pro-
files will need to remain a safety aspect of special interest for
future long-term trials.*°

It is important to note that other studies have already contrib-
uted important results regarding dietary interventions in ADPKD



Please cite this article in press as: Cukoski et al., Feasibility and impact of ketogenic dietary interventions in polycystic kidney disease: KETO-ADPKD—
a randomized controlled trial, Cell Reports Medicine (2023), https://doi.org/10.1016/j.xcrm.2023.101283

Cell Reports Medicine

before. Specifically, Hopp et al.”’ performed an elegant study
comparing intermittent fasting and caloric restriction in obese
patients with ADPKD. They found a correlation between slowed
kidney growth and weight loss independent from the dietary
regimen. Patients in KETO-ADPKD were not obese, and whether
the findings also apply to patients with normal weight is not clear.
Potentially ketogenesis could explain parts of their results as
well, even though both regimens would probably only result in
very mild degrees of ketosis. Ketone bodies were not measured
in this study. In the future, considering the results in rodents,?’
treatment with exogenous ketone bodies could also be of inter-
est to complement or replace KD, but clinical data are lacking to
date. Besides, SGLT2 inhibitors induce ketogenesis, making
them attractive therapeutics for ADPKD. Unfortunately, ADPKD
was an exclusion criterion in the crucial chronic kidney disease
(CKD) trials.”""®> Metformin, which has already been studied for
ADPKD"®"* and is currently being examined in a multicenter trial
(IMPEDE-PKD [NCT04939935]), activates AMP kinase, a mech-
anism that is also targeted by KD.?' Consequently, the beneficial
effect of ketosis could be exploited from several angles and
potentially in a synergistic manner.

In conclusion, KETO-ADPKD provides promising data on the
effect of a KD in ADPKD from a randomized controlled trial
design. Longer term efficacy studies will be required to obtain
a full picture on efficacy and safety. Consequently, this does
not result in a general recommendation for a KD as a therapeutic
strategy for ADPKD. However, the results already provide a basis
for improved counseling of patients with ADPKD choosing to be
on a KD for personal motivation. Most important, they are clearly
sufficient to motivate the design of larger trials with a treatment
duration over several years. Such initiatives can then indeed
pave the way toward an entirely novel treatment opportunity
for the most common genetic kidney disease.

Limitations of the study

This study has several limitations. The formal primary combined
feasibility endpoint was not reached by the KD group, partly
because of an unintended requirement to reach high BHB cutoffs
at three out of three on-diets visits by defining a 75% threshold
for the endpoint in all study visits. Concerning efficacy out-
comes, the intervention period was 3 months only, and the num-
ber of participants was limited. Despite the use of both creatinine
and CysC to assess GFR, measured GFR would provide addi-
tional information to rule out an impact of the diet on the mea-
surements. Future research will be needed to establish whether
the increase in eGFR upon KD indicates a beneficial effect on
disease severity or may be harmful in the long term because it re-
flects glomerular hyperfiltration. In this regard, long-term data
are required to show real disease-modifying effects. Regarding
TKV and TLV, cyst fraction measurements are lacking and
should be added in the future. A relevant proportion of patients
did not come in a fasting state to at least one of the visits. Conse-
quently, we do not report results on insulin and glucose. Patients
in KETO-ADPKD showed quite good kidney function on average.
It is thus not possible to extrapolate to later stage disease from
the trial findings. Finally, lifestyle factors other than diet (e.g.,
physical exercise) were not a subject of our study and could
further add to beneficial results.

¢ CellP’ress

OPEN ACCESS

STARXMETHODS

Detailed methods are provided in the online version of this paper
and include the following:

e KEY RESOURCES TABLE
e RESOURCE AVAILABILITY
O Lead contact
O Materials availability
O Data and code availability
e EXPERIMENTAL MODEL AND STUDY PARTICIPANT DE-
TAILS
e METHODS DETAILS
O Trial design, inclusion and exclusion criteria
Trial setup
Dietary interventions
Trial assessment
Kidney and liver volumetry
Outcomes
NMR metabolomics
® QUANTIFICATION AND STATISTICAL ANALYSIS
e ADDITIONAL RESOURCES

O O0OO0OO0OO0OO0

SUPPLEMENTAL INFORMATION

Supplemental information can be found online at https://doi.org/10.1016/j.
xcrm.2023.101283.

ACKNOWLEDGMENTS

This research was funded by a grant from the PKD Foundation (pkdcure.org).
The foundation had no role in study design, data collection, and interpretation,
or the decision to submit the work for publication (PKD Foundation: KETO-
ADPKD trial). The Marga und Walter Boll-Stiftung provided additional funding
for MRI imaging (210-01.01-21). We acknowledge support for the Article Pro-
cessing Charge from the DFG (German Research Foundation; 491454339).
AK. is supported by the Koeln Fortune Program/ Faculty of Medicine, Univer-
sity of Cologne S.A. was supported by the Koeln Fortune Program/Faculty of
Medicine, University of Cologne, and the Fritz-Scheler-Scholarship, KfH-Stif-
tung Praventivmedizin, Neu-Isenburg. F.G. is supported by the K&in Fortune
Program/ Faculty of Medicine, University of Cologne. R.-U.M. is supported
by the DFG (German Research Foundation; under Germany’s Excellence
Strategy: CECAD, EXC 2030 - 390661388 and DFG MU 3629/6-1, DFG DI
1501/9, and MU 3629/10-1) and the BMBF (Federal Ministry of Education
and Research, RNA-STAB, 16LW0375). T.W. was supported by a gift from
the Amy P. Goldman Foundation. We thank the team of study nurses at
Department Il of Internal Medicine and explicitly Cornelia Béhme, Nadine
von Morandell, and Jasmin Garha for their excellent work regarding execution
of the trial. Margarita Gritzewski provided outstanding support during trial
planning and writing of the protocol. We thank Michael Faust for excellent
advice regarding the dietary intervention. We received great advice from the
dietetics department of the University Hospital Cologne, and we explicitly
thank Bilge Altiparmak and Elisabeth Voges. Our special thanks go to Barbara
Kronseder and Marina Lommel for the excellent cooperation regarding the
setup of individualized meal plans. Furthermore, we would like to appreciate
the contribution of Susanne Reidelbach to training of the trial personnel in di-
etary counseling. The patients involved in the trial are thanked for their
participation.

AUTHOR CONTRIBUTIONS

CH.L, TW, JAT., R-UM, LB, and F.G. conceptualized the study. U.K.
provided advice regarding the dietary interventions. C.L., S.C., P.T., AK, T.

Cell Reports Medicine 4, 101283, November 21, 2023 11



https://doi.org/10.1016/j.xcrm.2023.101283
https://doi.org/10.1016/j.xcrm.2023.101283
http://pkdcure.org

Please cite this article in press as: Cukoski et al., Feasibility and impact of ketogenic dietary interventions in polycystic kidney disease: KETO-ADPKD—
a randomized controlled trial, Cell Reports Medicine (2023), https://doi.org/10.1016/j.xcrm.2023.101283

¢? CellPress

OPEN ACCESS

Brecht, F.M., T.S.,, N.G.H., I.G., R.-U.M., F.G., and F.S. performed the investi-
gation. S.C.,C.H.L.,,R.-UM.,F.G.,P.T.,,S.A,,S.S,,S.0,,P.A., and N.G.H. were
involved in data curation, analysis, validation, and visualization. J.S., C.H.L.,
S.C., and P.A. performed statistical analysis. R.-U.M., T.W., and T. Benzing ac-
quired funding. S.C., C.H.L., F.G., and R.-U.M. wrote the original manuscript.
All authors edited and reviewed the final manuscript.

DECLARATION OF INTERESTS

R.-U.M. is a member of the scientific advisory board of Santa Barbara Nutri-
ents and chair of the working group “Genes&Kidney” of the European Renal
Association (ERA). T.W. is an inventor on issued and pending patents filed
by the University of California, Santa Barbara related to the topic of this article.
T.W. is a shareholder of Santa Barbara Nutrients, Inc., and holds a managerial
position. T.W. is a scientific advisor and shareholder of Chinook Therapeutics
and received research funding from Chinook Therapeutics. The Department ||
of Internal Medicine (University Hospital Cologne) received research funding
from Otsuka Pharmaceuticals not directly related to the study at hand.

INCLUSION AND DIVERSITY
We support inclusive, diverse, and equitable conduct of research.

DECLARATION OF GENERATIVE Al AND AI-ASSISTED
TECHNOLOGIES

During the preparation of this work the authors did not use generative Al or Al-
assisted technologies. We take full responsibility for the content of the
publication.

Received: April 13, 2023
Revised: July 21, 2023
Accepted: October 16, 2023
Published: November 6, 2023

REFERENCES

1. Lanktree, M.B., Haghighi, A., Guiard, E., lliuta, I.-A., Song, X., Harris, P.C.,
Paterson, A.D., and Pei, Y. (2018). Prevalence Estimates of Polycystic Kid-
ney and Liver Disease by Population Sequencing. J. Am. Soc. Nephrol. 29,
2593-2600. https://doi.org/10.1681/ASN.2018050493.

2. Bergmann, C., Guay-Woodford, L.M., Harris, P.C., Horie, S., Peters,
D.J.M., and Torres, V.E. (2018). Polycystic kidney disease. Nat. Rev.
Dis. Prim. 4, 50. https://doi.org/10.1038/s41572-018-0047-y.

3. Cornec-Le Gall, E., Alam, A., and Perrone, R.D. (2019). Autosomal domi-
nant polycystic kidney disease. Lancet 393, 919-935. https://doi.org/10.
1016/S0140-6736(18)32782-X.

4. Chebib, F.T., and Torres, V.E. (2016). Autosomal Dominant Polycystic Kid-
ney Disease: Core Curriculum 2016. Am. J. Kidney Dis. 67, 792-810.
https://doi.org/10.1053/j.ajkd.2015.07.037.

5. Mdller, R.U., Haas, C.S., and Sayer, J.A. (2018). Practical approaches to
the management of autosomal dominant polycystic kidney disease pa-
tients in the era of tolvaptan. Clin. Kidney J. 71, 62-69. https://doi.org/
10.1093/ckj/sfx071.

6. Arjune, S., Grundmann, F., Todorova, P., Hendrix, C., Pfister, R., Ten
Freyhaus, H., and Miuller, R.U. (2023). Cardiac Manifestations in
Patients with Autosomal Dominant Polycystic Kidney Disease (ADPKD):
A Single-Center Study. Kidney 4, 150-161. https://doi.org/10.34067/
KID.0002942022.

7. Mdller, R.U., and Benzing, T. (2018). Management of autosomal-dominant
polycystic kidney disease-state-of-the-art. Clin. Kidney J. 11, i2-i13.
https://doi.org/10.1093/ckj/sfy103.

8. Schrier, R.W., Abebe, K.Z., Perrone, R.D., Torres, V.E., Braun, W.E., Stein-
man, T.l., Winklhofer, F.T., Brosnahan, G., Czarnecki, P.G., Hogan, M.C.,
et al. (2014). Blood pressure in early autosomal dominant polycystic kid-

12 Cell Reports Medicine 4, 101283, November 21, 2023

10.

11.

12.

13.

14,

15.

16.

17.

18.

19.

20.

21.

22,

Cell Reports Medicine

ney disease. N. Engl. J. Med. 3717, 2255-2266. https://doi.org/10.1056/
NEJMoa1402685.

. Torres, V.E., Abebe, K.Z., Schrier, R.W., Perrone, R.D., Chapman, A.B.,

Yu, A.S., Braun, W.E., Steinman, T.I., Brosnahan, G., Hogan, M.C., et al.
(2017). Dietary salt restriction is beneficial to the management of auto-
somal dominant polycystic kidney disease. Kidney Int. 97, 493-500.
https://doi.org/10.1016/j.kint.2016.10.018.

Torres, V.E., Grantham, J.J., Chapman, A.B., Mrug, M., Bae, K.T., King,
B.F., Wetzel, L.H., Martin, D., Lockhart, M.E., Bennett, W.M., et al.
(2011). Potentially modifiable factors affecting the progression of auto-
somal dominant polycystic kidney disease. Clin. J. Am. Soc. Nephrol. 6,
640-647. https://doi.org/10.2215/CJN.03250410.

Wang, C.J., Creed, C., Winklhofer, F.T., and Grantham, J.J. (2011). Water
prescription in autosomal dominant polycystic kidney disease: a pilot
study. Clin. J. Am. Soc. Nephrol. 6, 192-197. https://doi.org/10.2215/
CJN.03950510.

Torres, V.E., Chapman, A.B., Devuyst, O., Gansevoort, R.T., Grantham,
J.J., Higashihara, E., Perrone, R.D., Krasa, H.B., Ouyang, J., and Czer-
wiec, F.S.; TEMPO 3:4 Trial Investigators (2012). Tolvaptan in patients
with autosomal dominant polycystic kidney disease. N. Engl. J. Med.
367, 2407-2418. https://doi.org/10.1056/NEJMoa1205511.

Mdiller, R.-U., Messchendorp, A.L., Birn, H., Capasso, G., Gall, E.C.-L.,
Devuyst, O., van Eerde, A., Guirchon, P., Harris, T., Hoorn, E.J., et al.
(2022). An update on the use of tolvaptan for ADPKD: Consensus state-
ment on behalf of the ERA Working Group on Inherited Kidney Disorders
(WGIKD), the European Rare Kidney Disease Reference Network (ERKNet)
and Polycystic Kidney Disease International (PKD-International). Nephrol.
Dial. Transplant. 37, 825-839. https://doi.org/10.1093/ndt/gfab312.

Podrini, C., Cassina, L., and Boletta, A. (2020). Metabolic reprogramming
and the role of mitochondria in polycystic kidney disease. Cell. Signal. 67,
109495. https://doi.org/10.1016/j.cellsig.2019.109495.

Haumann, S., Mdller, R.U., and Liebau, M.C. (2020). Metabolic Changes in
Polycystic Kidney Disease as a Potential Target for Systemic Treatment.
Int. J. Mol. Sci. 21, 6093. https://doi.org/10.3390/ijms21176093.

Padovano, V., Podrini, C., Boletta, A., and Caplan, M.J. (2018). Meta-
bolism and mitochondria in polycystic kidney disease research and ther-
apy. Nat. Rev. Nephrol. 14, 678-687. https://doi.org/10.1038/s41581-
018-0051-1.

Rowe, I., Chiaravalli, M., Mannella, V., Ulisse, V., Quilici, G., Pema, M.,
Song, X.W., Xu, H., Mari, S., Qian, F., et al. (2013). Defective glucose meta-
bolism in polycystic kidney disease identifies a new therapeutic strategy.
Nat. Med. 19, 488-493. https://doi.org/10.1038/nm.3092.

Menezes, L.F., Lin, C.-C., Zhou, F., and Germino, G.G. (2016). Fatty Acid
Oxidation is Impaired in An Orthologous Mouse Model of Autosomal
Dominant Polycystic Kidney Disease. EBioMedicine 5, 183-192. https://
doi.org/10.1016/j.ebiom.2016.01.027.

Warner, G., Hein, K.Z., Nin, V., Edwards, M., Chini, C.C.S., Hopp, K., Har-
ris, P.C., Torres, V.E., and Chini, E.N. (2016). Food Restriction Ameliorates
the Development of Polycystic Kidney Disease. J. Am. Soc. Nephrol. 27,
1437-1447. https://doi.org/10.1681/ASN.2015020132.

Kipp, K.R., Rezaei, M., Lin, L., Dewey, E.C., and Weimbs, T. (2016). A mild
reduction of food intake slows disease progression in an orthologous
mouse model of polycystic kidney disease. Am. J. Physiol. Ren. Physiol.
310, F726-F731. https://doi.org/10.1152/ajprenal.00551.

Torres, J.A., Kruger, S.L., Broderick, C., Amarlkhagva, T., Agrawal, S., Do-
dam, J.R., Mrug, M., Lyons, L.A., and Weimbs, T. (2019). Ketosis Amelio-
rates Renal Cyst Growth in Polycystic Kidney Disease. Cell Metabol. 30,
1007-10235. https://doi.org/10.1016/j.cmet.2019.09.012.

Strubl, S., Oehm, S., Torres, J.A., Grundmann, F., Haratani, J., Decker, M.,
Vuong, S., Kaur Bhandal, A., Methot, N., Haynie-Cion, R., et al. (2022).
Ketogenic dietary interventions in autosomal dominant polycystic kidney
disease-a retrospective case series study: first insights into feasibility,
safety and effects. Clin. Kidney J. 15, 1079-1092. https://doi.org/10.
1093/ckj/sfab162.


https://doi.org/10.1681/ASN.2018050493
https://doi.org/10.1038/s41572-018-0047-y
https://doi.org/10.1016/S0140-6736(18)32782-X
https://doi.org/10.1016/S0140-6736(18)32782-X
https://doi.org/10.1053/j.ajkd.2015.07.037
https://doi.org/10.1093/ckj/sfx071
https://doi.org/10.1093/ckj/sfx071
https://doi.org/10.34067/KID.0002942022
https://doi.org/10.34067/KID.0002942022
https://doi.org/10.1093/ckj/sfy103
https://doi.org/10.1056/NEJMoa1402685
https://doi.org/10.1056/NEJMoa1402685
https://doi.org/10.1016/j.kint.2016.10.018
https://doi.org/10.2215/CJN.03250410
https://doi.org/10.2215/CJN.03950510
https://doi.org/10.2215/CJN.03950510
https://doi.org/10.1056/NEJMoa1205511
https://doi.org/10.1093/ndt/gfab312
https://doi.org/10.1016/j.cellsig.2019.109495
https://doi.org/10.3390/ijms21176093
https://doi.org/10.1038/s41581-018-0051-1
https://doi.org/10.1038/s41581-018-0051-1
https://doi.org/10.1038/nm.3092
https://doi.org/10.1016/j.ebiom.2016.01.027
https://doi.org/10.1016/j.ebiom.2016.01.027
https://doi.org/10.1681/ASN.2015020132
https://doi.org/10.1152/ajprenal.00551
https://doi.org/10.1016/j.cmet.2019.09.012
https://doi.org/10.1093/ckj/sfab162
https://doi.org/10.1093/ckj/sfab162

Please cite this article in press as: Cukoski et al., Feasibility and impact of ketogenic dietary interventions in polycystic kidney disease: KETO-ADPKD—
a randomized controlled trial, Cell Reports Medicine (2023), https://doi.org/10.1016/j.xcrm.2023.101283

Cell Reports Medicine

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Bruen, D.M., Kingaard, J.J., Munits, M., Paimanta, C.S., Torres, J.A., Sa-
ville, J., and Weimbs, T. (2022). Ren.Nu, a Dietary Program for Individuals
with Autosomal-Dominant Polycystic Kidney Disease Implementing a
Sustainable, Plant-Focused, Kidney-Safe, Ketogenic Approach with
Avoidance of Renal Stressors. Kidney and Dialysis 2, 183-203. https://
doi.org/10.3390/kidneydial2020020.

Oehm, S., Steinke, K., Schmidt, J., Arjune, S., Todorova, P., Heinrich Lin-
demann, C., Wéstmann, F., Meyer, F., Siedek, F., Weimbs, T., et al. (2023).
RESET-PKD: A pilot trial on short-term ketogenic interventions in auto-
somal dominant polycystic kidney disease. Nephrol. Dial. Transplant.
38, 1623-1635. https://doi.org/10.1093/ndt/gfac311.

Choi, A., Hallett, M., and Ehrlich, D. (2021). Nutritional Ketosis in Parkin-
son’s Disease - a Review of Remaining Questions and Insights. Neurother-
apeutics 718, 1637-1649. https://doi.org/10.1007/s13311-021-01067-w.

Gershuni, V.M., Yan, S.L., and Medici, V. (2018). Nutritional Ketosis for
Weight Management and Reversal of Metabolic Syndrome. Curr. Nutr.
Rep. 7, 97-106. https://doi.org/10.1007/s13668-018-0235-0.

Saghir Khan, A., Saghir, A., and Zulfigar, N. (2021). Ketogenic Diet: Its Ben-
efits & Overall Effects on Adults objective. ANFS 6. https://doi.org/10.
33140/ANFS.06.02.04.

Testa, F., Marchio, M., Belli, M., Giovanella, S., Ligabue, G., Cappelli, G.,
Biagini, G., and Magistroni, R. (2019). A pilot study to evaluate tolerability
and safety of a modified Atkins diet in ADPKD patients. PharmaNutrition 9,
100154. https://doi.org/10.1016/j.phanu.2019.100154.

Sumithran, P., Prendergast, L.A., Delbridge, E., Purcell, K., Shulkes, A.,
Kriketos, A., and Proietto, J. (2013). Ketosis and appetite-mediating nutri-
ents and hormones after weight loss. Eur. J. Clin. Nutr. 67, 759-764.
https://doi.org/10.1038/ejcn.2013.90.

Kirkpatrick, C.F., Bolick, J.P., Kris-Etherton, P.M., Sikand, G., Aspry, K.E.,
Soffer, D.E., Willard, K.-E., and Maki, K.C. (2019). Review of current evi-
dence and clinical recommendations on the effects of low-carbohydrate
and very-low-carbohydrate (including ketogenic) diets for the manage-
ment of body weight and other cardiometabolic risk factors: A scientific
statement from the National Lipid Association Nutrition and Lifestyle
Task Force. J. Clin. Lipidol. 13, 689-711.e1. https://doi.org/10.1016/j.
jacl.2019.08.003.

Gibson, A.A., Seimon, R.V., Lee, C.M.Y., Ayre, J., Franklin, J., Markovic,
T.P., Caterson, I.D., and Sainsbury, A. (2015). Do ketogenic diets really
suppress appetite? A systematic review and meta-analysis. Obes. Rev.
16, 64—76. https://doi.org/10.1111/0br.12230.

Yu, A.S.L., Shen, C., Landsittel, D.P., Grantham, J.J., Cook, L.T., Torres,
V.E., Chapman, A.B., Bae, K.T., Mrug, M., Harris, P.C., et al. (2019).
Long-term trajectory of kidney function in autosomal-dominant polycystic
kidney disease. Kidney Int. 95, 1253-1261. https://doi.org/10.1016/].kint.
2018.12.023.

Romeijn, M.M., Kolen, A.M., Holthuijsen, D.D.B., Janssen, L., Schep, G.,
Leclercq, W.K.G., and van Dielen, F.M.H. (2021). Effectiveness of a Low-
Calorie Diet for Liver Volume Reduction Prior to Bariatric Surgery: a Sys-
tematic Review. Obes. Surg. 37, 350-356. https://doi.org/10.1007/
$11695-020-05070-6.

Duijzer, R., Barten, T.R.M., Staring, C.B., Drenth, J.P.H., and Gevers, T.J.G.
(2022). Treatment of Polycystic Liver Disease: Impact on Patient-reported
Symptom Severity and Health-related Quality of Life. J. Clin. Gastroenterol.
56, 731-739. https://doi.org/10.1097/MCG.0000000000001749.

Ooi, S.L., and Pak, S.C. (2019). Short-term Intermittent Fasting for Weight
Loss: A Case Report. Cureus 77, e4482. https://doi.org/10.7759/cur-
eus.4482.

Brenner, B.M., Meyer, T.W., and Hostetter, T.H. (1982). Dietary Protein
Intake and the Progressive Nature of Kidney Disease. N. Engl. J. Med.
307, 652-659. https://doi.org/10.1056/NEJM198209093071104.

Palatini, P. (2012). Glomerular hyperfiltration: a marker of early renal dam-
age in pre-diabetes and pre-hypertension. Nephrol. Dial. Transplant. 27,
1708-1714. https://doi.org/10.1093/ndt/gfs037.

38.

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

¢? CellPress

OPEN ACCESS

Bosch, J.P., Saccaggi, A., Lauer, A., Ronco, C., Belledonne, M., and Glab-
man, S. (1983). Renal functional reserve in humans. Effect of protein intake
on glomerular filtration rate. Am. J. Med. 75, 943-950. https://doi.org/10.
1016/0002-9343(83)90873-2.

Youm, Y.-H., Nguyen, K.Y, Grant, R.W., Goldberg, E.L., Bodogai, M., Kim,
D., D’Agostino, D., Planavsky, N., Lupfer, C., Kanneganti, T.D., et al.
(2015). The ketone metabolite B-hydroxybutyrate blocks NLRP3 inflam-
masome-mediated inflammatory disease. Nat. Med. 27, 263-269.
https://doi.org/10.1038/nm.3804.

Rahbari-Oskoui, F., Williams, O., and Chapman, A. (2014). Mechanisms
and management of hypertension in autosomal dominant polycystic kid-
ney disease. Nephrol. Dial. Transplant. 29, 2194-2201. https://doi.org/
10.1093/ndt/gft513.

Ruskin, D.N., Sturdevant, I.C., Wyss, L.S., and Masino, S.A. (2021). Keto-
genic diet effects on inflammatory allodynia and ongoing pain in rodents.
Sci. Rep. 11, 725. https://doi.org/10.1038/s41598-020-80727-x.

Formica, C., and Peters, D.J.M. (2020). Molecular pathways involved in
injury-repair and ADPKD progression. Cell. Signal. 72, 109648. https://
doi.org/10.1016/j.cellsig.2020.109648.

Torres, V.E., Chapman, A.B., Devuyst, O., Gansevoort, R.T., Perrone,
R.D., Koch, G., Ouyang, J., McQuade, R.D., Blais, J.D., Czerwiec, F.S.,
et al. (2017). Tolvaptan in Later-Stage Autosomal Dominant Polycystic
Kidney Disease. N. Engl. J. Med. 377, 1930-1942. https://doi.org/10.
1056/NEJMoa1710030.

Unwin, D., Unwin, J., Crocombe, D., Delon, C., Guess, N., and Wong, C.
(2021). Renal function in patients following a low carbohydrate diet for type
2 diabetes: a review of the literature and analysis of routine clinical data
from a primary care service over 7 years. Curr. Opin. Endocrinol. Diabetes
Obes. 28, 469-479. https://doi.org/10.1097/MED.0000000000000658.

Dong, K., Zhang, C., Tian, X., Coman, D., Hyder, F., Ma, M., and Somlo, S.
(2021). Renal plasticity revealed through reversal of polycystic kidney dis-
ease in mice. Nat. Genet. 53, 1649-1663. https://doi.org/10.1038/s41588-
021-00946-4.

van Zuuren, E.J., Fedorowicz, Z., Kuijpers, T., and Pijl, H. (2018). Effects of
low-carbohydrate- compared with low-fat-diet interventions on metabolic
control in people with type 2 diabetes: a systematic review including
GRADE assessments. Am. J. Clin. Nutr. 708, 300-331. https://doi.org/
10.1093/ajcn/nqy096.

Sainsbury, E., Kizirian, N.V., Partridge, S.R., Gill, T., Colagiuri, S., and
Gibson, A.A. (2018). Effect of dietary carbohydrate restriction on glycemic
control in adults with diabetes: A systematic review and meta-analysis.
Diabetes Res. Clin. Pract. 139, 239-252. https://doi.org/10.1016/j.dia-
bres.2018.02.026.

Naude, C.E., Schoonees, A., Senekal, M., Young, T., Garner, P., and Vol-
mink, J. (2014). Low Carbohydrate versus Isoenergetic Balanced Diets for
Reducing Weight and Cardiovascular Risk: A Systematic Review and
Meta-Analysis. PLoS One 9, e100652. https://doi.org/10.1371/journal.
pone.0100652.

Torres, V.E., Wilson, D.M., Hattery, R.R., and Segura, J.W. (1993). Renal
stone disease in autosomal dominant polycystic kidney disease. Am. J. Kid-
ney Dis. 22, 513-519. https://doi.org/10.1016/s0272-6386(12)80922-x.
Nishiura, J.L., Neves, R.F.C.A., Eloi, S.R.M., Cintra, S.M.L.F., Ajzen, S.A,,
and Heilberg, |.P. (2009). Evaluation of nephrolithiasis in autosomal domi-
nant polycystic kidney disease patients. Clin. J. Am. Soc. Nephrol. 4,
838-844. https://doi.org/10.2215/CJN.03100608.

Mejias, E., Navas, J., Lluberes, R., and Martinez-Maldonado, M. (1989). Hy-
peruricemia, gout, and autosomal dominant polycystic kidney disease. Am.
J. Med. Sci. 297, 145-148. https://doi.org/10.1097/00000441-198903000-
00002.

Acharya, P., Acharya, C., Thongprayoon, C., Hansrivijit, P., Kanduri, S.R.,
Kovvuru, K., Medaura, J., Vaitla, P., Garcia Anton, D.F., Mekraksakit, P.,
et al. (2021). Incidence and Characteristics of Kidney Stones in Patients
on Ketogenic Diet: A Systematic Review and Meta-Analysis. Diseases 9,
39. https://doi.org/10.3390/diseases9020039.

Cell Reports Medicine 4, 101283, November 21, 2023 13



https://doi.org/10.3390/kidneydial2020020
https://doi.org/10.3390/kidneydial2020020
https://doi.org/10.1093/ndt/gfac311
https://doi.org/10.1007/s13311-021-01067-w
https://doi.org/10.1007/s13668-018-0235-0
https://doi.org/10.33140/ANFS.06.02.04
https://doi.org/10.33140/ANFS.06.02.04
https://doi.org/10.1016/j.phanu.2019.100154
https://doi.org/10.1038/ejcn.2013.90
https://doi.org/10.1016/j.jacl.2019.08.003
https://doi.org/10.1016/j.jacl.2019.08.003
https://doi.org/10.1111/obr.12230
https://doi.org/10.1016/j.kint.2018.12.023
https://doi.org/10.1016/j.kint.2018.12.023
https://doi.org/10.1007/s11695-020-05070-6
https://doi.org/10.1007/s11695-020-05070-6
https://doi.org/10.1097/MCG.0000000000001749
https://doi.org/10.7759/cureus.4482
https://doi.org/10.7759/cureus.4482
https://doi.org/10.1056/NEJM198209093071104
https://doi.org/10.1093/ndt/gfs037
https://doi.org/10.1016/0002-9343(83)90873-2
https://doi.org/10.1016/0002-9343(83)90873-2
https://doi.org/10.1038/nm.3804
https://doi.org/10.1093/ndt/gft513
https://doi.org/10.1093/ndt/gft513
https://doi.org/10.1038/s41598-020-80727-x
https://doi.org/10.1016/j.cellsig.2020.109648
https://doi.org/10.1016/j.cellsig.2020.109648
https://doi.org/10.1056/NEJMoa1710030
https://doi.org/10.1056/NEJMoa1710030
https://doi.org/10.1097/MED.0000000000000658
https://doi.org/10.1038/s41588-021-00946-4
https://doi.org/10.1038/s41588-021-00946-4
https://doi.org/10.1093/ajcn/nqy096
https://doi.org/10.1093/ajcn/nqy096
https://doi.org/10.1016/j.diabres.2018.02.026
https://doi.org/10.1016/j.diabres.2018.02.026
https://doi.org/10.1371/journal.pone.0100652
https://doi.org/10.1371/journal.pone.0100652
https://doi.org/10.1016/s0272-6386(12)80922-x
https://doi.org/10.2215/CJN.03100608
https://doi.org/10.1097/00000441-198903000-00002
https://doi.org/10.1097/00000441-198903000-00002
https://doi.org/10.3390/diseases9020039

Please cite this article in press as: Cukoski et al., Feasibility and impact of ketogenic dietary interventions in polycystic kidney disease: KETO-ADPKD—
a randomized controlled trial, Cell Reports Medicine (2023), https://doi.org/10.1016/j.xcrm.2023.101283

¢? CellPress

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

OPEN ACCESS

Sampath, A., Kossoff, E.H., Furth, S.L., Pyzik, P.L., and Vining, E.P.G. (2007).
Kidney stones and the ketogenic diet: risk factors and prevention. J. Child
Neurol. 22, 375-378. https://doi.org/10.1177/0883073807301926.

Kossoff, E.H., Pyzik, P.L., Furth, S.L., Hladky, H.D., Freeman, J.M., and
Vining, E.P.G. (2002). Kidney Stones, Carbonic Anhydrase Inhibitors,
and the Ketogenic Diet. Epilepsia 43, 1168-1171. https://doi.org/10.
1046/j.1528-1157.2002.11302.x.

Cornec-Le Gall, E., Audrézet, M.P., Rousseau, A., Hourmant, M., Renau-
dineau, E., Charasse, C., Morin, M.-P., Moal, M.-C., Dantal, J., Wehbe, B.,
et al. (2016). The PROPKD Score: A New Algorithm to Predict Renal Sur-
vival in Autosomal Dominant Polycystic Kidney Disease. J. Am. Soc.
Nephrol. 27, 942-951. https://doi.org/10.1681/ASN.2015010016.

Torres, J.A., Rezaei, M., Broderick, C., Lin, L., Wang, X., Hoppe, B., Cow-
ley, B.D., Savica, V., Torres, V.E., Khan, S., et al. (2019). Crystal deposition
triggers tubule dilation that accelerates cystogenesis in polycystic kidney
disease. J. Clin. Invest. 129, 4506-4522. https://doi.org/10.1172/
JCI1285083.

Rocha, D.R., Xue, L., Gomes Sousa, H.M., Carvalho Matos, A.C., Hoorn,
E.J., Salih, M., and Heilberg, I.P. (2022). Urinary Citrate Is Associated
with Kidney Outcomes in Early Polycystic Kidney Disease. Kidney 3,
2110-2115. https://doi.org/10.34067/KID.0004772022.

Dashti, H.M., Al-Zaid, N.S., Mathew, T.C., Al-Mousawi, M., Talib, H., Asfar,
S.K., and Behbahani, A.l. (2006). Long term effects of ketogenic diet in
obese subjects with high cholesterol level. Mol. Cell. Biochem. 286, 1-9.
https://doi.org/10.1007/s11010-005-9001-x.

Kwiterovich, P.O., Vining, E.P.G., Pyzik, P., Skolasky, R., and Freeman,
J.M. (2003). Effect of a high-fat ketogenic diet on plasma levels of lipids,
lipoproteins, and apolipoproteins in children. JAMA 290, 912-920.
https://doi.org/10.1001/jama.290.7.912.

Groesbeck, D.K., Bluml, R.M., and Kossoff, E.H. (2006). Long-term use of
the ketogenic diet in the treatment of epilepsy. Dev. Med. Child Neurol. 48,
978-981. https://doi.org/10.1017/S0012162206002143.

Feingold, K.R. (2000). Endotext. In Utility of Advanced Lipoprotein Testing
in Clinical Practice, K.R. Feingold, B. Anawalt, M.R. Blackman, A. Boyce,
G. Chrousos, E. Corpas, W.W. de Herder, K. Dhatariya, K. Dungan, and J.
Hofland, et al., eds. (MDText.com, Inc.).

Quispe, R., Martin, S.S., Michos, E.D., Lamba, |., Blumenthal, R.S., Saeed,
A., Lima, J., Puri, R., Nomura, S., Tsai, M., et al. (2021). Remnant choles-
terol predicts cardiovascular disease beyond LDL and ApoB: a primary
prevention study. Eur. Heart J. 42, 4324-4332. https://doi.org/10.1093/
eurheartj/ehab432.

Yilmaz, U., Edizer, S., Kése, M., Akisin, Z., Giizin, Y., Pekuz, S., Kirkgéz,
H.H., Yavuz, M., and Unalp, A. (2021). The effect of ketogenic diet on
serum lipid concentrations in children with medication resistant epilepsy.
Seizure 91, 99-107. https://doi.org/10.1016/j.seizure.2021.06.008.
Hallberg, S.J., McKenzie, A.L., Williams, P.T., Bhanpuri, N.H., Peters, A.L.,
Campbell, W.W., Hazbun, T.L., Volk, B.M., McCarter, J.P., Phinney, S.D.,
and Volek, J.S. (2018). Effectiveness and Safety of a Novel Care Model for
the Management of Type 2 Diabetes at 1 Year: An Open-Label, Non-
Randomized, Controlled Study. Diabetes Ther. 9, 583-612. https://doi.
org/10.1007/s13300-018-0373-9.

Norwitz, N.G., Feldman, D., Soto-Mota, A., Kalayjian, T., and Ludwig, D.S.
(2022). Elevated LDL Cholesterol with a Carbohydrate-Restricted Diet: Ev-
idence for a “Lean Mass Hyper-Responder” Phenotype. Curr. Dev. Nutr.
6, nzab144. https://doi.org/10.1093/cdn/nzab144.

lkezaki, H., Lim, E., Cupples, L.A., Liu, C.-T., Asztalos, B.F., and Schaefer,
E.J. (2021). Small Dense Low-Density Lipoprotein Cholesterol Is the Most
Atherogenic Lipoprotein Parameter in the Prospective Framingham
Offspring Study. J. Am. Heart Assoc. 710, e019140. https://doi.org/10.
1161/JAHA.120.019140.

14 Cell Reports Medicine 4, 101283, November 21, 2023

67.

68.

69.

71.

72.

73.

74.

75.

76.

77.

78.
79.

80.

Cell Reports Medicine

Ivanova, E.A., Myasoedova, V.A., Melnichenko, A.A., Grechko, A.V., and
Orekhov, A.N. (2017). Small Dense Low-Density Lipoprotein as Biomarker
for Atherosclerotic Diseases. Oxid. Med. Cell. Longev. 2017, 1273042.
https://doi.org/10.1155/2017/1273042.

Falkenhain, K., Roach, L.A., McCreary, S., McArthur, E., Weiss, E.J., Fran-
cois, M.E., and Little, J.P. (2021). Effect of carbohydrate-restricted dietary
interventions on LDL particle size and number in adults in the context of
weight loss or weight maintenance: a systematic review and meta-anal-
ysis. Am. J. Clin. Nutr. 174, 1455-1466. https://doi.org/10.1093/ajcn/
nqab212.

Jiang, X.C., Paultre, F., Pearson, T.A., Reed, R.G., Francis, C.K., Lin, M.,
Berglund, L., and Tall, A.R. (2000). Plasma sphingomyelin level as a risk
factor for coronary artery disease. Arterioscler. Thromb. Vasc. Biol. 20,
2614-2618. https://doi.org/10.1161/01.atv.20.12.2614.

. Hopp, K., Catenacci, V.A., Dwivedi, N., Kline, T.L., Wang, W., You, Z.,

Nguyen, D.T., Bing, K., Poudyal, B., Johnson, G.C., et al. (2022). Weight
loss and cystic disease progression in autosomal dominant polycystic kid-
ney disease. iScience 25, 103697. https://doi.org/10.1016/j.isci.2021.
103697.

Heerspink, H.J.L., Stefansson, B.V., Correa-Rotter, R., Chertow, G.M.,
Greene, T., Hou, F.-F., Mann, J.F.E., McMurray, J.J.V., Lindberg, M.,
Rossing, P., et al. (2020). Dapagliflozin in Patients with Chronic Kidney Dis-
ease. N. Engl. J. Med. 383, 1436-1446. https://doi.org/10.1056/
NEJMoa2024816.

The EMPA-KIDNEY Collaborative Group; Herrington, W.G., Staplin, N.,
Wanner, C., Green, J.B., Hauske, S.J., Emberson, J.R., Preiss, D., Judge,
P., Mayne, K.J., et al. (2023). Empagliflozin in Patients with Chronic Kidney
Disease. N. Engl. J. Med. 388, 117-127. https://doi.org/10.1056/
NEJMoa2204233.

Perrone, R.D., Abebe, K.Z., Watnick, T.J., Althouse, A.D., Hallows, K.R.,
Lalama, C.M., Miskulin, D.C., Seliger, S.L., Tao, C., Harris, P.C., and
Bae, K.T. (2021). Primary results of the randomized trial of metformin
administration in polycystic kidney disease (TAME PKD). Kidney Int.
100, 684-696. https://doi.org/10.1016/j.kint.2021.06.013.

Brosnahan, G.M., Wang, W., Gitomer, B., Struemph, T., George, D., You,
Z., Nowak, K.L., Klawitter, J., and Chonchol, M.B. (2022). Metformin Ther-
apy in Autosomal Dominant Polycystic Kidney Disease: A Feasibility
Study. Am. J. Kidney Dis. 79, 518-526. https://doi.org/10.1053/j.ajkd.
2021.06.026.

Soininen, P., Kangas, A.J., Wurtz, P., Suna, T., and Ala-Korpela, M. (2015).
Quantitative serum nuclear magnetic resonance metabolomics in cardio-
vascular epidemiology and genetics. Circ. Cardiovasc. Genet. 8, 192-206.
https://doi.org/10.1161/CIRCGENETICS.114.000216.

Wirtz, P., Kangas, A.J., Soininen, P., Lawlor, D.A., Davey Smith, G., and
Ala-Korpela, M. (2017). Quantitative Serum Nuclear Magnetic Resonance
Metabolomics in Large-Scale Epidemiology: A Primer on -Omic Technol-
ogies. Am. J. Epidemiol. 786, 1084-1096. https://doi.org/10.1093/aje/
kwx016.

R Core Team (2020). R: A Language and Environment for Statistical
Computing.

RStudio Team (2020). RStudio (Integrated Development for R).

Freites-Martinez, A., Santana, N., Arias-Santiago, S., and Viera, A. (2021).
Using the Common Terminology Criteria for Adverse Events (CTCAE -
Version 5.0) to Evaluate the Severity of Adverse Events of Anticancer Ther-
apies. Actas Dermosifiliogr. 772, 90-92. https://doi.org/10.1016/j.ad.
2019.05.009.

Wickham, H. (2009). ggplot2 (Springer). https://doi.org/10.1007/978-0-
387-98141-3.


https://doi.org/10.1177/0883073807301926
https://doi.org/10.1046/j.1528-1157.2002.11302.x
https://doi.org/10.1046/j.1528-1157.2002.11302.x
https://doi.org/10.1681/ASN.2015010016
https://doi.org/10.1172/JCI128503
https://doi.org/10.1172/JCI128503
https://doi.org/10.34067/KID.0004772022
https://doi.org/10.1007/s11010-005-9001-x
https://doi.org/10.1001/jama.290.7.912
https://doi.org/10.1017/S0012162206002143
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref61
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref61
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref61
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref61
https://doi.org/10.1093/eurheartj/ehab432
https://doi.org/10.1093/eurheartj/ehab432
https://doi.org/10.1016/j.seizure.2021.06.008
https://doi.org/10.1007/s13300-018-0373-9
https://doi.org/10.1007/s13300-018-0373-9
https://doi.org/10.1093/cdn/nzab144
https://doi.org/10.1161/JAHA.120.019140
https://doi.org/10.1161/JAHA.120.019140
https://doi.org/10.1155/2017/1273042
https://doi.org/10.1093/ajcn/nqab212
https://doi.org/10.1093/ajcn/nqab212
https://doi.org/10.1161/01.atv.20.12.2614
https://doi.org/10.1016/j.isci.2021.103697
https://doi.org/10.1016/j.isci.2021.103697
https://doi.org/10.1056/NEJMoa2024816
https://doi.org/10.1056/NEJMoa2024816
https://doi.org/10.1056/NEJMoa2204233
https://doi.org/10.1056/NEJMoa2204233
https://doi.org/10.1016/j.kint.2021.06.013
https://doi.org/10.1053/j.ajkd.2021.06.026
https://doi.org/10.1053/j.ajkd.2021.06.026
https://doi.org/10.1161/CIRCGENETICS.114.000216
https://doi.org/10.1093/aje/kwx016
https://doi.org/10.1093/aje/kwx016
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref77
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref77
http://refhub.elsevier.com/S2666-3791(23)00477-9/sref78
https://doi.org/10.1016/j.ad.2019.05.009
https://doi.org/10.1016/j.ad.2019.05.009
https://doi.org/10.1007/978-0-387-98141-3
https://doi.org/10.1007/978-0-387-98141-3

Please cite this article in press as: Cukoski et al., Feasibility and impact of ketogenic dietary interventions in polycystic kidney disease: KETO-ADPKD—
a randomized controlled trial, Cell Reports Medicine (2023), https://doi.org/10.1016/j.xcrm.2023.101283

Cell Reports Medicine @ CelPress

OPEN ACCESS

STARXMETHODS

KEY RESOURCES TABLE

REAGENT or RESOURCE SOURCE IDENTIFIER

Software and algorithms

Nightingale Health Soininen et al.”®; Wiirtz et al.”® https://research.nightingalehealth.com/

R (version 4.0.3) R Core Team’”’ https://www.r-project.org/

RStudio (version 2022.12.0 + 353) RStudio Team’® https://posit.co/

Other

Tanita 418 BC MA scale for body Tanita Europe BV https://www.tanita.com/en/bc-418/

composition measurement

Portable breath analyzer ACE KETOSCAN mini ACE instruments https://www.ace-technik.com/product/
ace-ketoscan-mini-ketosis-test-keto-
meter-for-diets-20-mouthpieces-1-
calibration-voucher.6872128.html?
language_code=en

Portable ketone meter GlucoMen areo 2K Berlin-Chemie AG https://www.glucomenareo.de/jetzt-
testen/jetzt-testen-glucomen-aero-2k/
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RESOURCE AVAILABILITY

Lead contact
Further information and requests for resources and reagents should be directed to and will be fulfilled by the lead contact, Roman-
Ulrich Muller (roman-ulrich.mueller@uk-koeln.de).

Materials availability
This study did not generate new unique reagents.

Data and code availability
o All data reported in this paper will be shared by the lead contact upon request. Restrictions subject to General Data Protection
Regulation (GDPR) may apply.
e This paper does not report original code.
® Any additional information required to reanalyze the data reported in this paper is available from the lead contact upon request.

EXPERIMENTAL MODEL AND STUDY PARTICIPANT DETAILS

KETO-ADPKD recruited both male and female adult patients from 18 to 60 years of age. More details on baseline characteristics and
sample size are provided in Table 1 and the Consort Diagram (Figure S1). The study was approved by the ethics committee of the
medical faculty at University of Cologne and informed consent was obtained from all participants.

METHODS DETAILS

Trial design, inclusion and exclusion criteria

KETO-ADPKD was an exploratory, randomized, controlled, open-label, single-center trial at the University Hospital Cologne.
KETO-ADPKD assessed ADPKD patients contained in the database of the AD(H)PKD Registry (NCT02497521) for potential partic-
ipation based on information contained in the patient records regarding age, kidney function and Mayo Class. 221 patients were con-
tacted by telephone to discuss eligibility and interest to participate. Among these patients, long travel distance to the center was the
main patient-reported reason for not participating in KETO-ADPKD. After this pre-screening step, screening was completed based
on the newest information on inclusion/exclusion criteria provided by patients. Inclusion criteria were as follows: CKD stage G1-3
AND presence of at least one indicator of rapid disease progression (Mayo class 1C-E OR truncating PKD1 mutation OR onset of
arterial hypertension or urological symptoms <35 years of age OR first- or second-degree family members reaching kidney
failure at <60 years of age OR eGFR loss >2.5 mL/min/year OR PROPKD score >6). Exclusion criteria of the trial were as
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follows: Underweight or obese (BMI <18.5 kg/m? or >35 kg/m?); exposure to a ketogenic diet for more than 2 weeks within the last
6 months; participation in a weight-loss program within the last 6 months; vegan lifestyle; current treatment (or within the last
6 months) with tolvaptan or a somatostatin analog; conditions prohibiting the use of a ketogenic diet; eating disorders; alcohol abuse;
type 1 diabetes mellitus, insulin-dependent type 2 diabetes mellitus; contraindications to MRI; pregnancy or breastfeeding; absence
of safe contraceptive measures or non-occurrence of menopause. All patients meeting these criteria and willing and able to partic-
ipate were invited to an on-site visit with a final check of inclusion/exclusion criteria, provision of study information and obtaining
informed consent. After enroliment, patients were randomly allocated to one of three treatment arms: ketogenic diet, 3-day water
fasting and control group. In case of post-randomization exclusion before the BL visit, patients were replaced and underwent the
same randomization process. The study was conducted in accordance with the Declaration of Helsinki and the good clinical practice
guidelines by the International Conference on Harmonization. The study protocol will be provided upon request. External monitoring
was established to oversee the conduct of the study and review the data periodically to ensure data quality and safety of the
participants (carried out by ClinSupport GmbH, 91054 Erlangen, Germany).

Trial setup

A total of 6 study visits (V1-V6) were planned over the course of this 5-month study, including a 3-month dietary intervention
period. The study flow diagram in Figure S2 shows the trial setup in detail. At Visit 1, informed consent was obtained and patients
were allocated to their study group. Visit 2 served as baseline (BL) for our analyses. Visit 5 marked the end of treatment (EOT) for
the intervention groups. Visit 6 was scheduled to assess a 4-week follow-up period (FU) after return to a carbohydrate (CHO) rich diet.

Dietary interventions

Between screening and baseline, all patients maintained their usual carbohydrate-rich diet. All patients were advised to stick to gen-
eral dietary recommendations for ADPKD patients, i.e., low salt intake (<5-7 g/day) and sufficient water intake (>3 L/day). Patients in
the control group were allowed to eat ad libitum. As per protocol, patients in the KD group followed an isocaloric, classical ketogenic
diet for 3 months. They were provided with an individualized meal plan in collaboration with a company providing diet support (Food-
punk, Neubiberg, Germany). Optionally, this included usage of a digital application providing the individual recipes and shopping
lists. The content of the diets was independent from this approach. The KD contained a maximum of 30 g carbohydrates per day
and a moderate to low target protein intake of 0.8 g/kg body weight, suitable for CKD. Upper limits of intake were defined for: oxalate
(100 mg per day), sodium chloride (7 g per day), phosphorus (700 mg per day) and potassium (4000 mg per day). In addition, food
preferences, dislikes or intolerances were taken into account, when calculating and customizing the diet plan for each patient. The
diet was offered to be vegetarian and through a high percentage of vegetarian recipes, patients were encouraged to limit meat intake.
Patients in the 3-day water fasting group performed a fast on 3 consecutive days within the first 14 days of each month. On all other
days of the intervention period, they were instructed to eat ad libitum. Participants were allowed to consume only non-caloric drinks
(e.g., water, tea and coffee without milk) and to eat a broth once a day during the fasting days. Optionally, one of these episodes was
permitted to be split into two shorter episodes (1 day and 2 days). During the intervention period all patients were contacted via tele-
phone 15 days after each of their study visits in order to confirm their well-being and to address any potential concerns or possible
uncertainties about the intervention. In addition, patients in the WF group were contacted via telephone on a daily basis during the
duration of their 3-day fasting periods. All patients of the intervention groups received dietary counseling at BL and at the beginning of
each diet month to get an introduction to their specific diet and to clarify any ambiguities. Patients in the interventional diet groups
were provided with recipes for permitted snacks as well as protein bars (Adonis Smart Foods) which could be consumed in case of an
untamable hunger. As a safety precaution, patients were instructed to ingest a snack consisting of a handful of blueberries or nuts in
case of high breath acetone levels of >35 ppm accompanied by symptoms of deep ketosis (e.g., brain fog, “keto flu”) or in case of
breath acetone levels of >50 ppm irrespective of any symptoms.

Trial assessment

Patient history at screening included family history, recording of co-morbidities and intake of any concomitant medication. At each
visit, patients were interviewed on their general wellbeing and undesirable symptoms, onset of new diseases were queried. Further-
more, patients were provided with a center-based diet diary for documentation of hunger, overall well-being, potential additional
foods deviant from the allocated diet and the daily ketosis measurements. To assess the feasibility and impact of the diets on daily
life, a dedicated questionnaire was used at all visits during the intervention to specifically address aspects of the new diet that was
based on the questionnaire used in the RESET-PKD trial.>*

Vital parameters were determined at all visits. Blood pressure and heart rate was measured at three consecutive time points during
the visit to obtain mean values for analyses. At each visit from baseline, an electrocardiogram (ECG) was recorded (Schiller, 53567
Buchholz, Germany). Body weight and height were assessed at screening visit, starting from baseline, body composition was
measured using the Tanita 418 BC MA scale (Tanita Europe BV, 1101 BE Amsterdam, The Netherlands).

Measurement of ketone body levels in fingerstick-blood and urine as well as breath acetone levels were performed at each in-cen-
ter visit. Between all visits, patients measured the extent of ketosis in breath twice for three consecutive days of their choice. During
the fasting period, patients measured the above-mentioned parameters daily for the entire intervention period. Breath acetone con-
centrations were measured using a portable breath analyzer (ACE KETOSCAN mini, ACE instruments, 83395 Freilassing, Germany).
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Point-of-care BHB blood measurements were achieved using a portable ketone meter (GlucoMen areo 2 K, Berlin-Chemie AG,
12489 Berlin, Germany). All other blood and urine measurements were performed by the central laboratory of the University Hospital
Cologne. Regarding laboratory parameters, safety relevant events were defined as new events or a significant worsening of pre-ex-
isting conditions during the intervention. Such a worsening was determined by newly exceeding the thresholds defined according to
CTCAE criteria.”®

MRI scans of the abdomen were performed at BL and EOT for all participants in order to measure kidney and liver volumetry. The
MRIs were performed by the Department for Radiology of the University Hospital Cologne using a 1.5-T system (Ingenia, Philips
Healthcare, Best, The Netherlands). Imaging protocol included both axial and coronal fat-saturated T2w.

Kidney and liver volumetry

All segmentations were performed using a dedicated research environment (Philips IntelliSpace Discovery, Philips, Best, The
Netherlands). Considering the small changes in kidney volume, segmentation of the kidneys was separately performed by two trained
and blinded readers on axial T2w under exclusion of the renal hilum; TKV was calculated based on the mean of these segmentations.
Segmentation of the liver was conducted on axial T2w imaging as well. Extra-hepatic portions of both, portal vein and bile ducts
including the gall bladder were excluded from segmentation allowing for computation of actual TLV.

Outcomes

Primary endpoint of this trial was a combination of objective adherence and patient-reported feasibility to assess the overall feasibility
of the dietary regimens in this trial. Patient-reported feasibility was measured using a previously established questionnaire.” To place
additional emphasis on long-term feasibility, our analysis encompassed 6 additional questions that aimed at assessing the time
frame in which patients perceived themselves capable of adhering to this diet.

The options for answers ranged from —4 to +4 with a higher number indicating better feasibility. The value for each patient was
calculated by averaging the single values of the questionnaires from V2 to V5. From these answers, we calculated a mean score
for each patient. With scores of 0 indicating a neutral assessment by the participant, we set the feasibility threshold at > 0. Objective
adherence was based on ketone body level measurements in blood and breath, as previously established.?* In the ketogenic diet
group objective adherence was achieved if one of the following criteria was met: (1) ketone body levels >0.8 mmol/L in >75% of
blood measurements at visits per patient OR (2) >10 ppm in >75% of breath analyzer measurements and ketone body levels
>0.8 mmol/L in >50% blood measurements at visits per patient. In the 3-day water fasting group objective adherence was achieved
if one of the following criteria was met: (1) full compliance to diet on >75% days per patient AND (2) at least 1 ketone body level >10
ppm on at least 2 out of 3 final days of each fasting phase. The primary endpoint was met, when 75% of patients reached both adher-
ence and feasibility.

The following predefined secondary endpoints were investigated (always comparing BL to EOT): between group-difference
in htTKV measured by MRI (segmentation). between group-difference in IGF1; between group-difference in hsCRP; between
group-difference in blood pressure. Safety-relevant events (determined by lab values, clinical findings and patient-reported
symptoms) were evaluated at every visit. Additional secondary endpoints not reported in this manuscript are described in the pro-
tocol or the entry on clinicaltrials.gov (NCT04680780). The following exploratory endpoints were analyzed in this study: Between
group-difference in htTLV; between group-difference in eGFR; between group-difference in albuminuria; between group-difference
in urinary alpha-1-microglobulin; between group-difference in body composition; between group-differences in lipid-associated me-
tabolites (see NMR metabolomics).

NMR metabolomics

Serum was obtained by centrifugation right after drawing blood and was immediately stored at —80°C. Samples were shipped on dry
ice for metabolite quantification by Nightingale Health (Helsinki, Finland). The Nightingale biomarker profiling is based on NMR-spec-
troscopy and quantification of the spectral data using proprietary software. The technology has been described in detail in Soininen
et al.”® and Wiirtz et al.”®

QUANTIFICATION AND STATISTICAL ANALYSIS

For the primary endpoint feasibility, no sample size calculation as usual was needed, since reaching the defined criteria in >75% of
patients did not depend on any variability but was a fixed goal. The threshold had been set at 75% assuming that — if a dietary regimen
is to be of widespread use in ADPKD-patients in the future after examination in a larger efficacy trial —the majority of individuals should
be able to follow this approach in a short-term setting of 3 months. Apart from that, the sample size rationale was 2-fold. For the pri-
mary endpoint, that needed a level of 75% adherence to be fulfilled, 21 subjects per treatment arm are sufficient to calculate a 95%
exact Clopper-Pearson confidence interval for the true level of adherence per arm that just excludes 50% (i.e., > 52.8 to 91.8%). For
the secondary efficacy endpoint, the experimental diets were assumed to result in ketone body concentrations of 0.8-2.0 mmol/L
while in the control arm, we did not expect values to exceed 0.3 mmol/L. Converting the range (0.8-2.0) to a standard deviation
of 0.35 and assuming a 50% adherence level we calculate a standardized effect of 1 (=(50%*1.3 — 0.3)/0.35) via the rule of three.
The two-sample/t/-test requires 17 subjects per group to detect this effect size with power 80% at two-sided type | error 5%. To
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compensate for the influence of dropouts and the use of rank-based methods, randomization was continued until 63 subjects had
entered the intervention phase. Randomization was performed by centrally prepared sealed randomization envelopes, provided by
the Institute of Medical Statistics and Computational Biology of the University of Cologne. Patients were allocated 1:1:1 to the treat-
ment arms, stratified by age (<45 years, >45 years) and gender. In each stratum random permuted blocks of size 3 were used.

Statistical analyses were performed using R (version 4.0.3)"” and RStudio (version 2022.12.0 + 353).”% The package ggplot2 was
used for graphical visualization.®°

For a more detailed description of the statistical tests used please see Table S4. In short, the statistical test was selected based on
the distribution of the variables tested. In all cases we applied a simple linear model with the group as a factor which results in the
comparisons of EOT and FU against BL respectively. p-values for those comparisons were only extracted if the residuals of the model
followed a normal distribution (Shapiro-Wilk test), which is the assumption of the Im p value calculation. For those comparisons where
the model resulted in a skewed distribution a non-parametric test (pairwise Wilcoxon test) was selected. For categorical variables we
used the chi-square test. For numerical variables, mean and standard deviation were also calculated. Statistical testing of secondary
and post hoc endpoints was not adjusted for multiple comparisons considering the focused testing strategy described in the pub-
lication. Therefore, the results should be interpreted as exploratory. For the analysis of the NMR Metabolomics data we used a linear
model as implemented in the limma R package. As our data contained a design using repeated measures (multiple visits by the same
patient) we made use of the block design within limma to take this data into consideration. The general model for analysis consisted of
a model containing Visit_Group + Mayo_Class + BMI + Gender + Age. A contrast matrix was then used to extract the differences
between groups and visits as presented in the publication.

ADDITIONAL RESOURCES

Registration of the trial on clinicaltrials.org (NCT04680780): https://clinicaltrials.gov/ct2/show/NCT04680780.
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