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l. Hypotheses (H) and Specific Aims (SA):

Over 1.25 million Americans have type 1 diabetes (T1D), increasing risk for early death from cardiorenal
disease (1, 2). Despite advances in glycemic and blood pressure control, a child diagnosed with T1D is
expected to live up to 17 years less than non-diabetic peers (3-6). The strongest risk factor for cardiovascular
disease (CVD) and mortality in T1D is diabetic kidney disease (DKD) (7, 8). Current treatments, such as
control of hyperglycemia and hypertension, are beneficial, but only partially protect against DKD. Clinical trials

in DKD have yielded disappointing results (9-16), Fig. 1

potentially due to the lack of interventions at early stages of | Specific Aim 1.~ 4

disease when the benefit is most likely. In fact, the recently

published results from the AdDIT trial demonstrated that ~ Hyperfiltration
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Hyperfiltration is common in youth with T1D (18, 19), and AP (cope?t" ©

Age / T1D duration

predicts progressive DKD. Hyperfiltration is also associated
with early changes in intrarenal hemodynamic function, including increased effective renal plasma flow (ERPF)
and glomerular pressure. Figure 1 summarizes the changes in glomerular filtration rate (GFR) and ERPF, that
we propose underlie the natural history of DKD in T1D. Intrarenal hemodynamic function is strongly influenced
by the renin—angiotensin—aldosterone system (RAAS) system, which is also considered a key player in the
pathogenesis of DKD. In particular, angiotensin Il (Ang Il), shows increased activity during DKD (20, 21). Our
preliminary data demonstrate differences in intrarenal hemodynamic function and RAAS activation in early and
advanced DKD in T1D (22,23). The pathophysiology contributing to the differences observed in RAAS
activation and intrarenal hemodynamic function in T1D are poorly defined.

Animal research demonstrates that arginine vasopressin (AVP) acts directly at the V2 receptor (V2R) to modify
intrarenal hemodynamic function (24), but also indirectly by activating RAAS (22) (Fig 2). Our preliminary data
suggest that elevated copeptin, a marker of AVP, predicts DKD in T1D adults, independently Fig. 2

of other risk factors (25, 26). However, no human studies to date have examined how T1 D
copeptin relates to intrarenal hemodynamic function in early DKD in T1D. A better v

understanding of this relationship is critical to inform development of new therapies targeting

the AVP system in T1D. Accordingly, in this application, we propose to define the fAVP
relationship between copeptin and intrarenal hemodynamics in early stages of DKD, by (copeptin)
studying youth aged 12-21 y with T1D duration < 10 y (Fig. 1). V2R RAAS

SA1: Define the relationship between copeptin and intrarenal hemodynamic function
in T1D youth.

H1.1: Copeptin will be higher in youth with T1D and hyperfiltration vs. those without
hyperfiltration.

H1.2: Copeptin will positively correlate with GFR, ERPF and intrarenal hemodynamics in short-standing T1D.

SA2: To understand the effects of copeptin on renal oxygenation and perfusion in T1D youth.
H2.1: Copeptin will correlate positively with renal oxygenation consumption and perfusion in T1D youth.
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Il. Background and Significance: Prior bench and translational research into the mechanisms of
hyperglycemic injury and its modifiers (27) has to date not successfully Fig.3 [ 4 AVP
translated into adjuvant therapeutics to supplement intensive insulin therapy in

the prevention of DKD. Accordingly, there is an urgent need for novel (cwm)
modifiable risk factors. AVP has diverse actions in physiology which include /+ +\
direct effects on vascular hemodynamics, RAAS, volume, and osmolality

regulation (28, 29). The actions of AVP are mediated by at least three distinct V2R RAAS
receptor subtypes: V1a, V1b, and V2. Experimental data strongly support a
causal and direct role of AVP in the pathogenesis of kidney disease through
V2R activation (30, 31) (Fig 3). In laboratory animals, elevated AVP directly Afferent Efferent
leads to afferent arteriolar vasodilation by V2R stimulation (24) and indirectly to | arteriole arteriole
efferent arteriolar constriction by RAAS activation (28, 29). The net effects are | |
increased ERPF with glomerular hypertension and hyperfiltration (Fig 3), in Increased ERPF
addition to albuminuria and tubulopathy (32-34). Supraphysiologic increases in Elomeralar
ERPF, glomerular pressure and GFR are hallmarks of hyperfiltration (35), an hyperfiltration
early phenotype of DKD which predicts rapid GFR decline and impaired GFR in

adults with T1D (36). Measuring AVP is cumbersome due to its small size and @
short half-life. Copeptin, a more stable peptide derived from the same precursor -
molecule as AVP, is thus recently recognized as a better method to determine

AVP activity and hence will be used in this proposal (33).

T I
Vasodilation Vasoconstriction
1

Scientific Premise: The relationships we and others have demonstrated between copeptin, DKD in T1D are
based on epidemiologic data and limited to adults with advanced DKD (25, 26, 37). These studies have
established that copeptin is significantly higher in adults with T1D, and that elevated levels of copeptin are
associated with cardiorenal disease. Yet no human studies have examined the mechanisms whereby elevated
AVP activity contributes to DKD, nor whether this relationship is different in early DKD. Intrarenal
hemodynamic function is compromised in both early and advanced DKD (35, 38-40), and recent studies have
also provided compelling evidence that intrarenal hemodynamic dysfunction can be partially restored with
therapeutic agents in T1D (41-51). However, no data exist on the interaction between copeptin, intrarenal
hemodynamic function in early DKD in T1D. Until this gap is addressed, our understanding of AVP as a risk
factor and therapeutic target in DKD is limited.

Our overall hypothesis is that elevated copeptin in T1D is associated with distinct changes in intrarenal
hemodynamic function in early vs. advanced DKD, which includes increased ERPF and GFR in early DKD
(e.g. hyperfiltration) and reduced ERPF and GFR in established DKD (e.g. impaired GFR). To test these
hypotheses, we will carry out a cross-sectional study in youth with short-standing T1D as well as take
advantage of unique mechanistic data already collected in adults with longstanding T1D, with and without
advanced DKD (DKD and DKD Resistors) from the JDRF-funded Canadian Study of Longevity in Diabetes
(Longevity).

Impact: This proposal seeks to investigate the roles of AVP on intrarenal hemodynamic function in youth and
adults with early and advanced DKD. By understanding the interplay between AVP and intrarenal
hemodynamic function in T1D, we will provide a foundation for future mechanistic studies and clinical trials
targeting the AVP system. Renal physiology studies are required to advance DKD research and direct the
development of new therapies to improve cardiorenal health and mortality for the growing number of people
afflicted by T1D (52).

Our proposal is innovative because:

1. We move beyond the traditional determinants of DKD (ABC risk factors; HbA1c, Blood pressure and LDL-
Cholesterol), to focus on elevated AVP activity.

2. We can validate our epidemiologic findings in CACTI and the T1DX with mechanistic renal physiology data.
3. Hyperfiltration is understudied. It is important to examine early changes in GFR, because albuminuria does
not reliably reflect progressive DKD and commonly reverts to normoalbuminuria (53). Hyperfiltration is now
recognized to be a common phenotype of early DKD in young adults with T1D (18, 19). Hyperfiltration
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predisposes to progressive nephron injury by increasing glomerular pressure (54). We have shown that
hyperfiltration precedes albuminuria and predicts rapid GFR decline and chronic DKD in adults (36).
4. We propose innovative methods by a highly skilled, multi-disciplinary team to define intrarenal hemodynamic

function, including gold standard measurements of GFR by iohexol clearance, ERPF by para-aminohippurate
(PAH) clearance and calculations of intrarenal hemodynamic parameters by Gomez’ equations (55).

5. There is the potential to translate the findings of these studies to a rational intervention strategy in T1D using
selective V2R blockers (e.g. vaptans), which are FDA approved in adults with clinical hyponatremia.

lll. Preliminary Studies/Progress Report:

1. Copeptin concentrations are greater in adults with T1D compared to non-diabetic controls: Copeptin was

greater in participants with T1D compared to those without (geometric mean, 95% CI: 3.5 [2.3-3.8] vs. 2.8 |
2.7-3.1] pmol/L, p=0.003), and the difference remained significant after adjusting for age, sex and eGFR

(p=0.0008) (26).

2. Men with T1D and albuminuria have 3-fold higher copeptin levels than
men with T1D and normoalbuminuria: In a case-control study from the
T1DX Biobank registry, men with T1D and albuminuria (T1D DKD) had
greater copeptin levels than men with normoalbuminuria (T1D N). The
difference between T1D DKD and T1D N remained significant after
adjusting for HbA1c, eGFR and ACEi / angiotensin Il receptor blockers
(ARB) use (Fig 4). Higher copeptin levels conferred greater odds of
impaired GFR, independent of other important risk factors. In a
generalized linear mixed model, one standard deviation (SD) increase in
copeptin predicted greater odds of impaired GFR (OR: 2.94, 95% CI
1.39-6.21), and remained significant after multivariable adjustments
(T1D duration, ACEI/ARB use, HbA1c and case/control status) (25).

3. Copeptin is associated with cardio-renal disease in adults with T1D:
In adults with T1D in in the CACTI study, elevated copeptin (>13pmol/L
[>97.5" percentile for healthy adults]) was associated with greater odds
of impaired eGFR (OR: 18.52, 95% CI 4.03-85.02), albuminuria (OR:
10.55, 95% CI 2.24-49.62), and CAC scores 2300 (OR: 6.24, 1.51-
25.90) adjusting for age, sex, HbA1c, systolic BP and LDL-C (26).

4. Stimulation of the V2R with desmopressin is associated with
glomerular and tubular injury: We showed that the administration of
desmopressin (des), a V2 agonist, to mice resulted in glomerular and
tubular damage. Urine albumin concentration was greater in mice
exposed to des (Fig 5). Urinary NGAL excretion was also highest in
groups receiving des (30). We next stained tissues for angiotensin
converting enzyme (ACE) as a marker of the proximal tubular injury. A
progressive loss of ACE was associated with the addition of des (Fig 6).
These data support glomerular and tubular injury in response to V2R
stimulation (30).

5. Hypeffiltration is common in youth and adults with T1D, and predicts
rapid GFR decline and impaired GFR: We demonstrated that the
prevalence of hyperfiltration in youth with T1D can exceed 50% when
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GFR is measured by inulin clearance (56), and between 13-31 % when GFR is estimated by serum creatinine
and serum cystatin C (19, 57). The discrepancy in prevalence is likely attributed to the inaccuracy of estimated
GFR in the normal to elevated GFR range (44), hence we propose to measure GFR in this study. In adults with
T1D (n=646) in CACTI, we also demonstrated that hyperfiltration predicted greater odds of rapid GFR decline
over 6-years (OR: 5.00, p<0.0001), when adjusting for traditional risk factors including HbA1c, SBP, LDL-C,
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sex, duration and albumin-to-creatinine ratio (ACR) (58). Furthermore, over 12-year follow-up in CACT]I, adults
with T1D who experienced rapid GFR decline (annual GFR loss > 3mL/min/1.73m?) were more likely to
demonstrate hyperfiltration at baseline (OR: 32.9, p<0.0001) and impaired GFR at 12-year follow-up (OR: 11.6,
p=0.0003) (unpublished data). In a parallel analysis we conducted in CACTI and Pittsburgh Epidemiology of
Diabetes Complications Study (EDC), elevated GFR at baseline was associated with greater odds of rapid
GFR decline over 6 and 8-years respectively (CACTI: OR 2.62, p<0.0001, EDC: OR 2.16, p=0.0003) (59).

6. Unique intrarenal hemodynamic dysfunction in early vs. established DKD:
a. Early DKD in young adults: We evaluated

O MALE

intrarenal hemodynamic function in healthy 510" , °FEMaE 10 o FENALE
controls (n=30, mean age 27) and in o] . tor ot 8t
normotensive, normoalbuminuric participants with < oo '-' 80 . 11 £ o . ‘
T1D and either normdfiltration (n=36, mean age g 0] ° 8 o0 % tt k ° -
24, GFR 90-134 ml/min/1.73m?) or hyperfiltration £, .l%5 2 g ¥ oo e, L v . H o8 #
(n=32, mean age 23, GFR2135 ml/min/1.73m?) e F % % ": o &3 ¢ o -~ g * % »
during euglycemic and hyperglycemic conditions. e B fﬁ; N 0" ?. o °
We used Gomez’s equations to derive renal blood 0 'Y o
flow (RBF), efferent (Re) and afferent (Ra) HC TIDN  TIDH pvs Tion . Ti0H
arteriolar resistances, glomerular hydrostatic .
pressure (PcLo) from inulin (GFR) and PAH . SME. L o E'g 7. L”"are_”a' b
(ERPF) clearances, plasma protein and estimated . 8:& E Gir:«zz'ys,njﬂgfigiz?\a;irm;
ultrafiltration coefficients (Krg). Participants with 50
T1D and hyperfiltration (T1D-H), had significantly P lgn¥dY healthy controls (HC), and
greater GFR, ERPF, RBF, and lower Ra and E 40 . pat'ent]flw'th TlDT’lrsn'\?l q
higher PsLo compared to healthy controls (HC) (60) & Eorm?l'ttr:.t'on ilD H yan
(Fig 7). These observations illustrate the potential = yperfiltration ( g )

. , . . according to sex. *P<0.001
of applying Gomez’ equations in DKD research. . vs. HC, §P<0.001 vs T1D-N

HC T1D-N TID-H

In summary, our preliminary epidemiologic data

suggest that: 1) copeptin is higher in adults with T1D compared to their non-diabetic peers; 2) elevated
copeptin is associated with DKD in the form of albuminuria and impaired GFR, as well as with coronary artery
calcification (CAC) in adults with T1D; 3) men with T1D and albuminuria have 3-fold greater copeptin levels
than men with T1D with normoalbuminuria; 4) stimulation of V2R with desmopressin (vasopressin agonist)
induces tubular and glomerular injuries in murine models; 5) hyperfiltration is common in youth and adults with
T1D and predicts rapid GFR decline and impaired GFR; 6) there are unique intrarenal hemodynamic
dysfunction profiles in early DKD. We also present experimental data showing unique intrarenal hemodynamic
profiles in early and advanced DKD in people with T1D, arguing for dedicated studies at different time points in
the natural history of DKD. To understand the pathogenesis whereby elevated AVP activity contributes to DKD,
we need carefully designed translational studies, like the one proposed in this application, to define the
interplay between AVP activity and intrarenal hemodynamic dysfunction in early DKD. The proposed study is
feasible in the current environment: 1) the Barbara Davis Center for [EE Rl LIl Ro G i

Diabetes (BDC) and the Anschutz Medical Campus (AMC) provide Inclusion criteria Exclusion criteria
ample study participants for a study in youth with short-standing Antibody+ T1D with | Severe illness, recent
T1D; 2) the experience and expertise of the investigator and <10 yr duration DKA
collaborator team will ensure the success of the planned research. Age 12-21 years ACEi, ARB, diuretics,
SGLT 2/1 blockers,
IV. Research Methods: atypical antipsychotics,
Study design and study population: We propose to address SA1 steroids
and SA2 with a cross-sectional observational study with 50 youth BMI 2 5%ile Macroalbuminuria
with short-standing T1D (50% female, 12-21 yr, <10 yr duration). (>300mg/g) or eGFR
The participants will be recruited from the BDC Clinic (>4000 <60ml/min/1.73m?
pediatric patients). Following a screening visit, eligible participants Weight<300 Ibs. Pregnancy, nursing
(Table 1) will be asked to refrain from strenuous physical activity for | HbAlc<12% Anemia or allergy to
3 days prior to admission due to the impact of exercise on BP < 140/90 mm Hg | shellfish or iodine
Protocol 17-0820 Page 4
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intrarenal hemodynamic
function. They will also be
provided with a 3-day diet
instructions (45%
carbohydrates, 30% fat, 25%
protein and a goal of 3.45 g

Figure 8 Study Protocol for SA 1

salt/day), with females studied HYPERGLYCEMIC CLAMP (170-190 mg/dL)
in the follicular phase of the t t lohexol and PAH clearance
menstrual cycle where 2-HOUR MILD

HYPERGLYCEMIA l l

possible to limit impacts of
nutrient and menstrual T T T T T T T T ! 1
hormone variations on IR and s (:;:;"n dam b Mam R dpm Rem SRR <R
. . g)
renal function, as previously Urine
described (61). Participants
will ask to administer their long
acting insulin (e.g. Lantus or Levemir) like they normally would. Patients on insulin pumps can remain on their
basal rate throughout the study. If on a hybrid-closed loop (artificial pancreas), participants will be asked to
open their loop for the duration of the study. The morning of the study, participants will be asked to check their
blood sugar prior to arriving at the CTRC. If their blood sugar is >= 250 mg/dl, they will be asked to administer
a bolus of short acting insulin using their home correction factor with a blood sugar target of 200 mg/dI.
Participants will arrive the evening before, or present fasting in the
morning and have 2 Vs placed and have their blood glucose
concentrations clamped in the mild hyperglycemic range (details
below) (Fig 8). Baseline blood will be drawn for serum copeptin,
lipids, insulin, cystatin ¢, creatinine, sodium, hematocrit and total
protein, and iohexol and PAH boluses given via IV (see below for
details). GFR and ERPF will be measured by iohexol and PAH Renal O: | BOLD-MRI
Renal perf. | ASL-MRI

clearance in plasma. A 4 hr urine sample will be collected to calculate
ACR and AER. Secondary Outcomes

‘ Table 2 - Aims 1 and 2

\ Primary Outcomes Measurement Tool
Copeptin ThermoFisher Kryptor Plus
GFR lohexol clearance
ERPF PAH clearance

RVR MAP/RBF (Table 3)
Specific methods: Outcomes are summarized in Table 2. Detailed eGFR _ Creatinine, cystatin C
methods are listed below: Albumin Albumin-to-creatinine
' excretion ratio (ACR)

Hyperglycemic insulin clamp: One IV will be placed in each arm to

clamp the blood glucose concentrations between 170-190 mg/dL. One IV will be used to administer the
boluses of iohexol and PAH in addition to a variable infusion of 20% dextrose and insulin, and the other 1V will
be used for blood draws. Blood glucoses will be measured every 10 minutes at the bedside, and glycemic
control will be achieved using the modified and simplified insulin clamp methodology to remove glycemic
effects on GFR and ERPF. The rate of insulin is adjusted based on blood specimens drawn every 10 minutes
(example algorithm). Patient blood glucose (BG) levels will be checked at 8am, and adjusted to reach and
maintain mild hyperglycemia up until 10am. If participant BG <70mg/dl, we will give 4 oz juice and re-test BG in
15 min. If still <70mg/dl, another 4 oz juice will be given, and BG will be re-tested 15 min later. If still <70 mg/dI,
study MD will be called, and IV D20 will be started at 100ml/hr. For BG
between 70-180 mg/dL, a variable D20 infusion will be given on a sliding
scale based on participant current BG and weight, as used in previous and
current studies (COMIRB #13-0122, #16-1752, #18-0704). Once BG >
190mg/dl, D20 will be discontinued. If BG is not responding to changes
within 2 hours or if increases above 200 mg/dl, a study physician will be
contacted. Each time blood is drawn during the clamp, blood will be drawn
to a clear line in the syringe to ensure there will be no IV fluid dilution and
will be re-infused into the subjects after obtaining the blood sample to
minimize blood loss. A blood glucose range of 170-190mg/dL (mild
hyperglycemia) was chosen to limit the acute effects of severe hyperglycemia on GFR and ERPF
reproducibility, while allowing us to assess renal function in a glycemic milieu similar to the participants native

Insulin Algorithm
BG Insulin dose
<180 -

181-190  0.01 u/kg/hr
191-200 0.015 u/kg/hr
201-250 0.03 u/kg/hr
251 -300 0.045 u/kg/hr

>301 0.06 u/kg/hr
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pathophysiology. Furthermore, the clamp maintains an easily Fig 9 2 hr PAH RPF
achieved and safe range of glycemia. Co-l Dr. Nadeau has

extensive experience with normoglycemic, hyperinsulinemic, 9am hyperglycemic clamp 1pm
hyperglycemic and hypoglycemic clamps in T1D youth, which >
are well tolerated in the proposed ages. 4 hr iohexol GFR

lohexol clearance (GFR) and PAH clearance (ERPF): A bolus of iohexol (5mL of 300 mg/ml iohexol
[Omnipaque 300, GE Healthcare]) will be given slowly over 2 min followed by a 10 ml normal saline flush,
which will be time 0 for the iohexol clearance. 120 min will be allowed for equilibration of iohexol per or local
protocol (62, 63). Blood for iohexol clearance will be drawn at +120, +150, +180, +210 and +240 min (62, 63).
PAH (weight/75 x 4.2 ml) [University of Minnesota] will be given slowly over 5 minutes followed by a 10 ml
normal saline flush. An infusion mixture of 8 mL of PAH and 42 mL of normal saline will be prepared in a 60mL
syringe and infused in Syringe Pump at a rate of 24mL/hr, which will be time 0 of the PAH clearance. Ninety
min will be allowed for equilibration of PAH per co-investigator Dr. Cherney’s protocol (62, 63). Blood for PAH
clearance will be drawn at +90 and +120 min (33-36) (Fig 9). We

will use Gomez’ equations to calculate parameters of intrarenal Table 3 Measures Definition:
hemodynamics (56, 64) (Table 2, pg. 5). Hyperfiltration by Filtration fraction FF = GFR / RPF
measured GFR (iohexol) will be defined as 2135ml/min/1.73m? (FF) (renal plasma flow)
(23, 65-67). Renal blood flow RBF = RPF (1-Hct)
(RBF)
The iohexol and PAH infusion period lasts 240 minutes and will Renal vascular RVR = MAP/RBF
occur concurrently with the mildly hyperglycemic clamp during resistance (RVR)
which time the subject will rest in bed in the pediatric CTRC. Filtration pressure APr = GFR/Krg, Kre:
During the entire 240-minute glucose/insulin infusion period, a AP filtration coefficient
pediatric CTRC nurse will remain at the bedside, and a Study Mean plasma Cm = total protein /
Physician or Pediatric Nurse Practitioner or Pediatric Physician protein (Cw) FF x natural log
Assistant will also remain at the bedside to minimize any risks (1/1-FF)
associated with iohexol and PAH infusion. The IV site will be Glomerular oncotic | 16 =5 x (Cm—2)
continuously monitored to minimize risk of IV infiltration. pressure (1)
Glomerular pressure | PsLo = APF + Peow +
De-identified coded blood samples will be sent to collaborator Dr. (Pato) 1, Peow is 10 mmHg
Robert G. Nelson’s lab at NIH/NIDDK who will run iohexol and Afferent arteriolar | Ra = [(MAP-
PAH clearance on a HPLC platform. resistance (Ra) Peio)/RBF] x 1328
Efferent arteriolar Re = [(GFR/Kre x
RVR and Gomez equations (Table 3): RVR will be calculated as resistance (Re) (RBF-GFR))] x 1328

RVR = MAP/RBF. To derive additional information about intrarenal

hemodynamic function we will use mathematical equations by Gomez et al (55). By using measurements of
GFR, RBF, ERPF, renal vascular resistance, hematocrit and serum protein, we can calculate afferent and
efferent arteriolar resistance (Ra and Re), glomerular pressure (PcLo) and filtration pressure (Table 3).

Albumin excretion: ACR and AER be determined from 4 hr. urine collection.

Copeptin: Copeptin will be measured by ultrasensitive assays on KRYPTOR Compact Plus analyzers using the
commercial sandwich immunoluminometric assays (Thermo Fisher Scientific, Waltham, MA). The copeptin
assay has a lower limit of detection of 0.9 pmol/L, and a sensitivity of <2pmol/L. Elevated copeptin will be
defined as >13pmol/L, which is >97.5™ percentile for healthy adults (68).

Estimated GFR: As an exploratory aim, we will evaluate the agreement between measured GFR (iohexol) with
estimated GFR by serum creatinine and cystatin C. Due to the expected normal to elevated GFR for youth with
T1D, we will calculate eGFR by Zappitelli equation (eGFR = 25.38 * (1/serum cystatin C)°33! * (1/serum
creatinine)®€%2 * (1.88 * height)) (69-71).
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Blood pressure: After participants have been laying supine for a minimum of 5 minutes, blood pressure
measurements will be obtained using an automatic blood pressure machine and 3 measurements will be
averaged. MAP will be calculated from the blood pressure readings.

Metabolomics: We will measure serum metabolomics by Q Exactive UHPLC-MS Analysis at the Metabolomics
Core Facility Services at University of Colorado (Dr. Angelo D’Alessandro, PhD).

Urine and serum osmolality: We will directly measure urine and serum osmolality using freezing point method
with Micro-Osomometer Model 3300 (Advanced Instruments, Massachusetts, USA) at Johnson’s Lab.

Fractional excretion of sodium (FeNa): We will measure serum and urine sodium and creatinine to calculate
fractional excretion of sodium.

DXA: Participants will also undergo DXA by standard methods on a Hologic device (Waltham, MA) to
determine lean and fat mass (72).

Renal oxygenation and renal perfusion by MRI: The primary outcomes of Aim 2 are renal oxygenation and
perfusion (Table 2). We will perform BOLD MRI (73) to quantify renal oxygenation, whereas renal perfusion will
be measured by ASL (74)(Table 2). These studies will be performed at the UCD Research Imaging Center (3T
Siemens Skyra scanner) which already has an active renal BOLD-MRI protocol as part of the multi-center
COMBINE (CKD Optimal Management with Binders and NicotinamidE) study (Table 4) (75), for which our
collaborator Dr. Prasad directs the CORE for trouble-shooting and analyzing the renal MRIs. Dr. Prasad is an
international leader in advanced MR research and will provide the techniques for BOLD and ASL MRI
acquisition and analyses.

Table 4. MRI protocol_3T Skyra
Series Localizer BOLD ASL
Plane 2 Plane Coronal Axial Coronal Coronal
Pulse sequence | gre gre gre gre Custom
TR/ms 7 7 7 61 3000
TE/ms 2.66 2.66 2.66 4.92,9.84, 14.76, 1.92
19.68, 24.6, 29.52,
34.44, 39.36
Read out mode n/a n/a n/a Bipolar n/a
In line mapping n/a n/a n/a T2* (VB 17)/R2* (VD n/a
13) Map
BW Hz/pixel 290 290 290 260 501
FOV mm 400 400 400 400 400
Slices 3ax,3cor |5 5 5 1
Concatenation 6 5 5 5 1
Slice Thickness / | 8 8 8 5 8
mm
Skip 50% 50% 50% 0 n/a
Fat suppressed No No No Fat Sat n/a
Parallel Imaging | None None None None None
acceleration
factor
Diffusion mode n/a n/a n/a n/a n/a
B value s/mm2 n/a n/a n/a n/a n/a
Diff. gradients n/a n/a n/a n/a n/a
NEX 2 2 2 1 50
Acg-matrix 154x256 154x256 | 154x256 192x256 128x128
Flip 20 20 20 30 60
angle/degrees
Typ. Scan time 0:14 0:07 0:07 0:30-1:00 (5 slices) 0:05
m:s
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Options/comme | Site preference Instruct subjects to | Changing FOV and/or Instruct subjects to not
nts not to take deep matrix size not preferred | to take deep breaths.
breaths.

Abbreviations: BOLD: Blood oxygen level dependent, SSFP: steady state free precession, VLA: vertical long axis view,
LVOT: left-ventricular outflow tract view, GRE: gradient recalled echo.

Recruitment: Ultimately 50 youth with T1D (50% male) will be enrolled (see power analysis). Recruitment will
begin year 1 and will consist of adolescent patients with type 1 diabetes from the Barbara Davis Center for
Childhood Diabetes (BDC), where principal investigator Dr. Bjornstad and co-investigator Drs. Nadeau and
Rewers are medical providers and have weekly clinics. The investigator team has excelled when recruiting
adolescent T1D patients. There are almost 4000 pediatric patients actively followed at BDC, and we do not
foresee any difficulties with recruitment.

Detailed Study Visit Descriptions: The study timeline for is illustrated in Fig 10, and details from each study
visit is summarized below. Visit 1 is the screening visit and visit 2 and 3 will occur consecutively.

Fig 10 Study Design
AM
> | >
T isi Visit 2, Part 2
Visit 2, Part 1 ’
‘?52%%2’32? "1 cTrRCPBIC) || iCTRGR)
- Admission ok p
-BOLD MRI - lohexol clearance
ASL MRI - PAH clearance
) - DXA

Visit 1 (Screening visit): Prescreening will be done by phone or in conjunction with a clinical diabetes visit.
The full screening visit will include the consent process, history, allergies confirmed, physical exam, and
screening labs (HbA1c, hemoglobin and hematocrit [H&H], serum creatinine, urine microalbumin to creatinine
ratio). All females will also have a pregnancy test and detailed menstrual history. The screening visit will take
approximately 2 hours.

Visit 2, part 1: Participants will present the evening before the study visit, or present fasting to the Pediatric
CTRC in the morning, and have IV(s) placed. Fasting blood will be drawn for serum copeptin, lipids, insulin,
cystatin c, creatinine, sodium, hematocrit and total protein prior to the clamp. Participants will be escorted to
the Brain Imaging Center or CHC Radiology for a BOLD and ASL MRI per local protocol. BOLD MRI
measurements will be performed at baseline and following administration of a small dose of furosemide (20 mg
IV) via the PIV. A study physician or nurse will be responsible for the furosemide administration. Total duration
of part 1 will be approximately 1.5 hours.

Visit 2, part 2: Participants return to pediatric CTRC and will have their blood glucose concentrations clamped
in the hyperglycemic range. Participants will also undergo iohexol and PAH clearance studies, in addition to 4-
hour urine collection for album excretion rate (AER) and albumin to creatinine ratio (ACR). Upon completion of
visit 2, participants will be provided with a study meal (lunch). After lunch, participants will undergo DXA scan
for quantification of body composition. This concludes the study. Total duration 6 hours.
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A. Outcome Measure(s):

Aim 1: Measured GFR by iohexol clearance and RPF by PAH clearance

Aim 2: Renal oxygenation by BOLD-MRI and renal perfusion by ASL-MRI

B. Description of Population to be Enrolled:
le 1: Eligibility Criteria
Inclusion criteria Exclusion criteria
Antibody+ T1D with <10 yr duration Severe illness, recent DKA
Age 12-21 years eGFR <60ml/min/1.73m? or creatinine > 1.5mg/dl or history of
BMI = 5%ile ACR=300mg/g
ACE inhibitors, angiotensin receptor blockers (ARB), diuretics,
Weight<350 Ibs and > 57 Ibs. sodium-glucose co-transport (SGLT) 2 or 1 blockers, daily

NSAIDs or aspirin, sulfonamides, procaine, thiazolesulfone or
probenecid, atypical antipsychotics and steroids
No anemia Anemia or allergy to shellfish or iodine

HbA1c <12% Pregnancy or nursing

MRI scanning contraindications (claustrophobia, implantable
devices, >350 Ibs)

* Shortly after arrival to radiology unit, a MRI technician will meet with patient and/or guardian to provide
preparation for the scan. This conversation will include a thorough overview including what the scanner looks
like, a sample of the MRI sounds, the scan set up and the importance of lying still for the scan. The metal
prescreening precaution procedure will be conducted for both patient and guardian.

D. Description, Risks and Justification of Procedures and Data Collection Tools:

1. Study Duration: The anticipated duration for the study is 2 years
2. Duration of Participation for Each Subject: Subject participation consists of 2 visits (~ 11 hours)

3. Sources of Research Material: The patient’'s medical record will be reviewed for diabetes diagnosis,
medications, allergies and other diagnoses that may disqualify patient from participation.

Table 6: Data to be collected during study

Blood and Urine Samples Blood pressures and HR
Questionnaires Hyperglycemic clamps
DXA lohexol clearance
Anthropometric measurements PAH clearance

ASL and BOLD MRI Metabolomics

4. Informed Consent Plan: Appropriately qualified and informed personnel who have completed the
COMIRB and HIPPA course requirements will fully explain the study protocol and consent form to the
subject and guardian verbally in the language they understand. The explanation will be conducted in a
quiet environment with adequate time given for the subject and guardian to review the study procedure
before the commencement of the study. Asking the subject to explain the study in their own words will
assess the subject’s understanding. If non-English speaking subjects are enrolled in the study, the
investigators will adhere to Section 10C of the COMIRB Instructions for Clinical Investigators regarding the
consent of these subjects. The qualified personnel mentioned above will then obtain written consent from
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the guardian and assent from the subject, co-signed on the consent form, or in subjects who are 18 years
or older, direct consent. The subject and guardian will be provided a copy of the consent form for better
understanding and record purposes.

5. Special Consent/Assent Plan: Consent will be obtained from all participants in the study. Following
explanation, all subjects below 18 years old will co-sign the consent form in addition to the parents signing
the consent form. All subjects age 18 or older will sign the standard consent form.

6. Participant Compensation: Subjects will be paid $350 upon completion of all procedures in this study
(Table 7 below). If the subject withdraws before the start of visit 2 (and all successive visit parts), they will
still receive a $25 gift card for completion of the screening visit. Subjects will be paid for all subsequent
completed visit parts as outlined below. These payments are similar to the payments being made for each
visit type in our currently ongoing adolescent studies.

Table 7 Subject payment schedule
Visit 1 Visit 2, Part 1Part 1 Visit 2, Part 2Part 2 Total

$25.00 $175.00 $150.00 $350.00

7. Potential Risks to Subjects:

Blood Samples: The collection of blood samples may result in temporary discomfort, bruising, bleeding,
and on rare occasions, infection. EMLA cream helps to prevent discomfort, and sterile technique helps to
minimize these risks. Nationally, the NIH Clinical Center has a guideline of 9mL/kg in 6-8 weeks for
pediatric studies. Certain studies at our institution do draws over 7mL/kg in 6 weeks, or up to 7 mL/kg in a
single draw but include iron supplementation. The screening visit (visit 1) will include 5 ml or less of blood
(1 tsp) (HbA1c, H/E). The clamp and renal infusion studies (visit 2) includes 66mL of blood, which includes
48 mL from the clamp and 18 mL from the iohexol and PAH clearance studies. Thus, the clamp and renal
infusion studies are within the more conservative pediatric CTRC guidelines of 2.5mL/kg for a single draw
for pediatric studies for subjects 26 kg or greater. This is highly unlikely to exclude many subjects, as we
are recruiting adolescents between ages 12 and 18 and excluding, and subjects with BMI<5% (due to
potential undiagnosed iliness), those groups likely to be the lightest in weight. Therefore, we will limit
recruitment to subjects 26 kg or greater. In addition, by study design, subjects <5% for weight are excluded
as are subjects with anemia, screened by our baseline H/H, further increasing the safety of the study
regarding blood draws.

IV risks: There is temporary discomfort when the needle goes in and 10% of the time there is a small
amount of bleeding under the skin that may produce a bruise. Rarely, there is a risk of a blood clot
formation, infection or infiltration. EMLA cream helps to prevent discomfort and sterile technique by
experienced pediatric nurses help to minimize these risks.

Hyperglycemic Clamp: To minimize the risk of any complications with the clamp, the clamp is only
performed in the inpatient pediatric Clinical Translational Research Center (CTRC), by experienced
personnel. To minimize this risk further, IV access is obtained prior to glucose and insulin administration,
and blood sugars are monitored approximately every 10 minutes throughout the procedure and maintained
at 190 mg/dL. Two IV’s will be in place, in case there is a problem with one IV. If the blood glucose level is
decreasing, dextrose will be given to stabilize and increase blood glucose levels. IV access will also be left
in place until blood glucose values are stable after the study is completed. During the clamp, as with any IV
fluids, there is also a risk of infiltration of the IV solution, which could lead to skin burn or tissue damage.
During the entire clamp procedure, a pediatric CTRC nurse will remain at the bedside, and a Pediatric
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Study Physician or Pediatric Nurse Practitioner will also remain at the bedside. The IV site will be

continuously monitored, and the IV integrity will be noted on a check sheet.

o Glucose injection and infusion: Irritation of a vein resulting in phlebitis can occur with administration of
concentrated glucose solutions. The risk will be decreased by minimizing the use of concentrated
solutions, monitoring the veins closely during the infusion and selecting large veins for infusion of
solutions.

lohexol infusion: lohexol (Omnipaque 300, GE Healthcare, Chicago, IL) is a nonionic, low osmolar contrast
agent with a history of extensive use in Radiology practice (for contrast x-rays) that shares many qualities
of an ideal GFR marker, like inulin, such as not being absorbed, metabolized, or secreted by the kidney.
Low toxicity is reported in Radiology practice in children and adults in which doses that are 10-50 times
higher than for GFR determination are used. In fact, for over 20 years, publications have argued that
iohexol is a gold-standard measure of GFR. In contrast to some agents used to measure kidney function it
is not radioactive (e.g. iothalamate renography at CHCO). The dose to be used in this study is 10-50 times
less than that used in radiology studies. Our protocol has been adapted from that used by the RASS study
where they reported only minor allergic reactions in over 1,200 iohexol studies performed in over 200
adults with type 1 diabetes in that study. Principal investigator, Dr. Bjornstad, has performed iohexol
studies in adolescents with type 1 diabetes at Barbara Davis Center for Diabetes (62) which was well
tolerated without any reactions. Furthermore, collaborator Dr. Cherney has at least 10-year experience with
iohexol studies in both pediatrics and adults with and without type 1 diabetes. To further limit risk of allergic
reactions, patients with an allergy to iodine, seafood or iohexol will not be allowed to participate. Rare
adverse effects associated with iohexol in radiology studies include cardiac arrhythmias (an irregular
heartbeat), headaches, blurred vision, and nausea. To reduce risk of contamination, single use vials will be
used.

PAH infusion: PAH (University of Minnesota) has been used to measure RPF in human research for
decades and is very well tolerated and generally recognized as safe with low toxicity. Collaborator, Dr.
Cherney has infused PAH in children and adults with and without T1D for the last 10 years without any
significant reactions (38, 55, 60, 62, 64, 79-81). PAH was previously approved by the FDA as the gold
standard to quantify RPF. As the prior manufacturer, Merck, no longer supplies PAH, Dr. Bjornstad has
submitted an IND application to use PAH produced by University of Minnesota in this study as an
investigational product (IND #140129). To minimize risk, a sterile preparation is used and prepared by the
pharmacy using sterile techniques. Furthermore, single use vials will be used to reduce risk of
contamination. However, as with any infusion, there is the possibility of infection, and the possibility of an
allergic reaction. In the event of an allergic reaction, the study will be discontinued, and the participant will
be treated.

Study Diet: There is a small risk that blood sugars will be higher or lower than normal in subjects with
diabetes at home while eating the recommended study diet as it may differ from the subject’s usual diet. To
avoid this risk, subjects will be asked to monitor their blood sugars frequently at home and will be called
daily to review blood sugars. Carbohydrate content will also be provided for each food item to assist with
carbohydrate counting.

DXA Scan: There is no pain with this procedure. For females, a urine pregnancy test will be checked prior
to the test to avoid any x-ray exposure to a pregnant female. This procedure involves the use of X-ray
radiography. The amount of radiation exposure during the DXA test is approximately 15 mSv which is 7
times the level of background radiation in Colorado or approximately equal to the amount of radiation a
subject would receive being outdoors in Denver for one day.

Metabolomics: Metabolomics is run on serum. The samples will be obtained off the IV so this assumes the
same risk as the collection of blood samples: may result in temporary discomfort, bruising, bleeding and on
rare occasions, infection.
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Magnetic Resonance Imaging (MRI): The MRI is a non-invasive scan of the renal arteries. MRI uses a
magnet and there is no radiation involved with the MRI. The scan may be loud; therefore, the subject is
provided with audio protection and optional television. Due to the magnet, subjects with implanted metal
devices will be excluded. Some people feel claustrophobic in small spaces, and if this occurs the MRI will
be stopped. Incidental findings on MRI will be relayed to ordering physician and/or PCP.

A small single dose of furosemide will be injected intravenously to obtain BOLD MRI before and after
injection. The dose of furosemide (20mg) is below the typical 1-2 mg/kg dose used clinically in pediatrics.
Potential side effects include excessive diuresis (increased discharge of urine), low potassium (leading to
symptoms like dry mouth, excessive thirst, weak or irregular heartbeat, muscle pain or cramps), stomach
upset, dizziness, muscle weakness, low blood pressure with change of position, hyperglycemia, jaundice,
rash, sensitivity to the light, ringing or buzzing noises in the ears. All these while considered possible are
very rare following a single low dose of 20 mg. After the Furosemide injection, participants will receive IV
fluids during the clamp and will remain well hydrated. All participants will be asked to drink 500mL of water
with their study lunch, and therefore ensure adequate hydration of all subjects. A study physician and/or
nurse will be present during the injection.

Physical Exam, urine samples and anthropomorphic measures: There are no known risks associated with
the physical exam, urine samples, or anthropomorphic measures.

Confidentiality: Violation of privacy and loss of confidentiality are both risks to which research participants
are exposed. The possibility of these risks increases when protected health information is collected. Every
effort will be made to decrease this risk by limiting access to protected health information, storing this
information in a password protected database, and identifying subjects only by a unique identifier that is
kept in a separate location in a locked container, traceable only by study personnel. All tests involve risk of
identifying asymptomatic/subclinical abnormalities. The study may also include risks that are unknown at
this time of examination.

8. Plan to minimize risk / protection against risk:

The hyperglycemic clamps, iohexol and PAH infusions are standard procedures used in several research
studies and settings, including our RENAL-HEIR protocol (COMIRB #16-1752) and IMPROVE-T2D
protocol (COMIRB #18-0704). Adverse events are uncommon when the procedure is done by experienced
personnel in an appropriate setting. There have been no Serious Adverse Events (SAE) in the research
group’s experience in the Pediatric Clinical and Translational Research Center with insulin clamps, iohexol
or PAH clearance studies. Therefore, we do not anticipate encountering SAEs. However, we have defined
the following as possible SAEs for the purposes of monitoring: infection related to blood draw or IV
placement. In addition, allergic reactions to iohexol or PAH requiring intervention (e.g. oral Benadryl) would
also be considered a SAE. The Pl will report serious adverse events, and any decision to suspend or halt
the protocol to the CTRC and COMIRB immediately. The subject will also be instructed to report the event
to their PCP.

All investigators are currently certified in the Colorado IRB and HIPAA regulatory courses required to
perform human subject research at the University of Colorado Denver and the Children’s Hospital Colorado
and will be required to maintain such certification throughout the study. No protected health information will
be collected until the appropriate HIPAA forms are completed. This information will be accessible only by
the study investigators, Federal agencies overseeing human subject research, the Colorado Multiple
Institutional Review Board, regulatory officials from the institution where the research is being conducted to
monitor safety and compliance with policies. Every effort will be made to decrease the risk of loss of
confidentiality by limiting access to protected health information, storing this information in a password
protected database, and identifying subjects only by a unique identifier that is kept in a separate location in
a locked container, traceable only by study personnel. Electronic Data will be stored in a password
protected database and file servers. Paper files will be stored in a locked cabinet in the office of the
Principal Investigator, accessible only to study investigators.
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E. Potential Scientific Problems and Feasibility:

Overall feasibility: While an ambitious study, Pl and co-investigators have performed numerous observational
studies and clinical trials in youth and adults with T1D (41, 82, 83) and T2D (84), including the NIH TODAY
(85, 86), RISE (87), and JDRF studies in T1D youth and adults, including Canadian Study of Longevity in
Diabetes (Longevity), Coronary Artery Calcification in Type 1 Diabetes Study (CACTI), and Bromocriptine
Quick Release (BCQR) as Adjunct Therapy in Type 1 Diabetes (NCT02544321) with renal measures similar to
those now proposed (36, 41, 88-101). The proposed study in this application will be completed in a single
research visit, limiting concerns for drop-out and retention. By recruiting adolescents (12-18 y) we expect that
30-50% will have hyperfiltration at baseline per our previous studies in this age group (23, 54, 65, 66, 81, 102-
104). Drs. Nadeau and Prasad have extensive experience with MR imaging in youth (73-75, 105-110). Drs.
Bjornstad, Johnson and Cherney are experienced in renal physiology measures (38, 55, 60, 62, 64, 79-81). Dr.
Prasad is an international leader in renal MRI BOLD and ASL. Finally, our proposal is based on strong
preliminary data (41, 55, 64, 111-113) and a track record of successful collaborations (16, 36, 55, 60, 86, 92,
93, 95, 111, 112, 114-120). We are therefore the ideal group to perform the important research proposed.

Potential scientific problems: In any clinical study, unforeseen human factors provide challenges. We have
experience with hyperglycemic clamps, iohexol and PAH clearance studies and MRI methods in youth with
T2D, and have already obtained preliminary data. Expected outcomes and limitations for each aim are
summarized below:

Aim 1 - Expected outcomes and limitations:

We expect copeptin to be greater in T1D youth with hyperfiltration vs. those without hyperfiltration. In youth
with short-standing T1D and hyperfiltration, we anticipate that copeptin concentrations will positively correlate
with GFR, ERPF, RVR, glomerular pressure and albumin excretion. We theorize that elevated AVP results in
afferent arteriolar vasodilation with resultant increased ERPF and glomerular pressure which leads to
hyperfiltration (Fig 10). Furthermore, a mild hyperglycemic clamp allows us to quantify intrarenal hemodynamic
function in a glycemic milieu similar to their native pathophysiology. In contrast, a hyperinsulinemic-euglycemic
clamp would render the participants completely normoglycemic, which does not reflect their usual glycemic
environment, and expose them to high concentrations of insulin which may interfere with the assessment of
their intrarenal hemodynamic function. Most studies focus on the classical definition of hyperfiltration which
disregards ERPF and PgLo. Our proposed project addresses these concerns and others in regard to scientific
rigor, by also examining hyperfiltration defined as FF (GFR/ERPF) > 17.7% and calculating PcLo by Gomez’
equations (67, 121). The sustained hypermetabolism of hyperfiltration is thought to initiate the development of
nephropathy as the energy profile of T1D cannot accommodate the increased energy demand which leads to
progressive nephron loss (122-127). We hypothesize that the elevated AVP activity in T1D may play a role in
initiating hyperfiltration through vasodilation of the afferent arterioles with increased ERPF and glomerular
hypertension (Fig 10).
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Fig 10. Proposed Mechanism of Vasopressin Over-activity and Hyperfiltration

Normal AVP activity Elevated AVP activity
Normofiltration Hyperfiltration

Afferent
arteriole

Efferent
arteriole

Normal AVP activity at V2R at the afferent arteriole in T1D (a) is associated with normal tone (b), glomerular
pressure and GFR. Elevated AVP activity at V2R at the afferent arteriole in T1D (a) leads to vasodilation (b) with
increased RBF, increased glomerular pressure and hypefrfiltration.

Control for potential confounders influencing intrarenal hemodynamic function includes: renal measures
obtained during mild hyperglycemia, macronutrient and salt-controlled diet, limiting strenuous exercise for 3
days prior to visit, and control for stage of menstrual cycle. Our preliminary data demonstrate the feasibility of
the proposal in young adults with T1D and our unique ability to perform the highly specialized intrarenal
hemodynamic measures.

Aim 2 - Expected outcomes and limitations:

We expect increased renal perfusion and renal O» consumption in T1D youth with hyperfiltration. We also
anticipate a strong correlation between copeptin, renal perfusion and renal O». Based on our preliminary work,
we expect the 2 renal sequences (BOLD and ALS) to be completed within 60 min. Dr. Nadeau’s NIH R56,
JDRF and ADA studies had adolescents with T1D, T2D and without diabetes undergo similar MRI procedures
lasting 120 min, indicating that recruiting and tolerability in youth for such procedures are feasible. Our
research MRI is equipped with in-MRI movie-viewing with noise-cancelling headphones and thus is very
tolerable to youth. The participant will be monitored by heart rate, blood pressure, and oxygen saturation
measurements, and will be able to communicate with the MRI technician and investigator immediately outside
of the scanner. As BOLD is potentially influenced by Oz delivery (ERPF) and O2 consumption (tubular Na
transport accounts a majority of renal O, consumption (128)) we will control for ERPF and fractional excretion
of sodium (FeNa). We will perform the MRI fasting in the morning to remove the effects of acute glycemic
variations on RPF and the impact of changes in hydration status of renal oxygenation. Participants on
medications that might alter O, delivery and/or consumption, e.g. angiotensin-converting enzyme inhibitors
(ACE-l), angiotensin receptor blockers (ARBs) and diuretics will be excluded.

Expected outcomes and limitations:
F. Potential Benefits:

Evidence of Direct Benefit to Subjects: This study is designed to learn more about the vasopressinergic
system (copeptin) and how it relates to intrarenal hemodynamic function and renal energetics in early DKD in
T1D. The goal is to identify strategies that can be implemented to impede the development of DKD to reduce
future risk of cardiovascular morbidity and mortality. No intervention is being proposed in this study, therefore
participants will not directly gain a medical benefit from participating.

Information gained by conducting this study is expected to yield novel, important findings regarding the
mechanisms underlying early DKD in T1D. These data will contribute to better understanding of the role of
vasopressinergic system in the development of DKD. Participants will also benefit from being in close contact
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with study staff, blood sugar monitoring and learning more about their renal health. All lab and procedure
results with clinical relevance obtained as part of the study will be shared with participants.

Evidence of Benefit to Society: The importance of the knowledge gained from this protocol is high, since
DKD is very prevalent in T1D and increases the risk of death from CVD and shortens lifespan. In the United
States, almost half of patients with renal failure have DKD. Despite the high prevalence and gravity of DKD in
youth onset T1D, widely effective therapeutic options are lacking. Diabetes mellitus is the third most prevalent
severe chronic disease of childhood. DKD remains a leading cause of morbidity and mortality, and a major risk
factor for CVD in diabetes. Although data to guide care of DKD in adults with diabetes are limited, even less
data exist regarding the antecedents of DKD in youth with diabetes. Yet, these antecedents of adult DKD are
present in children. As DKD is one of the leading causes of death in people with diabetes and the antecedents
develop in childhood, data to inform clinicians as to treatment in this high-risk population are of great public
health importance. In our novel and innovative proposal, we postulate that the inappropriate vasopressin
activity (elevated copeptin) results in hypermetabolism of hyperfiltration with consequent increased oxygen
consumption which cannot be met with the energy inefficiency of diabetes. A better understanding of the
pathophysiology underlying early DKD, including hyperfiltration, and its strong relationship with the
vasopressinergic system is critical to inform development of new therapeutics. Knowledge gained from this
proposal will provide new information about the intrarenal hemodynamic changes associated with
hyperfiltration, and the role of elevated vasopressin in early DKD development in T1D. The investigator team is
also unique in being one the few groups skilled in performing both gold standard direct measures of GFR, RPF
and advanced MRI evaluation in youth with T1D.

G. Data Analysis Plan (formulated with biostatistician Laura Pyle PhD): |

Table 8- Aim1
. . .. . . I Primary Outcomes:  Groups:
Aim 1 - Power calculations, statistical analysis, rigor and reproducibility: GFRand ERPF | T1D w/
Primary outcomes for Aim 1 and study groups to be compared are summarized hyperfiltration
in Table 8. Based on our and others preliminary data we expect that 40% of vs. T2D w/o
youth with T1D (12-21 y) will demonstrate hyperfiltration (GFR hyperfiltration

>135ml/min/1.73m?). Thus, a sample size of 50 youth with T1D provides 80%
power to detect difference of 6.4 pmol/L in copeptin concentration between youth with T1D with and without
hyperfiltration (H1.1), and 80% power to detect a correlation of 0.38 between copeptin, GFR and ERPF in
youth with T1D (H1.2). Continuous variables will be checked for the distributional assumption of normality
using plots. Variables that are skewed will be natural log-transformed for analyses. Descriptive statistics will be
used to summarize baseline participant characteristics. Univariable and multivariable linear regression models
will be built to examine the relationships between copeptin, GFR, ERPF and calculated intrarenal
hemodynamic parameters (derived by Gomez’ equations). Variables considered for inclusion in the
multivariable models will include: age, sex, ethnicity, pubertal staging, BMI and HbA1c. A P-value < 0.05 will be
considered statistically significant. Analyses will be performed in SAS (v9.4; SAS Institute, Cary, NC).

Aim 2 - Power calculations, statistical analysis, rigor and reproducibility: Table 9 - Aims 2 |
Primary outcome for Aim 2 and study groups to be compared are summarized Primary Outcomes: _ Groups:

in Table 9. Our sample size (n=50, with 40% [n=20] anticipated to demonstrate Renal Ozand | TIDwW/
hyperfiltration) will provide 80% power to detect an effect size of 0.8 SD for perfusion hypflrg'trj“o”
renal oxygenation and perfusion between participants with and without mp erfil::a; on
hyperfiltration. The analytic approach is as described in Aim 1. In our analyses,

we will consider the following potential confounders for renal oxygenation and perfusion; age, sex, T1D
duration, HbA1c, BP, LDL-C and FeNa. To avoid overadjusting our models, we will employ pared down models
(e.g. model 1: univariable, model 2: age, sex, model 3: variables in model 2 + HbA1c, BP and LDL-C, model 4:
variables in model 3 + FeNa). We will evaluate for collinearity before including both age and duration in the
same model.
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Renal Volume: Using 3D Slicer (SPL, Harvard Medical School, MA), the semi-automated segmentation of
kidneys will be conducted initially with a thresholding procedure. Manual editing will then be performed to refine
the segmentation of bilateral kidneys by placing straight lines at the convex level to separate the right kidney
from liver and to remove bilateral ureters from the kidneys. This editing process will need to be performed on
few contiguous slices with limited human interaction. The kidney volume will then be computed as the number
of voxels within one kidney multiplied by the voxel size.

BOLD MRI: Regions of interest (ROI) analysis for BOLD MRI will be performed on a Leonardo Workstation
(Siemens Medical Systems, Germany). Typically, 1 to 3 regions in each, cortex and medulla, per kidney per
slice will be defined leading to a total of about 10 ROls per region (cortex and medulla) per subject. The mean
and standard deviation of these 10 measurements will be used a R>* measurement for the region, for the
subject and for that time point. Additionally, two AR>*s will be calculated as defined below:

AR>*(medulla, furosemide) = Ry* (medulla, pre-furosemide) - R>* (medulla, post-furosemide);
AR>*(cortex, medulla) = Baseline R>* (medulla) — Baseline R>* (cortex).

ASL MRI: ROI analysis will be used to estimate AM (difference in signal intensity between non-selective and
selective inversion images). Using the same ROI, My will be estimated from the proton density image. T4
measurements from the same ROI will be obtained by fitting the signal intensity vs. inversion time data as
described previously (129) using XLFit (ID Business Solutions Ltd., UK) or T4 maps created using MRI Mapper
(Beth Israel Deaconess Medical Center, Boston). Partition coefficient will be assumed to be 0.8 ml/gm (130,
131). These values will then be used to estimate regional blood flow.

For data analyses, all MRI markers will be measured for each kidney (left and right) for each subject and these
two measurements for each specific MRl marker would be averaged to generate a summary measurement per
subject for further statistical analysis. BOLD MRI measurements will be performed before and after
administration of furosemide and the relative value (pre minus post) will be reported. The final averaged value
will be analyzed statistically.

Summary of MRI Parameters:

Renal Volume: Left kidney volume (LKV), Right kidney volume (RKV)
Diffusion Imaging: ADC\ett (cortex), ADCyert (medulla), ADCrignt (cortex), ADCrignt (medulla)
BOLD MRI: R2*(cortex)Pert, R2*(medulla) P er, R2*(cortex) Perignt, R2*(medulla) Pright

Rg*(cortex)p"sLeft, Rz*(medulla) POS| e, Rz*(COFteX) posRight, Rz*(medulla) pOSRight
Pre — pre-furosemide; pos — post-furosemide
ASL MRI: flowcett (cortex); flowrighi(cortex)

Aims 1-2 Data Management:

Data Entry
Data will be entered from paper forms. Once forms are completed, verified and corrected for inconsistencies,
they will be manually entered using a HIPAA compliant, Red Cap database system.

Edit Checks

Computerized data validation routines will be used to enhance data quality and verify the accuracy of data
within predefined value ranges. These checks include but are not limited to: (a) initial screening of data, using
logic and range checks built into data entry screens; (b) cross-form functional and consistency checks; and (c)
edits assessing the serial integrity of data.
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Disaster Recovery
Routine data backup will occur on data in conjunction with the children’s hospital secure server and Redcaps.

Security and Confidentiality

All hard copy forms will be de-identified with a study number and filed in a locked cabinet, to which only the
investigators will have access. Standard protection against computer hackers is implemented. Recovery from
natural disasters (water, fire, or electrical) can occur through the ability to reconstruct both the database
management system and the data from nightly backups.

H. Summarize Knowledge to be Gained:

The innovative and novel proposal aims to define the intrarenal hemodynamic function and renal oxygenation
in early DKD in adolescents with T1D and define how these parameters relate to vasopressin. Carefully
designed human studies, like the one proposed in this application, are needed to advance our understanding
of the pathophysiology driving early DKD and direct the development of new therapeutic strategies to impede
the development of DKD.

DKD outcomes have not changed significantly over the last couple of decades and continue to be a major
concern for providers caring for patients with T1D (8, 132). Managing DKD in patients with T1D has been
further complicated by disappointing results of clinical trials (9, 11-14). It is therefore important to identify novel
and modifiable risk factors that contribute to the development and progression of early DKD (133).

I. References:

1. Rewers M, Zimmet P. The rising tide of childhood type 1 diabetes--what is the elusive environmental trigger?
Lancet. 2004;364(9446):1645-7.

2. Vehik K, Hamman RF, Lezotte D, Norris JM, Klingensmith G, Bloch C, et al. Increasing incidence of type 1
diabetes in 0- to 17-year-old Colorado youth. Diabetes Care. 2007;30(3):503-9.

3. Narayan KM, Boyle JP, Thompson TJ, Sorensen SW, Williamson DF. Lifetime risk for diabetes mellitus in the
United States. JAMA. 2003;290(14):1884-90.

4. Miller RG, Mahajan HD, Costacou T, Sekikawa A, Anderson SJ, Orchard TJ. A Contemporary Estimate of Total

Mortality and Cardiovascular Disease Risk in Young Adults With Type 1 Diabetes: The Pittsburgh Epidemiology of
Diabetes Complications Study. Diabetes care. 2016;39(12):2296-303.

5. Harding JL, Shaw JE, Peeters A, Davidson S, Magliano DJ. Age-Specific Trends From 2000-2011 in All-Cause
and Cause-Specific Mortality in Type 1 and Type 2 Diabetes: A Cohort Study of More Than One Million People. Diabetes
care. 2016;39(6):1018-26.

6. Lind M, Svensson AM, Kosiborod M, Gudbjornsdottir S, Pivodic A, Wedel H, et al. Glycemic control and excess
mortality in type 1 diabetes. The New England journal of medicine. 2014;371(21):1972-82.

7. Groop PH, Thomas MC, Moran JL, Waden J, Thorn LM, Makinen VP, et al. The presence and severity of chronic
kidney disease predicts all-cause mortality in type 1 diabetes. Diabetes. 2009;58(7):1651-8.

8. Orchard TJ, Secrest AM, Miller RG, Costacou T. In the absence of renal disease, 20 year mortality risk in type 1
diabetes is comparable to that of the general population: a report from the Pittsburgh Epidemiology of Diabetes
Complications Study. Diabetologia. 2010;53(11):2312-9.

9. de Zeeuw D, Akizawa T, Audhya P, Bakris GL, Chin M, Christ-Schmidt H, et al. Bardoxolone methyl in type 2
diabetes and stage 4 chronic kidney disease. N Engl J Med. 2013;369(26):2492-503.

10. Lewis EJ, Greene T, Spitalewiz S, Blumenthal S, Berl T, Hunsicker LG, et al. Pyridorin in type 2 diabetic
nephropathy. Journal of the American Society of Nephrology : JASN. 2012;23(1):131-6.

11. Mauer M, Zinman B, Gardiner R, Suissa S, Sinaiko A, Strand T, et al. Renal and retinal effects of enalapril and
losartan in type 1 diabetes. N Engl J Med. 2009;361(1):40-51.

12. Mann JF, Anderson C, Gao P, Gerstein HC, Boehm M, Ryden L, et al. Dual inhibition of the renin-angiotensin
system in high-risk diabetes and risk for stroke and other outcomes: results of the ONTARGET trial. J Hypertens.
2013;31(2):414-21.

13. Cherney DZ, Konvalinka A, Zinman B, Diamandis EP, Soosaipillai A, Reich H, et al. Effect of protein kinase Cbeta
inhibition on renal hemodynamic function and urinary biomarkers in humans with type 1 diabetes: a pilot study. Diabetes
care. 2009;32(1):91-3.

Protocol 17-0820 Page 17
CF-146, Effective 12/14/2018



14. Tuttle KR, McGill JB, Haney DJ, Lin TE, Anderson PW. Kidney outcomes in long-term studies of ruboxistaurin for
diabetic eye disease. Clin J Am Soc Nephrol. 2007;2(4):631-6.

15. Bjornstad P, Maahs DM. Diabetes Complications in Childhood Diabetes-New Biomarkers and Technologies. Curr
Pediatr Rep. 2015;3(2):177-86.

16. Bjornstad P, Cherney D, Maahs DM. Early diabetic nephropathy in type 1 diabetes: new insights. Curr Opin
Endocrinol Diabetes Obes. 2014;21(4):279-86.

17. Marcovecchio ML, Chiesa ST, Bond S, Daneman D, Dawson S, Donaghue KC, et al. ACE Inhibitors and Statins
in Adolescents with Type 1 Diabetes. N Engl J Med. 2017;377(18):1733-45.

18. Dabelea D, Stafford JM, Mayer-Davis EJ, D'Agostino R, Jr., Dolan L, Imperatore G, et al. Association of Type 1
Diabetes vs Type 2 Diabetes Diagnosed During Childhood and Adolescence With Complications During Teenage Years
and Young Adulthood. JAMA. 2017;317(8):825-35.

19. Bjornstad P, Roncal C, Milagres T, Pyle L, Lanaspa MA, Bishop FK, et al. Hyperfiltration and uricosuria in
adolescents with type 1 diabetes. Pediatr Nephrol. 2016;31(5):787-93.

20. Price DA, Porter LE, Gordon M, Fisher ND, De'Oliveira JM, Laffel LM, et al. The paradox of the low-renin state in
diabetic nephropathy. J Am Soc Nephrol. 1999;10(11):2382-91.

21. Anderson S, Jung FF, Ingelfinger JR. Renal renin-angiotensin system in diabetes: functional,
immunohistochemical, and molecular biological correlations. The American journal of physiology. 1993;265(4 Pt 2):F477-
86.

22. Lovshin J, Boulet G, Lytvyn Y, Lovblom LE, Bjornstad P, Faroogi MA, et al. Renal and Systemic Activation of the
Renin Angiotensin Aldosterone System (RAAS) in Longstanding Diabetes: Results from the Canadian Study of Longevity
in Type 1 Diabetes. JCI Insight (under review). 2017.

23. Skrtic M, Lytvyn Y, Bjornstad P, Reich HN, Scholey JW, Yip P, et al. Influence of sex on hyperfiltration in patients
with uncomplicated type 1 diabetes. Am J Physiol Renal Physiol. 2017;312(4):F599-F606.

24. Tamaki T, Kiyomoto K, He H, Tomohiro A, Nishiyama A, Aki Y, et al. Vasodilation induced by vasopressin V2
receptor stimulation in afferent arterioles. Kidney Int. 1996;49(3):722-9.

25. Bjornstad P, Johnson RJ, Snell-Bergeon JK, Pyle L, Davis A, Foster N, et al. Albuminuria is associated with
greater copeptin concentrations in men with type 1 diabetes: A brief report from the T1D exchange Biobank. J Diabetes
Complications. 2017;31(2):387-9.

26. Bjornstad P, Maahs DM, Jensen T, Lanaspa MA, Johnson RJ, Rewers M, et al. Elevated copeptin is associated
with atherosclerosis and diabetic kidney disease in adults with type 1 diabetes. J Diabetes Complications.
2016;30(6):1093-6.

27. Brownlee M. Biochemistry and molecular cell biology of diabetic complications. Nature. 2001;414(6865):813-20.
28. Roussel R, Velho G, Bankir L. Vasopressin and diabetic nephropathy. Curr Opin Nephrol Hypertens. 2017.

29. Bankir L, Bardoux P, Ahloulay M. Vasopressin and diabetes mellitus. Nephron. 2001;87(1):8-18.

30. Roncal-Jimenez CA, Milagres T, Andres-Hernando A, Kuwabara M, Jensen T, Song Z, et al. Effects of
exogenous desmopressin on a model of heat stress nephropathy in mice. Am J Physiol Renal Physiol. 2017;312(3):F418-
F26.

31. El Boustany R, Taveau C, Chollet C, Velho G, Bankir L, Alhenc-Gelas F, et al. Antagonism of vasopressin V2
receptor improves albuminuria at the early stage of diabetic nephropathy in a mouse model of type 2 diabetes. J Diabetes
Complications. 2017.

32. Bouby N, Ahloulay M, Nsegbe E, Dechaux M, Schmitt F, Bankir L. Vasopressin increases glomerular filtration rate
in conscious rats through its antidiuretic action. J Am Soc Nephrol. 1996;7(6):842-51.

33. Bardoux P, Martin H, Ahloulay M, Schmitt F, Bouby N, Trinh-Trang-Tan MM, et al. Vasopressin contributes to
hyperfiltration, albuminuria, and renal hypertrophy in diabetes mellitus: study in vasopressin-deficient Brattleboro rats.
Proceedings of the National Academy of Sciences of the United States of America. 1999;96(18):10397-402.

34. Bardoux P, Bichet DG, Martin H, Gallois Y, Marre M, Arthus MF, et al. Vasopressin increases urinary albumin
excretion in rats and humans: involvement of V2 receptors and the renin-angiotensin system. Nephrology, dialysis,
transplantation : official publication of the European Dialysis and Transplant Association - European Renal Association.
2003;18(3):497-506.

35. Tonneijck L, Muskiet MH, Smits MM, van Bommel EJ, Heerspink HJ, van Raalte DH, et al. Glomerular
Hyperfiltration in Diabetes: Mechanisms, Clinical Significance, and Treatment. Journal of the American Society of
Nephrology : JASN. 2017.

36. Bjornstad P, Cherney DZ, Snell-Bergeon JK, Pyle L, Rewers M, Johnson RJ, et al. Rapid GFR decline is
associated with renal hyperfiltration and impaired GFR in adults with Type 1 diabetes. Nephrol Dial Transplant.
2015;30(10):1706-11.

37. Velho G, El Boustany R, Lefevre G, Mohammedi K, Fumeron F, Potier L, et al. Plasma Copeptin, Kidney
Outcomes, Ischemic Heart Disease, and All-Cause Mortality in People With Long-standing Type 1 Diabetes. Diabetes
Care. 2016;39(12):2288-95.

Protocol 17-0820 Page 18
CF-146, Effective 12/14/2018



38. Lytvyn Y, Skrtic M, Yang GK, Lai V, Scholey JW, Yip PM, et al. Plasma uric acid effects on glomerular
haemodynamic profile of patients with uncomplicated Type 1 diabetes mellitus. Diabetic medicine : a journal of the British
Diabetic Association. 2016;33(8):1102-11.

39. Tonneijck L, Smits MM, Muskiet MH, Hoekstra T, Kramer MH, Danser AH, et al. Acute renal effects of the GLP-1
receptor agonist exenatide in overweight type 2 diabetes patients: a randomised, double-blind, placebo-controlled trial.
Diabetologia. 2016;59(7):1412-21.

40. Smits MM, Tonneijck L, Muskiet MH, Hoekstra T, Kramer MH, Diamant M, et al. The effects of GLP-1 based
therapies on postprandial haemodynamics: Two randomised, placebo-controlled trials in overweight type 2 diabetes
patients. Diabetes research and clinical practice. 2017;124:1-10.

41. Cherney DZ, Perkins BA, Soleymanlou N, Maione M, Lai V, Lee A, et al. Renal hemodynamic effect of sodium-
glucose cotransporter 2 inhibition in patients with type 1 diabetes mellitus. Circulation. 2014;129(5):587-97.

42. Alleyn CR, Volkening LK, Wolfson J, Rodriguez-Ventura A, Wood JR, Laffel LM. Occurrence of microalbuminuria
in young people with Type 1 diabetes: importance of age and diabetes duration. Diabet Med. 2010;27(5):532-7.

43. Eppens MC, Craig ME, Cusumano J, Hing S, Chan AK, Howard NJ, et al. Prevalence of diabetes complications in
adolescents with type 2 compared with type 1 diabetes. Diabetes Care. 2006;29(6):1300-6.

44, Kiess W, Bottner A, Bluher S, Raile K, Galler A, Kapellen TM. Type 2 diabetes mellitus in children and
adolescents--the beginning of a renal catastrophe? Nephrol Dial Transplant. 2004;19(11):2693-6.

45, Epidemiology of Diabetes Interventions and Complications (EDIC). Design, implementation, and preliminary
results of a long-term follow-up of the Diabetes Control and Complications Trial cohort. Diabetes Care. 1999;22(1):99-111.
46. Rapid rise in hypertension and nephropathy in youth with type 2 diabetes: the TODAY clinical trial. Diabetes Care.
2013;36(6):1735-41.

47. Yokoyama H, Okudaira M, Otani T, Takaike H, Miura J, Saeki A, et al. Existence of early-onset NIDDM Japanese
demonstrating severe diabetic complications. Diabetes Care. 1997;20(5):844-7.

48. Yokoyama H, Okudaira M, Otani T, Watanabe C, Takaike H, Miuira J, et al. High incidence of diabetic
nephropathy in early-onset Japanese NIDDM patients. Risk analysis. Diabetes Care. 1998;21(7):1080-5.

49, Rodriguez BL, Dabelea D, Liese AD, Fujimoto W, Waitzfelder B, Liu L, et al. Prevalence and correlates of
elevated blood pressure in youth with diabetes mellitus: the SEARCH for diabetes in youth study. J Pediatr.
2010;157(2):245-51 e1.

50. Maahs DM, Snively BM, Bell RA, Dolan L, Hirsch |, Imperatore G, et al. Higher prevalence of elevated albumin
excretion in youth with type 2 than type 1 diabetes: the SEARCH for Diabetes in Youth study. Diabetes Care.
2007;30(10):2593-8.

51. Al-Saeed AH, Constantino MI, Molyneaux L, D'Souza M, Limacher-Gisler F, Luo C, et al. An Inverse Relationship
Between Age of Type 2 Diabetes Onset and Complication Risk and Mortality: The Impact of Youth-Onset Type 2
Diabetes. Diabetes Care. 2016;39(5):823-9.

52. Mayer-Davis EJ, Lawrence JM, Dabelea D, Divers J, Isom S, Dolan L, et al. Incidence Trends of Type 1 and Type
2 Diabetes among Youths, 2002-2012. N Engl J Med. 2017;376(15):1419-29.
53. Perkins BA, Ficociello LH, Silva KH, Finkelstein DM, Warram JH, Krolewski AS. Regression of microalbuminuria

in type 1 diabetes. N Engl J Med. 2003;348(23):2285-93.

54. Tonneijck L, Muskiet MH, Smits MM, van Bommel EJ, Heerspink HJ, van Raalte DH, et al. Glomerular
Hyperfiltration in Diabetes: Mechanisms, Clinical Significance, and Treatment. J Am Soc Nephrol. 2017;28(4):1023-39.
55. Bjornstad P, Skrtic M, Lytvyn Y, Maahs DM, Johnson RJ, Cherney DZ. The Gomez' equations and renal
hemodynamic function in kidney disease research. Am J Physiol Renal Physiol. 2016:ajprenal 00415 2016.

56. Cherney DZ, Miller JA, Scholey JW, Nasrallah R, Hebert RL, Dekker MG, et al. Renal hyperfiltration is a
determinant of endothelial function responses to cyclooxygenase 2 inhibition in type 1 diabetes. Diabetes care.
2010;33(6):1344-6.

57. Lovshin J, Skrtic M, Bjornstad P, Moineddin R, Daneman D, Dunger D, et al. Hyperfiltration, urinary albumin
excretion, and ambulatory blood pressure in adolescents with type 1 diabetes mellitus. Am J physiol Renal Physiol (in
press). 2017.

58. Bjornstad P, Cherney DZ, Snell-Bergeon JK, Pyle L, Rewers M, Johnson RJ, et al. Rapid GFR decline is
associated with renal hyperfiltration and impaired GFR in adults with Type 1 diabetes. Nephrol Dial Transplant. 2015.
59. Bjornstad P, Costacou T, Miller RG, Maahs DM, Rewers MJ, Orchard TJ, et al. Predictors of early renal function
decline in adults with Type 1 diabetes: the Coronary Artery Calcification in Type 1 Diabetes and the Pittsburgh
Epidemiology of Diabetes Complications studies. Diabet Med. 2017.

60. Skrtic M, Lytvyn Y, Bjornstad P, Reich H, Scholey JW, Yip P, et al. The influence of sex on hyperfiltration in
patients with uncomplicated type 1 diabetes. . Am J Physiol Renal Physiol. 2016;in-press.

61. Nadeau KJ, Zeitler PS, Bauer TA, Brown MS, Dorosz JL, Draznin B, et al. Insulin Resistance in Adolescents with
Type 2 Diabetes Is Associated with Impaired Exercise Capacity. Journal of Clinical Endocrinology & Metabolism.
2009;94(10):3687-95.

Protocol 17-0820 Page 19
CF-146, Effective 12/14/2018



62. Bjornstad P, Anderson PL, Maahs DM. Measuring glomerular filtration rate by iohexol clearance on filter paper is
feasible in adolescents with type 1 diabetes in the ambulatory setting. Acta Diabetol. 2016;53(2):331-3.

63. Maahs DM, Bushman L, Kerr B, Ellis SL, Pyle L, McFann K, et al. A practical method to measure GFR in people
with type 1 diabetes. J Diabetes Complications. 2014;28(5):667-73.

64. Skrtic M, Lytvyn Y, Yang GK, Yip P, Lai V, Silverman M, et al. Glomerular haemodynamic profile of patients with
Type 1 diabetes compared with healthy control subjects. Diabetic medicine : a journal of the British Diabetic Association.
2015;32(7):972-9.

65. Skrtic M, Yang GK, Perkins BA, Soleymanlou N, Lytvyn Y, von Eynatten M, et al. Characterisation of glomerular
haemodynamic responses to SGLT2 inhibition in patients with type 1 diabetes and renal hyperfiltration. Diabetologia.
2014;57(12):2599-602.

66. Cherney DZ, Sochett EB, Lai V, Dekker MG, Slorach C, Scholey JW, et al. Renal hyperfiltration and arterial
stiffness in humans with uncomplicated type 1 diabetes. Diabetes Care. 2010;33(9):2068-70.

67. Sochett EB, Cherney DZ, Curtis JR, Dekker MG, Scholey JW, Miller JA. Impact of renin angiotensin system
modulation on the hyperfiltration state in type 1 diabetes. Journal of the American Society of Nephrology : JASN.
2006;17(6):1703-9.

68. Keller T, Tzikas S, Zeller T, Czyz E, Lillpopp L, Ojeda FM, et al. Copeptin improves early diagnosis of acute
myocardial infarction. J Am Coll Cardiol. 2010;55(19):2096-106.

69. Bacchetta J, Cochat P, Rognant N, Ranchin B, Hadj-Aissa A, Dubourg L. Which creatinine and cystatin C
equations can be reliably used in children? Clinical journal of the American Society of Nephrology : CJASN.
2011;6(3):552-60.

70. Fadrowski JJ, Neu AM, Schwartz GJ, Furth SL. Pediatric GFR estimating equations applied to adolescents in the
general population. Clin J Am Soc Nephrol. 2011;6(6):1427-35.

71. Sharma AP, Yasin A, Garg AX, Filler G. Diagnostic accuracy of cystatin C-based eGFR equations at different
GFR levels in children. Clin J Am Soc Nephrol. 2011;6(7):1599-608.

72. Kamel EG, McNeill G, Han TS, Smith FW, Avenell A, Davidson L, et al. Measurement of abdominal fat by
magnetic resonance imaging, dual-energy X-ray absorptiometry and anthropometry in non-obese men and women. Int J
Obes Relat Metab Disord. 1999;23(7):686-92.

73. Prasad PV, Thacker J, Li LP, Haque M, Li W, Koenigs H, et al. Multi-Parametric Evaluation of Chronic Kidney
Disease by MRI: A Preliminary Cross-Sectional Study. PLoS One. 2015;10(10):e0139661.

74. Li LP, Tan H, Thacker J, Li W, Zhou Y, Kohn O, et al. Evaluation of Renal Blood Flow in Chronic Kidney Disease
Using Arterial Spin Labeling Perfusion MRI. Kidney Int Reports. 2016;Accepted (in-press).

75. Prasad PV, Wei L, Dunkle E, Zhou Y, Sprague SM, Investigators C. Magnetic Resonance Imaging Sensitive to
Hypoxia and Fibrosis in a Multi-center Study of Chronic Kidney Disease. Abstract Accepted for American Society of
Nephrology Kidney Week 2016. 2016.

76. Nadeau KJ, Regensteiner JG, Bauer TA, Brown MS, Dorosz JL, Hull A, et al. Insulin resistance in adolescents
with type 1 diabetes and its relationship to cardiovascular function. J Clin Endocrinol Metab.95(2):513-21.
77. Nadeau KJ, Zeitler PS, Bauer TA, Brown MS, Dorosz JL, Draznin B, et al. Insulin resistance in adolescents with

type 2 diabetes is associated with impaired exercise capacity. The Journal of clinical endocrinology and metabolism.
2009;94(10):3687-95.

78. Regensteiner JG, Shetterly SM, Mayer EJ, Eckel RH, Haskell WL, Baxter J, et al. Relationship between habitual
physical activity and insulin area among individuals with impaired glucose tolerance. The San Luis Valley Diabetes Study.
Diabetes Care. 1995;18(4):490-7.

79. Heerspink HJ, Perkins BA, Fitchett DH, Husain M, Cherney DZ. Sodium Glucose Cotransporter 2 Inhibitors in the
Treatment of Diabetes Mellitus: Cardiovascular and Kidney Effects, Potential Mechanisms, and Clinical Applications.
Circulation. 2016;134(10):752-72.

80. Perkins BA, Cherney DZ, Partridge H, Soleymanlou N, Tschirhart H, Zinman B, et al. Sodium-glucose
cotransporter 2 inhibition and glycemic control in type 1 diabetes: results of an 8-week open-label proof-of-concept trial.
Diabetes Care. 2014;37(5):1480-3.

81. Yang GK, Har RL, Lytvyn Y, Yip P, Cherney DZ. Renal hyperfiltration is associated with glucose-dependent
changes in fractional excretion of sodium in patients with uncomplicated type 1 diabetes. Diabetes care.
2014;37(10):2774-81.

82. Libman IM, Miller KM, DiMeglio LA, Bethin KE, Katz ML, Shah A, et al. Effect of Metformin Added to Insulin on
Glycemic Control Among Overweight/Obese Adolescents With Type 1 Diabetes: A Randomized Clinical Trial. JAMA.
2015;314(21):2241-50.

83. Cherney DZ, Scholey JW, Jiang S, Har R, Lai V, Sochett EB, et al. The effect of direct renin inhibition alone and
in combination with ACE inhibition on endothelial function, arterial stiffness, and renal function in type 1 diabetes.
Diabetes care. 2012;35(11):2324-30.

84. Nadeau KJ, Ehlers LB, Zeitler PS, Love-Osborne K. Treatment of non-alcoholic fatty liver disease with metformin
versus lifestyle intervention in insulin-resistant adolescents. Pediatr Diabetes. 2008.

Protocol 17-0820 Page 20
CF-146, Effective 12/14/2018



85. White N, Pyle L, Tamborlane W, Geffner M, Guandalini C, Group TS. Clinical Characteristics and Co-Morbidities
in a Large Cohort of Youth with Type 2 Diabetes Mellitus (T2DM) Screened for the Treatment Options for Type 2 Diabetes
in Adolescents and Youth (TODAY) study. Diabetes. 2009;58(Supp 1):A70 265-OR.

86. Lytvyn Y, Bjornstad P, Pun N, Cherney DZ. New and old agents in the management of diabetic nephropathy. Curr
Opin Nephrol Hypertens. 2016;25(3):232-9.

87. Consortium R. Restoring Insulin Secretion (RISE): design of studies of beta-cell preservation in prediabetes and
early type 2 diabetes across the life span. Diabetes Care. 2014;37(3):780-8.

88. Schauer IE, Snell-Bergeon JK, Bergman BC, Maahs DM, Kretowski A, Eckel RH, et al. Insulin resistance,
defective insulin-mediated fatty acid suppression, and coronary artery calcification in subjects with and without type 1
diabetes: The CACTI study. Diabetes. 2011;60(1):306-14.

89. Nadeau KJ, Regensteiner JG, Bauer TA, Brown MS, Dorosz JL, Hull A, et al. Insulin resistance in adolescents
with type 1 diabetes and its relationship to cardiovascular function. J Clin Endocrinol Metab. 2010;95(2):513-21.

90. Bergman BC, Howard D, Schauer IE, Maahs DM, Snell-Bergeon JK, Eckel RH, et al. Features of hepatic and
skeletal muscle insulin resistance unique to type 1 diabetes. J Clin Endocrinol Metab. 2012;97(5):1663-72.

91. Cree MG BB, Scherzinger A, Brown M, West A, and Nadeau KJ. Adolescents with Type 1 Diabetes have both
hepatic and muscle insulin resistance. Presidential poster session

Pediatric Endocrine Society Meeting. 2013.

92. Bjornstad P, Truong U, Pyle L, Dorosz JL, Cree-Green M, Baumgartner A, et al. Youth with type 1 diabetes have
worse strain and less pronounced sex differences in early echocardiographic markers of diabetic cardiomyopathy
compared to their normoglycemic peers: A RESistance to InSulin in Type 1 ANd Type 2 diabetes (RESISTANT) Study. J
Diabetes Complications. 2016;30(6):1103-10.

93. Bjornstad P, Cree-Green M, Baumgartner A, Maahs DM, Cherney DZ, Pyle L, et al. Renal function is associated
with peak exercise capacity in adolescents with type 1 diabetes. Diabetes care. 2015;38(1):126-31.

94. Schauer IE, Snell-Bergeon JK, Bergman BC, Maahs DM, Kretowski A, Eckel RH, et al. Insulin resistance,
defective insulin-mediated fatty acid suppression, and coronary artery calcification in subjects with and without type 1
diabetes: The CACTI study. Diabetes.

95. Bjornstad P, Cherney DZ, Maahs DM, Nadeau KJ. Fat Mass Is Associated With Cystatin C and Estimated
Glomerular Filtration Rate in Adolescents With Type 1 Diabetes. J Ren Nutr. 2015;25(5):454-5.

96. Bjornstad P, Snell-Bergeon JK, Rewers M, Jalal D, Chonchol MB, Johnson RJ, et al. Early diabetic nephropathy:
a complication of reduced insulin sensitivity in type 1 diabetes. Diabetes Care. 2013;36(11):3678-83.

97. Snell-Bergeon JK, Roman R, Rodbard D, Garg S, Maahs DM, Schauer IE, et al. Glycaemic variability is
associated with coronary artery calcium in men with Type 1 diabetes: the Coronary Artery Calcification in Type 1 Diabetes
study. Diabet Med. 2010;27(12):1436-42.

98. Dabelea D, D'Agostino RB, Jr., Mason CC, West N, Hamman RF, Mayer-Davis EJ, et al. Development, validation
and use of an insulin sensitivity score in youths with diabetes: the SEARCH for Diabetes in Youth study. Diabetologia.
2011;54(1):78-86.

99. Duca L, Bergman B, Kinney G, al e. Validating Insulin Sensitivity Prediction Equations in Type 1 Diabetes.
Diabetes. 2014;63 (supplement 1).

100. Libman IM, Miller KM, DiMeglio LA, Bethin KE, Katz ML, Shah A, et al. Effect of Metformin Added to Insulin on
Glycemic Control Among Overweight/Obese Adolescents With Type 1 Diabetes: A Randomized Clinical Trial. JAMA : the
journal of the American Medical Association. 2015;314(21):2241-50.

101.  Cherney DZ, Sochett EB, Miller JA. Gender differences in renal responses to hyperglycemia and angiotensin-
converting enzyme inhibition in diabetes. Kidney Int. 2005;68(4):1722-8.

102.  Har RL, Reich HN, Scholey JW, Daneman D, Dunger DB, Moineddin R, et al. The urinary cytokine/chemokine
signature of renal hyperfiltration in adolescents with type 1 diabetes. PloS one. 2014;9(11):e111131.

103. Yang GK, Maahs DM, Perkins BA, Cherney DZ. Renal hyperfiltration and systemic blood pressure in patients with
uncomplicated type 1 diabetes mellitus. PloS one. 2013;8(7):e68908.

104. Cherney DZ, Reich HN, Jiang S, Har R, Nasrallah R, Hebert RL, et al. Hyperfiltration and effect of nitric oxide
inhibition on renal and endothelial function in humans with uncomplicated type 1 diabetes mellitus. Am J Physiol Regul
Integr Comp Physiol. 2012;303(7):R710-8.

105. Cree-Green M, Newcomer BR, Brown MS, Baumgartner AD, Bergman B, Drew B, et al. Delayed skeletal muscle
mitochondrial ADP recovery in youth with type 1 diabetes relates to muscle insulin resistance. Diabetes. 2015;64(2):383-
92.

106. Brumbaugh DE, Crume TL, Nadeau K, Scherzinger A, Dabelea D. Intramyocellular lipid is associated with
visceral adiposity, markers of insulin resistance, and cardiovascular risk in prepubertal children: the EPOCH study. J Clin
Endocrinol Metab. 2012;97(7):E1099-105.

107.  Cree-Green M, Newcomer BR, Brown M, Hull A, West AD, Singel D, et al. Method for controlled mitochondrial
perturbation during phosphorus MRS in children. Med Sci Sports Exerc. 2014;46(10):2030-6.

Protocol 17-0820 Page 21
CF-146, Effective 12/14/2018



108. Prasad PV. Functional MRI of the kidney: tools for translational studies of pathophysiology of renal disease. Am J
Physiol Renal Physiol. 2006;290(5):F958-74.

109. Prasad PV, Edelman RR, Epstein FH. Noninvasive evaluation of intrarenal oxygenation with BOLD MRI.
Circulation. 1996;94(12):3271-5.

110.  LiLP, Vu AT, Li BS, Dunkle E, Prasad PV. Evaluation of intrarenal oxygenation by BOLD MRI at 3.0 T. J Magn
Reson Imaging. 2004;20(5):901-4.

111.  Bjornstad P, Maahs DM, Cherney DZ, Cree-Green M, West A, Pyle L, et al. Insulin sensitivity is an important
determinant of renal health in adolescents with type 2 diabetes. Diabetes Care. 2014;37(11):3033-9.

112.  Bjornstad P, Truong U, Dorosz JL, Cree-Green M, Baumgartner A, Coe G, et al. Cardiopulmonary Dysfunction
and Adiponectin in Adolescents With Type 2 Diabetes. Journal of the American Heart Association. 2016;5(3):e002804.
113. Bjornstad P, Laffel L, Arslanian S, Bacha F, El ghormli L, Libman L, et al. Insulin Sensitivity and Diabetic Kidney
Disease in Children and Adolescents With Type 2 Diabetes: An Observational Analysis of Data From the TODAY Clinical
Trial. Am J Kidney Dis. 2017;New Orleans.

114.  Bjornstad P, Cherney DZ, Maahs DM, Nadeau KJ. Diabetic Kidney Disease in Adolescents With Type 2 Diabetes:
New Insights and Potential Therapies. Current diabetes reports. 2016;16(2):11.

115.  Bjornstad P, Cherney DZ, Maahs DM. Update on Estimation of Kidney Function in Diabetic Kidney Disease. Curr
Diab Rep. 2015;15(9):57.

116.  Bjornstad P, McQueen RB, Snell-Bergeon JK, Cherney D, Pyle L, Perkins B, et al. Fasting blood glucose--a
missing variable for GFR-estimation in type 1 diabetes? PloS one. 2014;9(4):e96264.

117.  Duca LM, Maahs DM, Schauer IE, Bergman BC, Nadeau KJ, Bjornstad P, et al. Development and Validation of a
Method to Estimate Insulin Sensitivity in Patients With and Without Type 1 Diabetes. J Clin Endocrinol Metab.
2016;101(2):686-95.

118.  Bjornstad P, Snell-Bergeon JK, Nadeau KJ, Maahs DM. Insulin sensitivity and complications in type 1 diabetes:
New insights. World J Diabetes. 2015;6(1):8-16.

119.  Kelsey MM, Bjornstad P, McFann K, Nadeau K. Testosterone concentration and insulin sensitivity in young men
with type 1 and type 2 diabetes. Pediatric diabetes. 2016;17(3):184-90.

120. Kelsey MM, Zaepfel A, Bjornstad P, Nadeau KJ. Age-related consequences of childhood obesity. Gerontology.
2014;60(3):222-8.

121.  Rabelink TJ, Koomans HA, Boer WH, van Rijn J, Dorhout Mees EJ. Lithium clearance in water immersion-
induced natriuresis in humans. J Appl Physiol (1985). 1989;66(4):1744-8.

122. Nangaku M. Chronic hypoxia and tubulointerstitial injury: a final common pathway to end-stage renal failure. J Am
Soc Nephrol. 2006;17(1):17-25.

123. Haase VH. The VHL/HIF oxygen-sensing pathway and its relevance to kidney disease. Kidney Int.
2006;69(8):1302-7.

124.  Singh DK, Winocour P, Farrington K. Mechanisms of disease: the hypoxic tubular hypothesis of diabetic
nephropathy. Nat Clin Pract Nephrol. 2008;4(4):216-26.

125.  Schrier RW, Harris DC, Chan L, Shapiro JI, Caramelo C. Tubular hypermetabolism as a factor in the progression
of chronic renal failure. Am J Kidney Dis. 1988;12(3):243-9.

126. Li H, Satriano J, Thomas JL, Miyamoto S, Sharma K, Pastor-Soler NM, et al. Interactions between HIF-1alpha
and AMPK in the regulation of cellular hypoxia adaptation in chronic kidney disease. Am J Physiol Renal Physiol.
2015;309(5):F414-28.

127.  Miyamoto S, Hsu CC, Hamm G, Darshi M, Diamond-Stanic M, Decleves AE, et al. Mass Spectrometry Imaging
Reveals Elevated Glomerular ATP/AMP in Diabetes/obesity and Identifies Sphingomyelin as a Possible Mediator.
EBioMedicine. 2016;7:121-34.

128. Mandel LJ, Balaban RS. Stoichiometry and coupling of active transport to oxidative metabolism in epithelial
tissues. Am J Physiol. 1981;240(5):F357-71.

129. Bokacheva L, Huang AJ, Chen Q, Oesingmann N, Storey P, Rusinek H, et al. Single breath-hold T1
measurement using low flip angle TrueFISP. Magn Reson Med. 2006;55(5):1186-90.

130.  Bjornerud A, Johansson LO, Briley-Saebo K, Ahlstrom HK. Assessment of T1 and T2* effects in vivo and ex vivo
using iron oxide nanoparticles in steady state--dependence on blood volume and water exchange. Magn Reson Med.
2002;47(3):461-71.

131. Karger N, Biederer J, Lusse S, Grimm J, Steffens J, Heller M, et al. Quantitation of renal perfusion using arterial
spin labeling with FAIR-UFLARE. Magn Reson Imaging. 2000;18(6):641-7.

132.  Maahs DM, Rewers M. Editorial: Mortality and renal disease in type 1 diabetes mellitus--progress made, more to
be done. J Clin Endocrinol Metab. 2006;91(10):3757-9.

133. Maahs DM. Cardiovascular disease (CVD) limbo: how soon and low should we go to prevent CVD in diabetes?
Diabetes Technol Ther. 2012;14(6):449-52.

Protocol 17-0820 Page 22
CF-146, Effective 12/14/2018



	CL
	CASPER_COMIRB_Protocol_12_14_18-CL

