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INVESTIGATOR’S AGREEMENT

Protocol Title: PEACE (Pegzilarginase Effect on Arginase 1 Deficiency Clinical Endpoints): A
Randomized, Double-Blind, Placebo-Controlled Phase 3 Study of the Efficacy and Safety of
Pegzilarginase in Children and Adults with Arginase 1 Deficiency

Protocol Number: CAEBI1102-300A Version 6.0

I have read the Study CAEB1102-300A Protocol Version 6.0 and agree to conduct the study as
outlined. I agree to maintain the confidentiality of all information received or developed in
connection with this protocol.

Printed Name of Investigator

Signature of Investigator

Date
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4.3.2. Study Population

Although ARG1-D typically presents in childhood, the literature describes heterogeneity in onset
and progression across the age continuum (Jain-Ghai 2011, Oeffinger 2008, Prasad 1997,
Carvalho 2012, Cowley 1998). Therefore, it is important to assess safety and efficacy of
pegzilarginase in both pediatric and adult subjects.

As noted in literature case reports and Aeglea’s Phase 1/2 study in adult and pediatric subjects,
reduction of plasma arginine levels results in clinical improvements, suggesting that
hyperargininemia is neurotoxic (Cederbaum 1982, De Deyn 1997). Early intervention in
pediatric patients, prior to the development of significant neuromotor, adaptive behavior and
neurocognitive manifestations, offers the potential to halt the progression or facilitate clinical
improvement, therefore inclusion of pediatric and adult patients is justified.

It is well recognized that early therapeutic intervention can delay onset and/or slow the
progression of many diseases leading to the prevention of irreversible disease-related
complications and better clinical outcomes (Desnick 2012). Given the importance of
demonstrating clinically relevant treatment effects in addition to reductions in plasma arginine
levels in this clinical trial, enrollment for this study will be limited to subjects with a measurable
deficit in at least 1 of the ARG1-D manifestation(s) considered for the key secondary/other
secondary endpoints: 2MWT or GMFM-D or GMFM-E.

Baseline deficits for the key secondary/other secondary endpoints are described in Table 17.

Table 17: Definition of Baseline Deficits for Key Secondary/Other Secondary

Endpoints
Definition of
| Domain | Assessment | Component | Baseline Deficit |
| Mobility | Timed Walk | 2MWD* (meters) | Definition of Baseline deficit for 2MWT varies ‘
Test by age and sex.
Age Female Male
3-5 <112.9 <110.6
6-8 <155.8 <154.9
9-11 <172.0 <169.9
12-15 <168.7 <1721
16-17 <167.5 <173.4
| | >18 <1424 <1488
GMFM' Part D <35
Part E <68

2MWT = 2-Minute Walk Test; 2MWD = 2-Minute Walk Distance; GMFM = Gross Motor Function Measure
* Definition of Baseline deficit is calculated from the NIH Toolbox motor domain dataset (2-minute Walk Endurance Test).
 Definition of Baseline deficit is from Oeffinger 2008.
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5.3. Screen Failures and Re-Screening

Screen failure is defined as a subject who consented to participate in the clinical study but was
not subsequently randomized. Information to be collected about screen-failed subjects is
presented in Table 19.

Subjects who do not meet the eligibility criteria (screen failure) may be re-screened a maximum
of 2 times.

Table 19: Information to Be Collected for Subjects Who Are Screen Failures

Category Information to Be Collected

Demography Date of birth*, sex, race, ethnicity

Reason for Specific entry criteria that subject does not satisfy (as many as have been assessed)

Screen Failure

ARGI1-D Date* and method (newborn screening, clinical symptoms, family history) of diagnosis, date*
Diagnostic of onset of first symptoms, mutation (if available), results of assessment for arginase activity
History in red blood cells (RBCs) if available

ARGI-D History of each of the following symptoms, including date* of onset (if known):

Medical History ~ Hyperargininemia, spasticity, seizures, hyperammonemia, developmental delay, impaired
growth, impaired motor function/gait, elevated ALT and/or AST, protein-restricted diet, EAA
supplementation, use of ammonia scavengers.

ARGI-D Family Genetic status (presence/absence of mutation data) of parents (if available), number of
History affected siblings, age at diagnosis for affected siblings.

* Ages may be substituted for dates, or partial dates may be used, to meet privacy requirements in various jurisdictions.
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6. STUDY MEDICATION
6.1. Study Medications Administered
Table 20: Study Medications Administered

Confidential

Intervention Name Pegzilarginase

Placebo

Unit Dose Strength(s) IV
(may also apply to SC
depending on weight and
dose)

Unit Dose Strength(s) SC

1 mg/mL solution

5 mg/mL

Description Pegzilarginase is a cobalt-substituted,
pegylated, recombinant human Arginase
1. AEB1102 drug product supplied as a
liquid formulation in 10 mL single-use
glass vials containing 5 mL of
formulated drug product at a
concentration of 1 mg/mL or 5 mL of
formulated drug product at 5 mg/mL.
Pegzilarginase is formulated in gllmM
NaCL fmM K2HPO4 ] mM KH2PO4,
and gl % w/v glycerol.

NA

NA (subcutaneous [SC ]dosing not
applicable to blinded, randomized study
activities)

The placebo will consist of the vehicle
contained in 10 mL glass vials.

Premedication Premedication with a non-sedating
antihistamine is recommended 30

minutes prior to the start of dosing.

Starting dose 0.10 mg/kg; dose
adjustment allowed based on
pharmacodynamic response
(Section 6.5)

IV Infusion

(approximately 30 minutes)

SC injection for long-term extension
study period activities only

Dose

Routes of Administration

Sourcing Provided by Sponsor

Packaging and Labeling  Study medication will be provided in a
10 mL single-use glass vial containing
5 mL of drug product. Each carton of
vials will be labeled as required per

. | country requirement.

Premedication with a non-sedating
antihistamine is recommended
30 minutes prior to the start of dosing.

Volume-adjusted placebo infusion to
match volume of hypothetical
pegzilarginase infusion

IV Infusion

(approximately 30 minutes)

SC injection for long-term extension
period activities only

Provided by Sponsor

Placebo will be provided ina 10 mL
single-use glass vial containing 5 mL of
vehicle. Each carton of vials will be
labeled as required per country

requirement.
1

Storage Conditions Filled vials of pegzilarginase must be
stored at either <-60°C for 36 months,
or 2-8°C for 24 months. Drug
temperature must be maintained in
accordance with the drug product

investigational labeling.

Filled vials of placebo must be stored at
either <-60°C for 36 months, or 2-8°C
for 24 months. Drug temperature must
be maintained in accordance with the
drug product investigational labeling.

Other Names AEB1102

Co-Argl-PEG

NA=not applicable
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6.5. Dose Modification

Dose modifications will be made based on plasma arginine levels. In general, the dose will be
modified if the subject’s plasma arginine level — assessed 168 hours after a given dose but prior
to the next dose — is outside the range of 50 to 150 uM.

Subjects assigned to pegzilarginase begin at Dose Level 2 (Table 21), 0.10 mg/kg. Beginning
with Visit 5 and ending with Visit LTE24, dose modifications, if required, based on plasma
arginine values will be implemented by the unblinded pharmacist and/or physician, according to
the following algorithm that will be implemented in the IXRS:

e Ifthe plasma arginine level is >150 uM, a single 168-hour sample will be used to
increase the dose by 2 dose levels (not to exceed 0.20 mg/kg) if the 2 doses prior to
this sample were a) the same dose level in mg/kg, and b) consecutive (with no missed
doses).

e [Ifthe plasma arginine levels from 2 sequential 168-hour samples (regardless of
missed doses) are both <50 uM, the dose is decreased by 1 dose level (Table 21), not
to decrease below 0.05 mg/kg.

After Visit LTE 24, the IXRS will no longer be used. Any dose modifications required as a result
of plasma arginine levels and/or changes in the subjects’ clinical presentation will be
implemented by the Investigator in discussion with the Aeglea medical team.

Full details are provided in the Pharmacy Manual.

Table 21: Dose Adjustments for Pegzilarginase

Dose Level® Dose
1 (Minimum Possible Dose) 0.05 mg/kg
2 (Starting Dose) 0.10 mg/kg
3 0.15 mg/kg
4 (Maximum Possible Dose) 0.20 mg/kg

2 Pegzilarginase dosing starts at level 2, 0.10 mg/kg. Dose increases, when required, are by 2 dose levels. Dose decreases are by
1 dose level.

6.6. Treatment Options

Upon completion of the 24-week double-blind treatment period of the study, all eligible subjects
will begin an 8-week blinded follow-up treatment period during which all subjects will receive
pegzilarginase.

Subjects initially randomized to pegzilarginase will receive the optimized dose they received
during the 24-week double-blind treatment period (which may be adjusted as clinically indicated
during this period per Section 6.5). Subjects initially randomized to placebo during the 24-week
double-blind treatment period will begin the 8-week blinded treatment period at a dose of

0.10 mg/kg that may be adjusted during the LTE period based on arginine levels (Section 6.5).
All subjects will have their final double-blind assessments (ie, Week 24 assessments) prior to
initiation of the LTE period.
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Table 22: Elements of Complete Medical and Surgical History

Subject Medical/Surgical History

e Disease manifestations and approximate age at presentation
o Motor function delay/difficulties evaluated at distances corresponding to short distances (eg, at
home — 5 meters) moderate distances (eg, at school - 50 meters), or longer sustained distances (eg,
shopping at a mall — 500m)
=  Walking ability (normal, difficulty with longer distances; difficulty with mobility
around house; requires wheelchair)
=  Ability to climb stairs with or without help (normal, minimal/moderate impairment,
severe impairment, not able)
o Cognitive and language delays/difficulties
e Age at ARGI-D diagnosis and method of confirmation of diagnosis (arginine levels; RBC enzyme
activity; DNA testing; other)
o Newborn screening history
e Evolution of disease progression: age relevant symptoms such as spasticity, seizures, muscle cramps,
hyperammonemia first noted
e Previous and current disease management including age of initiation and compliance with severe protein
restriction and use of ammonia scavengers if prescribed, use of antispasmodics (eg, baclofen);
Botulinum toxin-containing medications use; tendon release or other surgical procedures; physical
therapy
e  Current status with respect to the following:
o  All currently active and relevant medical and surgical conditions,
o Seizures
o  Muscle cramps
o Frequency of hyperammonemia and hyperammonemic episodes requiring hospitalization for the
2 years prior to screening
Liver injury (elevated ALT/AST) and or dysfunction
o  Other hospitalizations

o

— Reason(s) for hospitalization and date(s) if known
o Diet, including severe protein restriction and assessments of routine intake of EAA supplementation
and/or the use of ammonia scavengers and vitamins

Family Medical History
e  Total number of siblings and vital status (alive/dead)
e  Health status living siblings (healthy/motor abnormalities and/or developmental delay/other health
problems; specify)
e Number of siblings with confirmed diagnosis ARG1-D
o Disease manifestations and approximate age at presentation OR newborn screening history
o Age at diagnosis and method of diagnosis (arginine, RBC enzyme activity; DNA testing/other,
Newborn Screening)
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8.4. Neuromotor Assessments

Several clinical outcomes assessments of neurological and neuromotor function will be
conducted (Table 23). The timing of these assessments is specified in the Schedules of
Assessments (Table 1 through Table 15). All neuromotor clinical outcomes assessments will be
administered by appropriately qualified professionals and performed consistently between visits
and clinical sites. Assessments may be conducted over more than 1 day. Where allowed, these
assessments may be videotaped at Baseline and at subsequent timepoints thereafter. A subject
who completes a Baseline assessment will continue with that assessment during follow up, even
if they are out of age range for the test during follow up. Efforts will be made to ensure that the
same assessor administers all neuromotor assessments. At visits where neuromotor assessments
are conducted, the 2MWT will be the first neuromotor assessment performed.

Table 23: Neuromotor Function Clinical Qutcomes Assessments
Domain Assessed Test Name Age Range Time Required
Locomotion / Mobility / Endurance ~ 2-Minute Walk Test 3 to 85 4 minutes
Functional Mobility Scale and All ages 10 minutes
Gillette Functional Assessment
Questionnaire
Caregiver and Clinician Global All ages 5 minutes

Impression of Change

Caregiver and Clinician Global
| Impressions of Severity

Motor Function 9-Hole Pegboard 3 to 85 years 4 minutes
Gross Motor Function Measure-88, >5 months up to
Parts D and E 60 minutes
Modified Ashworth Scale All ages 10 minutes

8.4.1. 2-Minute Walk Test

This is a performance outcomes measure of mobility, with the 2-Minute Walk Test 2MWT)
being a shorter modification of the 6-minute version (eg, NIH Toolbox motor domain —2MWT
[Bohannon 2014]). The standardized methodology as defined by the ATS (American Thoracic
Society 2002) will be followed. The 2MWT has been validated over a large spectrum of age
groups, including children (Bohannon 2018) and adults (Bohannon 2014). Furthermore, both the
6-minute and a shorter modification have been used successfully in both children (Geiger 2007,
Maher 2008) and in adults with cerebral palsy (Andersson 2006, Ammann-Reiffer 2018), which
is also characterized by spasticity. Results of the 2MWT will be recorded as distance completed
in meters and percent change from Baseline. Subjects will be instructed to wear shoes that
securely cover their entire foot (eg, sneakers, etc) rather than sandals or slippers, etc when
performing the 2MWT. Given the relevance to the key secondary endpoint, this assessment will
be performed before any other assessments conducted on a given day.
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8.4.5. Modified Ashworth Scale

The MAS was developed to assess the spasticity of patients with central nervous system lesions
and is used to measure the resistance to passive movement about a joint due to spasticity. The
scale utilizes a scoring scale of 0 (no spasticity) to 4 (total rigidity) with 6 scoring choices as
shown below:

Score Modified Ashworth Scale

0 No increase in tone

1 Slight increase in tone manifested by a catch and release or by minimal resistance at the end of the
ROM when moved in flexion or extension

1+ Slight increase in tone manifested by a catch, followed by a minimal resistance throughout the
remainder (less than half) of the ROM

2 More marked increase in tone through most of the ROM, but affected parts easily moved

3 Considerable increase in tone; passive movement difficult

4 Limb rigid in flexion or extension
ROM = range of motion.

The test is well tolerated and easy to perform. Care should be taken as the scale cannot
differentiate between spasticity and soft tissue stiffness. The scale has been analyzed for
inter- and intra-rater reliability (Meseguer-Henarejos 2018).

8.5. Adaptive Behavior

The Vineland Adaptive Behavior Scales I (VABS-II) will be administered to the subject
(as appropriate) and/or to the parent or caregiver. All evaluations will be administered by an
appropriately qualified professional. Table 24 provides details on adaptive behavior assessments.

The VABS-II is a scale designed to measure adaptive behavior of individuals from birth to

age 90 years (Sparrow 2005). The VABS-II contains 4 domains: communication, daily living
skills, socialization, and motor skills. The domains are made up of 11 subdomains in which the
scores are added to form the domain composite scores. The 4 domain composite scores then
combine to form the adaptive behavior composite for those individuals aged birth to 6 years

11 months. Three domain composite scores (communication, daily living skills, and
socialization) combine to form the adaptive behavior composite for those ages 7 through

90 years.

Table 24: Adaptive Behavior

Domain Assessed Test Name Age Range Time Required

Adaptive Behavior Vineland Adaptive Behavior All ages 30-60 minutes
Scales II (Caregiver-reported)
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8.8. Neurocognitive and Quality-of-Life Assessments

Neurocognitive, developmental, and quality of life (QoL) tests to evaluate the intelligence,
memory, and QoL of subjects are presented in Table 25 and will be assessed at the time points
indicated in the Schedules of Assessments (Table | through Table 15). The VABS-II, PedsQL
Measurement Model for the PedsQL, and the Short Form Zarit Burden Interview (ZBI-12) are
assessments that will be administered to the subject (as appropriate) and/or to the parent or
caregiver. All other assessments will be administered only to the subject (as is age-appropriate).
These assessments may be videotaped at Baseline and at subsequent timepoints thereafter in
accordance with local laws and regulations.

All evaluations will be administered by an appropriately qualified professional, and where
possible, by the same assessor throughout the study. Assessments may be conducted over more
than 1 day. The selection of the appropriate test instrument administered to a subject is normally
dependent on the calendar age of the subject. For assessments that may overlap by age in any one
domain, the assessor will evaluate the subject’s cognitive and functional capabilities to determine
which test is most appropriate for the subject. The assessor will attempt to administer the most
advanced test to a given subject based on their chronological and/or developmental age. If the
assessor determines during administration of the assessment that the subject’s functional
capabilities are not appropriate for the more advanced test, they will end the assessment with the
advanced test and administer a less advanced test instead. These assessments may be videotaped
at Baseline and at subsequent timepoints thereafter in accordance with local laws and
regulations.

Table 25: Neurocognitive and Quality of Life (QoL) Assessments
Domain Assessed | Test Name | Age Range?

Bayley Scales of Infant 2 to 3.5 years 40 minutes
Development 111

| Time Required

|
‘ Intelligence

1 assessment per subject

depending on age Wechsler Preschool and Primary 2.5to 7.6 years. 45 to 60 minutes
Scale of Intelligence IV
Wechsler Intelligence Scale for 6 to 16 years 45 to 65 minutes
Children V
Wechsler Adult Intelligence 16 years and older 30 to 40 minutes
| | Scale IV (WAIS) | | ‘
| Quality of Life | PedsQL Measurement Model | 2 to 18 years | 5-10 minutes ‘
1 assessment per subject for the Pediatric Quality of Life
depending on age Inventory (Subject- or parent-
reported)
36-Item Short Form Health 19 years or greater 10 minutes
Survey (SF-36)
I
Caregiver QoL Short Form Zarit Burden Completed by Caregiver, 30 minutes

Interview (ZBI-12) All ages®

2 A subject who completes a Baseline assessment will continue with that assessment during follow up, even if they are out of age
range for the test during follow up.
b The same caregiver will complete the questionnaire throughout the study wherever possible.
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Table 26:

Lab Panel
Hematology

Serum Chemistry

Other Biomarkers

Arginine, Ornithine,
GC

Amino acids

Ammonia (Local Lab)

Urinalysis

Coagulation
Pregnancy Test

Mutation analysis and
arginase activity in
RBC

Phenylbutyrate
Metabolite Analysis

Serum tryptase and
serum complement C3

ADAs

PK

Aeglea BioTherapeutics, Inc. 99
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Clinical Laboratory Assessments

Tests

RBCs, WBCs, hemoglobin, hematocrit, WBC differential count (neutrophils,
lymphocytes, eosinophils and basophils), platelet count, mean corpuscular hemoglobin
concentration, mean corpuscular hemoglobin, mean corpuscular volume, mean platelet
volume, and RBC distribution width

Sodium, potassium, chloride, bicarbonate, calcium, phosphate, BUN, creatinine,
glucose, lactate dehydrogenase, AST, ALT, alkaline phosphatase, total bilirubin, total
protein, and albumin

Growth hormone, IGF-1,

Baseline only:

S-transthyretin/prealbumin; S-transferrin/TIBC, S-RBP retinol binding protein
Arginine, ornithine, guanidinoacetic acid, a-N-acetylarginine, o-keto-
6-guanidinovaleric acid, argininic acid, creatine, homoarginine, or others.

The amino acid panel excluding ornithine and arginine will be provided to the
Investigators. Amino acids to be assayed are: Taurine, Aspartic Acid, Hydroxyproline,
Threonine, Serine, Asparagine, Glutamic Acid, Glutamine, Proline, Glycine, Alanine,
Citrulline, Valine, Methionine, Cystine, Isoleucine, Leucine, Tyrosine, Phenylalanine,
a-Amino-n-butyric acid, Tryptophan, Lysine and Histidine.

Plasma ammonia will be measured at Baseline and at regular intervals throughout the
study. Samples will be analyzed shortly after collection by the local laboratory due to
the lability of this sample.

Appearance, glucose, ketones, blood, protein, nitrate, bilirubin, specific gravity, pH,
and leukocyte esterase. If positive for blood, protein trace, or leukocyte esterase then
include microscopy.

aPTT, PT/INR

Serum pregnancy tests will be performed by the central laboratory for all female
subjects of childbearing potential at the Screening and End of Study visits. Serum or
urine pregnancy tests will be performed at the local lab as noted at other visits as
described in the Schedules of Assessments. Subjects who have a confirmed positive
pregnancy test at any time during the study will be discontinued from further study
drug administration and will be followed for pregnancy outcome.

Mutation analysis of the arginase 1 gene and arginase activity in RBCs will be
assessed for all subjects at the central laboratory (Section 8.2). Mutation analysis is
required for all subjects in accordance with local or country laws or regulations. If
subject’s medical record contains the results of a previous mutation analysis, that is
sufficient. Some countries may require a separate, optional consent/assent; if a subject
does not consent/assent, they may still be enrolled in the study.

Samples for phenylbutyrate metabolite analysis will be collected at Baseline and
during any hyperammonemic episode.

Serum tryptase and serum complement C3 will be measured at Baseline and in the
event of a hypersensitivity reaction at the central lab. Samples will be obtained at
3 and 24 hours after the start of the reaction.

Samples for ADAs will be collected at Baseline and pre-dose at regular intervals
throughout the study according to the Schedules of Assessments. In the event of a
hypersensitivity reaction, additional ADA samples will be taken at the time of the
event and as clinically indicated thereafter.

Samples for the determination of pegzilarginase levels will be collected. The results
will remain blinded until the study is completed.

11 December 2020
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Assessments are specified by the time points listed in the Schedules of Assessments (Table |
through Table 15) and blood samples will be collected to explore the Baseline and
treatment-associated changes to the levels of guanidino compounds.

To maintain study blinding, Investigators will not be provided with arginine, ornithine, or
guanidino compound results from the double-blind or blinded follow-up periods until after the
study is complete and the blind is formally broken.

8.16. Plasma Amino Acids and Ammonia

Samples for analysis of plasma amino acids (other than arginine) will be drawn at timepoints
designated in the Schedules of Assessments (Table 1 through Table 15) and sent to the central
lab. Sampling for amino acids will be performed after approximately 4-hours of fasting from
food and EAAs, except where operationally and/or clinically impractical. The date and time of
each sample will be recorded. Fasting status, including time of last meal and last EAA
administration, will be recorded in the eCRF.

Samples for analysis of plasma ammonia will be drawn at time points designated in the
Schedules of Assessments (Table 1 through Table 15) and sent to the site’s local lab. The results
of the ammonia test will be recorded in the appropriate section of the eCRF. Care will be
exercised in obtaining samples for ammonia testing. Institution-specific procedures for obtaining
and processing samples for ammonia testing must be followed carefully to insure an accurate
result. A repeat test will be considered to confirm elevation.

The amino acid panel excluding ornithine and arginine will be provided to the Investigators.
Ornithine and arginine are blinded for clinical study purposes, and therefore will not be provided
to Investigators and will remain blinded until the end of the study.

8.17. Vital Signs and Height and Weight

Vital signs (including blood pressure, pulse, respirations, temperature, height, and weight) will
be assessed at the timepoints specified in the Schedules of Assessments (Table 1 through
Table 15).

8.18. Electrocardiogram

A 12-lead ECG will be obtained after approximately 5 minutes of rest in the supine position
using equipment at the site at the visits noted on the Schedules of Assessments (Table 1 through
Table 15). An unscheduled ECG will be obtained as clinically indicated for cardiovascular
symptoms. The Investigator or designee will evaluate the ECGs for abnormalities and any
abnormalities will be specified as clinically significant (CS) or not clinically significant (NCS).
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8.19. Electroencephalogram

In addition to clinically overt seizures, a high frequency of abnormal electroencephalogram
(EEQ) activity has been observed in subjects with ARG1-D (Carvalho 2012, Huemer 2016,

De Deyn 1997). Electroencephalography is a test used to evaluate electrical activity in the brain.
The EEG is defined as electrical activity of an alternating type recorded from the scalp surface
after being picked up by metal electrodes and conductive media (Teplan 2002).
Electroencephalogram results have been shown to be abnormal in a considerable proportion of
subjects with ARGI1-D, with EEG recordings showing slow diffuse activity, and generalized
epileptic activity (Carvalho 2012, De Deyn 1997). All subjects will be consented for Baseline
and follow-up routine (ie, not sleep, ambulatory or video telemetry), outpatient EEG recordings.
Screening and Week 24 recordings will be performed for all subjects.

8.20. Pharmacokinetics

Blood samples will be collected for measurement of serum concentrations of pegzilarginase as
specified in the Schedules of Assessments (Table 1 through Table 15). The timing of the sample
collection is described in Table 27.

Table 27: Pharmacokinetic Sampling Times

Baseline Visit 12 Visit 24
Pre-infusion (within 1 hour) X X X

After completion of infusion

1 hour (£30 minutes) X X X
2 hours (£30 minutes) X X X
4 hours (£1 hour) X X X
24 hours (£4 hours) X X X
96 hours (£8 hours) X X X
168 hours (£24 hours, but prior to next dose) X X X

Efforts will be made to collect the samples within the specified windows where feasible, but samples collected outside the
windows will not be considered protocol deviations.

These samples will be shipped to the central PK lab and may be batched. Instructions for the
collection and handling of biological samples will be provided by the Sponsor. The actual date
and time (24-hour clock time) of each sample will be recorded.

Drug concentration information that would unblind the study will not be reported to investigative
sites or blinded personnel until the study has been unblinded.
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Table 28:

Relationship
Not Related

Unlikely Related

Possibly Related

Probably Related

Adverse Event Relationship to Study Medication

Description
No relationship between the experience and the administration of study drug; related to
other etiologies such as concomitant medications or subject’s clinical state.
e Exposure to the IMP has not occurred; or
e The administration of the IMP and the occurrence of the AE are not reasonably related
in time; or
e The AE is considered likely to be related to an etiology other than the use of the IMP;

that is, there are no facts [evidence] or arguments to suggest a causal relationship to
the IMP.

The current state of knowledge indicates that a relationship is unlikely. Poor timing, other

causes more likely:

e  The administration of the IMP and the occurrence of the AE are related in time but the
relationship is improbable based on the current state of knowledge; and

e The AE could be explained equally well by factors or causes other than exposure to
the IMP.

To be used when the exclusion of drug causality of a clinical event seems most plausible
A reaction that follows a plausible temporal sequence from administration of the study
drug and follows a known response pattern to the suspected study drug. The reaction might

have been produced by the subject’s clinical state or other modes of therapy administered
to the subject, but this is not known for sure.

Good timing but other causes possible:

e The administration of the IMP and the occurrence of the AE are reasonably related in
time; and

e The AE could not be explained equally well by factors or causes other than exposure
to the IMP.

To be used when drug causality is one of the other possible causes

A reaction that follows a plausible temporal sequence from administration of the study

drug and follows a known response pattern to the suspected study drug. The reaction

cannot be reasonably explained by the known characteristics of the subject’s clinical state
or other modes of therapy administered to the subject.

Good timing, other causes unlikely, withdrawal challenge.

e The administration of IMP and the occurrence of the AE are reasonably related in
time; and

e The AE is more likely explained by exposure to the IMP than by other factors or
causes; and

e The AE follows a clinically reasonable response on withdrawal (dechallenge).

Definitely Related

A reaction that follows a plausible temporal sequence from administration of the study
drug and follows a known response pattern to the suspected study drug and can be
confirmed with a positive re- challenge test or supporting laboratory data.

AE = adverse event; IMP = investigational medicinal product.

To classify AEs, preferred terms will be assigned by the Sponsor or contract research
organization (CRO) to the original terms entered on the eCRF, using the Medical Dictionary for
Regulatory Activities (MedDRA) terminology.
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10. STATISTICAL CONSIDERATIONS

10.1. Sample Size Determination

Based on preliminary data from Study 101A and Study 102A, the mean decrease from Baseline
in plasma arginine after 24 weekly doses of pegzilarginase is estimated to be 95% compared to
the placebo group. On the log scale this corresponds to a change of 3 units [log(0.05)=-3], the
estimate for the common standard deviation of the change from Baseline on the log scale is

1.4 units. Under these assumptions, a total sample size of 30 subjects, with 20 subjects assigned
to pegzilarginase and 10 assigned to placebo, provides over 99% power to detect a statistically
significant difference between the 2 treatment arms.

Based on assumed effect sizes from preliminary data from Study 101A and Study 102A, and a
sample size of 30 subjects, simulations have shown that the power to show statistical
significance in 1 or both analyses of the key secondary endpoints of mobility (change from
Baseline in 2MWT and change from Baseline in GMFM-E) using a Hochberg procedure to
control the Type 1 error is at least 90%. Further details relating to the simulations can be found
in the SAP.

Although an exact screen failure rate cannot be accurately predicted based on available data, a
sufficient number of subjects will be screened so that at least 30 subjects in the Full Analysis Set
(FAS) have at least | follow-up measurement on which clinical response can be assessed
(2MWT and GMFM-E). Subjects who discontinue after their first dose but before completing the
double-blind portion (“dropouts™) will not be replaced; Section 10.3 describes how all subjects,
including dropouts, are included in the analyses of efficacy and safety.

10.2. Populations for Analyses/Analysis Sets
For purposes of analysis, the following populations (analysis sets) are defined in Table 29.

Table 29: Analysis Sets

Analysis Set Description

Consented Set All subjects who sign an ICF. This population is used to create the
CONSORT diagram.

Randomized Set All subjects in the Consented population who are randomized to a blinded
study treatment.

Full Analysis Set All subjects who are randomized and who receive a least 1 dose of blinded
study treatment. All safety and efficacy analyses are performed on this set.

Per Protocol Set All subjects in the Full Analysis Set who have completed their planned 21,

227,23 and 24" doses and who have assessable key secondary endpoints
and no major/important protocol deviations related to the assessment of
efficacy.

PK Set All subjects with sufficient PK data to permit meaningful analysis.
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Table 30:

Endpoint
Primary

Key Secondary

Detailed Overview of Statistical Methodology for Efficacy Endpoints

Statistical Analysis Methods
Change from Baseline after 24 weeks of study treatment in logged plasma arginine will be
compared between groups using an ANCOVA model at 0=0.05, 2-sided. Details of the
covariates and the models will be included in the SAP.
If the primary analysis is not statistically significant, formal hypothesis testing will stop. If it
is statistically significant, then formal hypothesis testing will proceed with the key secondary
mobility endpoints.
Sensitivity analyses of the primary analysis will be performed using Wilcoxon rank sum
tests. Details will be provided in the SAP.

Change from Baseline at Week 24 in 2MWT and GMFM-E will be compared between

Endpoints groups using separate ANCOVA models. Details of the covariates and the models will be
(Mobility) included in the SAP.

The global Type 1 error level of the key secondary endpoints will be controlled using a

Hochberg procedure with the primary endpoint acting as a gatekeeper.

The method used to formally control the global Type 1 error rate for the later subsequent

secondary endpoints will be detailed in the SAP. However, p-values for the secondary

analyses will be shown for descriptive purposes regardless of whether the formal hypothesis
testing has stopped.
Secondary Details of multiplicity adjustments within the secondary endpoints will be provided in the

SAP.

e Proportions of subjects with final arginine <200 pM will be compared between
randomized treatments using Fisher’s Exact Test.

e Proportions of subjects with final arginine 40 to 115 pM will be compared between
randomized treatments using Fisher’s Exact Test.

e Change from Baseline at Week 24 in GMFM-D will be compared between randomized
treatments using an ANCOVA model. Details of the covariates and the models will be
included in the SAP.

e Change from Baseline at Week 24 in the overall VABS-II Adaptive Behavior Composite
and in each of the 4 individual components (Communication Domain, Daily Living
Skills Domain, Socialization Domain, Motor Skills Domain) will be compared between
randomized treatments using an ANCOV A model. Details of the covariates and the
models will be included in the SAP.

e Change from Baseline at Week 24 in the FMA assessments (FMS 5, FMS 50, FMS 500,
and GFAQ) will be compared between randomized treatments using an ANCOVA
model. Details of the covariates and the models will be included in the SAP.

e  Ornithine and GCs will be assessed using the same statistical methods as for the primary
endpoint.

e PK will be assessed using standard Non-Compartmental Analysis techniques.

Tertiary Analyses for tertiary endpoints will be described in the SAP.
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Table 31: Definition of Baseline Deficits for Other Secondary Clinical Endpoints*

Definition of

Domain Assessment Component Baseline Deficit
Mobility** FMA FMS 5 meters Level 1 —Level 5
FMS 50 meters Level 1 —Level 5
FMS 500 meters Level 1 —Level 5
GFAQ Level 2 —Level 9
Adaptive Behavior VABS-II Adaptive Behavior Composite Standard Score < 85
Communication Domain Standard Score < 85
Daily Living Skills Domain Standard Score < 85
Socialization Domain Standard Score < 85
Motor Skills Domain Standard Score < 85

FMA = Functional Mobility Assessment; FMS = Functional Mobility Scale; VABS-II = Vineland Adaptive Behavior Scale,
Version 2.

* Definition of Baseline deficit is calculated from data in (Bohannon 2018) for subjects 3 to 17 years of age and

(Bohannon 2015) in subjects >18 years of age. Definition of clinical response is from Bohannon 2015.

** Baseline deficit is not applicable for MAS.

10.3.1.1. Details for Analysis of the Primary Endpoint

For the primary endpoint, change from Baseline in plasma arginine, the plasma arginine values
will be log transformed prior to analysis.

The Baseline value will be defined as the mean of all logged plasma arginine values (analyzed at
the designated central laboratory) obtained during the screening/Baseline period and prior to the
first dose of blinded study treatment. If a subject was re-screened, only those values taken during
the final screening period are used in the computation of Baseline arginine.

The final follow-up arginine level will be defined as the mean of the last 4 prior-to-dosing logged
values obtained during the double-blind period that meet the following criteria: (1) the sample
date occurred after the scheduled date for the 20" dose, and (2) the prior 2 doses were
administered as planned, ie, at approximately 7 days and 14 days prior to collection of the
arginine sample. If at least 1, but fewer than 4, values meet the criteria, then only those values
will be included in the mean. If none of the values meet the criteria, then the last single
post-Baseline arginine logged value will be included.

If no post-Baseline arginine values were obtained, then the change from Baseline will be
imputed as 0. Otherwise, change from Baseline will be equal to (Final follow-up arginine level
logged value — Baseline plasma arginine logged value).

Change from Baseline to final follow-up arginine level as defined in this section will be
compared between randomized groups using an ANCOVA model using 2-sided a=0.05. The
Baseline arginine value will be included as a covariate in the model. Details of any other
covariates and class effects to be included in the ANCOVA will be detailed in the SAP.

Once exponentiated, the change from baseline in logged values will represent a ratio. The
difference in change from baseline values will represent a relative ratio in plasma arginine for
subjects treated with pegzilarginase vs subjects treated with placebo.

As a sensitivity analysis, change from Baseline to final follow-up arginine level as defined in this
section will be compared between pegzilarginase and placebo with a Wilcoxon rank sum test.
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10.3.1.3.3. Additional Secondary Endpoints

Change from Baseline at Week 24 in GMFM-D will be assessed with the same methods used for
2MWT and GMFM-E.

Change from Baseline at Week 24 in the overall VABS-II Adaptive Behavior Composite and in
each of the 4 individual components (Communication Domain, Daily Living Skills Domain,
Socialization Domain, Motor Skills Domain) will be assessed with the same methods used for
2MWT and GMFM-E.

Change from Baseline at Week 24 in the FMA assessments (FMS 5, FMS 50, FMS 500, and
GFAQ) will be assessed with the same methods used for 2MWT and GMFM-E.

These secondary endpoints will also be analyzed as tertiary endpoints using responder analyses
incorporating the response definitions for 2MWT, GMFM-D, GMFM-E, FMA, and VABS-II
detailed in Table 32, which includes the definition of clinically meaningful change for each
endpoint.

Table 32: Additional Clinical Response Definitions

Domain Assessment Component Definition of Response
Mobility 2MWT e Distance walked Improvement by >9%
GMFM GMFCS1 GMFCSII GMFCS Il
e PartD 2.4 3.3 1.5
* PartE 4.0 28 1.8
FMA e FMS 5 meters Improvement by 1 level
e FMS 50 meters Improvement by 1 level
* FMS 500 meters Improvement by 1 level
| | ’ * GFAQ Improvement by 2 levels
! Adaptive | vaBs-l e Adaptive Behavior Composite ! Improvement by >7.5 points !
Behavior e Communication Domain Improvement by 27.5 points
e Daily Living Skills Domain Improvement by >7.5 points
e Socialization Domain Improvement by >7.5 points
e Motor Skills Domain Improvement by >7.5 points

Note: Response definitions based on Ammann-Reiffer 2018 and Norman 2003.

A subject is considered a responder for the given secondary endpoint if the subject meets the
definition of response for that endpoint.

An independent, blinded, anchor-based analysis of all double-blind assessments of 2MWT,
GMFM Parts D and E, FMA, and VABS-II, performed prior to formal unblinding of the
double-blind data, will be conducted in support of the predefined clinically meaningful changes.

10.3.1.3.4. Ornithine and Guanidino Compounds

Ornithine and GCs will be assessed with the same methodology as for arginine, although the
p-values are considered descriptive.
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10.3.2. Safety Analyses

Safety analyses will be performed on the FAS. Subjects will be presented as treatment received;
subjects receiving a single dose of pegzilarginase will be categorized in the pegzilarginase
treatment group for all safety outputs. A brief overview of statistical analysis methods for safety
endpoints is provided in Table 33. Further details on these analyses and analyses of other safety
endpoints will be described in the SAP.

Table 33: Brief Overview of Statistical Methodology for Safety Endpoints

Endpoint Statistical Analysis Methods

Adverse Events Summaries of proportion of subjects with specific AEs will be presented, including AEs by
severity, AEs by relationship to study treatment, SAEs, and AEs leading to discontinuation.
Note that reported relationship to study treatment will be dichotomized: AEs categorized as
either not related or unlikely related to study treatment will be analyzed as “not related” to
study treatment while AEs categorized as possibly, probably, or definitely related to study
treatment will be analyzed as “related” to study treatment.

Laboratory These will be summarized longitudinally using changes and percent changes from Baseline.
Assessments Shift tables may also be created.
Vital Signs Vital signs will be listed but will be summarized through vital-sign-related adverse events.

10.3.3. Other Analyses

Pharmacokinetic, PD, tertiary endpoints, and biomarker exploratory analyses will be described in
the SAP, which will be finalized before any unblinding of the double-blind period. The PK and
PD analyses will be presented separately from the main clinical study report (CSR).

10.3.4. Stratification of Randomization

Randomization in this study is stratified by severity of prior history of hyperammonemia. The
purpose of this stratification is to avoid potential imbalance in this factor across randomized
treatment groups. The main analyses will not be stratified for this factor, but its influence will be
explored in supportive analyses described in the SAP.

The randomization strata, based on hyperammonemic episodes as defined in Section 9.3.2, are:

e >] hyperammonemic episode within 90 days of consent or >2 hyperammonemic
episodes within 365 days of consent

e No hyperammonemic episodes within 365 days of consent, or 1 hyperammonemic
episode occurring >90 days prior to consent
10.4. Interim Analyses

No interim analyses are planned during the blinded portion of the study. When all subjects have
completed the blinded portion of the study to LTEOI and its assessments, and the database has
been frozen, the data will be formally unblinded and analyzed.
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Abbreviation Definition
ADAC(s) anti-drug antibodies (anti-AEB1102, anti-PEG antibodies)
AE adverse event
AESI adverse event of special interest
ALT alanine aminotransferase
aPTT activated partial thromboplastin time
ARGI-D Arginase 1 Deficiency
AST aspartate aminotransferase
ATS American Thoracic Society
BL Baseline
BMI body mass index
BSID-III Bayley Scales of Infant and Toddler Development-I11
BUN blood urea nitrogen
CDC Centers for Disease Control And Prevention (United States)
CFR Code of Federal Regulations
Ccos Clinical Outcomes Solutions
CRA clinical research associate
CRO contract research organization
CS clinically significant
CSR clinical study report
EAA essential amino acid
EC Ethics Committee
ECG electrocardiogram
eCRF electronic case report form
EDC electronic data capture
EEG electroencephalogram
EODB End of Double-blind Period
EORP End of Randomized Period Visit
EOS End of Study
ERT enzyme replacement therapy
FDA Food and Drug Administration
FMA Functional Mobility Assessment
FMS Functional Mobility Scale
FU Follow-Up Visit
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Abbreviation Definition

GAI General Ability Index

GC guanidino compound

GCP Good Clinical Practice

GFAQ Gillette Functional Assessment Questionnaire

GMFCS Gross Motor Function Classification System

GMFM Gross Motor Function Measure-88

HIV human immunodeficiency virus

1B Investigator Brochure

ICF informed consent form

ICH International Council for Harmonisation

IDM Individualized disease management: Severe protein restriction and essential amino acid
supplementation (EAA) and/or the use of ammonia scavengers

IEC Independent Ethics Committee

IGF-1 insulin-like growth factor 1

INR international normalized ratio

IMP investigational medicinal product: The terms “IMP” and “study drug” may be used
interchangeably in the protocol.

1Q intelligence quotient

IRB Institutional Review Board

ISR injection site reaction

1IUD intrauterine device

IUs intrauterine hormone-releasing system

v intravenous(ly)

IXRS interactive web/voice response system

LTE long-term extension

MAS Modified Ashworth Scale

MedDRA Medical Dictionary for Regulatory Activities

mRNA messenger ribonucleic acid

NCS not clinically significant

NIH National Institutes of Health (United States)

PD pharmacodynamic(s)

PE physical examination

PEACE Pegzilarginase Effect on Arginase 1 Deficiency Clinical Endpoints

PedsQL Pediatric Quality of Life

PEG polyethylene glycol
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Abbreviation Definition

PK pharmacokinetic(s)

PMA phenylbutyrate metabolite analysis

PT prothrombin time

QoL quality of life

RBC red blood cell

SAE serious adverse event

SAP statistical analysis plan

SC Subcutaneous

Scr Screening

SDC Statistics and Data Corporation

SF-36 36-Item Short Form Health Survey

S-RBP serum retinol binding protein

SRC Safety Review Committee

2MWT 2-Minute Walk Test

TIBC total iron-binding capacity

uUsS United States

VABS-II Vineland Adaptive Behavior Scale, Second edition
WAIS-IV Wechsler Adult Intelligence Scale [V
WBC white blood cell

WISC-V Wechsler Intelligence Scale for Children V
WPPSI-IV Wechsler Preschool and Primary Scale of Intelligence [V
ZBI-12 Short Form Zarit Burden Interview
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