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TREATMENT OF MUCOPOLYSACCHARIDOSIS I
WITH FULLY-HUMAN GLYCOSYLATED HUMAN ALPHA-L-IDURONIDASE
(IDUA)

CROSS-REFERENCE TO RELATED APPLICATIONS
[0001] This application claims the benefit of U.S. Provisional Application No. 63/086,145,
filed October 1, 2020 and U.S. Provisional Application No. 62/964,351, filed January 22, 2020,

the content of each of which is incorporated herein by reference in its entirety.

REFERENCE TO SEQUENCE LISTING SUBMITTED ELECTRONICALLY

[0002] This application incorporates by reference a Sequence Listing submitted with this
application as text file entitled “Sequence Listing 12656-128-228.txt” created on January 11,
2021 and having a size of 86,234 bytes.

1. INTRODUCTION

[0003] Compositions and methods are described for the delivery of a fully human-
glycosylated (HuGly) a-L-iduronidase (IDUA) to the cerebrospinal fluid of the central nervous
system (CNS) of a human subject diagnosed with mucopolysaccharidosis I (MPS I).

2. BACKGROUND OF THE INVENTION

[0004] Mucopolysaccharidosis type I (MPS 1) is a rare recessive genetic disease with an
estimated incidence of 1 in 100,000 live births (Moore D et al., 2008, Orphanet Journal of Rare
Diseases 3). MPS 1is caused by deficiency of a-l-iduronidase (IDUA), an enzyme required for
the lysosomal catabolism of the ubiquitous complex polysaccharides heparan sulfate and
dermatan sulfate. These polysaccharides, called glycosaminoglycans (GAGs), accumulate in
tissues of MPS I patients, resulting in characteristic storage lesions and diverse disease sequelae.
Patients may exhibit short stature, bone and joint deformities, coarsened facial features,
hepatosplenomegaly, cardiac valve disease, obstructive sleep apnea, recurrent upper respiratory
infections, hearing impairment, carpal tunnel syndrome, and vision impairment due to corneal
clouding (Beck M, ef al., 2014, The natural history of MPS I: global perspectives from the MPS
I Registry. Genetics in medicine: official journal of the American College of Medical Genetics
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16(10):759-765). In addition, many patients develop symptoms related to GAG storage in the
central nervous system, which can include hydrocephalus, spinal cord compression and, in some
patients, cognitive impairment.

[0005] MPS I patients span a broad spectrum of disease severity and extent of CNS
involvement. This variability in severity correlates with residual IDUA expression; patients with
two mutations that result in no active enzyme expression—including nonsense mutations,
deletions, and some missense mutations—typically present with symptoms before two years of
age, and universally exhibit severe cognitive decline after an initial period of normal
development (Terlato NJ & Cox GF, 2003, Genetics in Medicine: official journal of the
American College of Medical Genetics 5(4):286-294). This severe form of MPS I is also
referred to as Hurler (H) syndrome. Patients with at least one mutation that results in production
of a small amount of active IDUA exhibit an attenuated phenotype, referred to as Hurler-Scheie
(HS) syndrome or Scheie syndrome. These patients may present with symptoms early in
childhood or may not be identified until after the first decade of life. Although onset is generally
later and severity may be reduced, patients with the attenuated form of MPS I can experience any
of the same somatic features as those with Hurler syndrome (Vijay S & Wraith JE, 2005, Acta
Paediatrica 94(7):872-877). Patients with attenuated MPS I also experience high rates of
neurological complications, including spinal cord compression and hydrocephalus. Cognitive
impairment is reported in approximately 30% of patients classified as having attenuated MPS 1
(Beck M, et al., 2014, Genetics in medicine: official journal of the American College of Medical
Genetics 16(10):759-765).

[0006] Enzyme replacement therapy (ERT) [Aldurazyme® (laronidase)] has been accepted
as standard of care for systemic symptoms of MPS I, but does not treat the CNS manifestations
(de RuMH, et al., 2011, Orphanet Journal of Rare Diseases 6:9; Wraith JE, et al., 2007,
Pediatrics 120(1): E37-E46). Hematopoietic stem cell transplantation (HSCT) does impact the
neurocognitive symptoms of MPS [, but there are important limitations of the procedure. HSCT
for MPS 1 is associated with substantial morbidity and up to 20% mortality, and treatment is
incomplete as patients still encounter neurocognitive decline up to 1 year after HSCT while
IDUA expression stabilizes (de Ru MH, et al., 2011, Orphanet Journal of Rare Diseases 6:9;
Fleming DR, et al., 1998, Pediatric transplantation 2(4):299-304; Boelens JJ, et al., 2007, Bone
Marrow Transplantation 40(3):225-233; Souillet G, et al., 2003, Bone Marrow Transplantation
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31(12):1105-1117; Whitley CB, et al., 1993, American Journal of Medical Genetics 46(2):209-
218). Among successfully engrafted patients, intelligence typically remains significantly below
normal.

3. SUMMARY OF THE INVENTION

[0007] The invention involves the delivery of a fully human-glycosylated (HuGly) a-L-
iduronidase (HuGlyIDUA) to the cerebrospinal fluid (CSF) of the central nervous system of a
human subject diagnosed with mucopolysaccharidosis I (MPS I), including, but not limited to
patients diagnosed with Hurler, Hurler-Scheie, or Scheie syndrome. In a preferred embodiment,
the treatment is accomplished via gene therapy — e.g., by administering a viral vector or other
DNA expression construct encoding human IDUA (hIDUA), or a derivative of hIDUA, to the
CSF of a patient (human subject) diagnosed with MPS 1, so that a permanent depot of transduced
cells is generated that continuously supplies the fully human-glycosylated transgene product to
the CNS. HuGlyIDUA secreted from the depot into the CSF will be endocytosed by cells in the
CNS, resulting in “cross-correction” of the enzymatic defect in the recipient cells. In an
alternative embodiment, the HuGlyIDUA can be produced in cell culture and administered as an
enzyme replacement therapy (“ERT”), e.g., by injecting the enzyme. However, the gene therapy
approach offers several advantages over ERT — systemic delivery of the enzyme will not result in
treating the CNS because the enzyme cannot cross the blood brain barrier; and, unlike the gene
therapy approach of the invention, direct delivery of the enzyme to the CNS would require repeat
injections which are not only burdensome, but pose a risk of infection.

[0008] The HuGlyIDUA encoded by the transgene can include, but is not limited to human
IDUA (hIDUA) having the amino acid sequence of SEQ ID NO. 1 (as shown in FIG. 1), and
derivatives of hIDUA having amino acid substitutions, deletions, or additions, e.g., including but
not limited to amino acid substitutions selected from corresponding non-conserved residues in
orthologs of IDUA shown in FIG. 2, with the proviso that such mutations do not include any that
have been identified in severe, severe-intermediate, intermediate, or attenuated MPS 1
phenotypes shown in FIG. 3 (from, Saito et al., 2014, Mol Genet Metab 111:107-112, Table 3
listing 57 MPS I mutations, which is incorporated by reference herein in its entirety); or reported
by Venturi et al., 2002, Human Mutation #522 Online (“Venturi 2002”), or Bertola et al., 2011
Human Mutation 32:E2189-E2210 (“Bertola 20117), each of which is incorporated by reference

herein in its entirety.
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[0009] For example, amino acid substitutions at a particular position of hIDUA can be
selected from among corresponding non-conserved amino acid residues found at that position in
the IDUA orthologs depicted in FIG. 2 (showing alignment of orthologs as reported Maita et al.,
2013, PNAS 110:14628, Fig. S8 which is incorporated by reference herein in its entirety), with
the proviso that such substitutions do not include any of the deleterious mutations shown in FIG.
3 or reported in Venturi 2002 or Bertola 2011 supra. The resulting transgene product can be
tested using conventional assays in vitro, in cell culture or test animals to ensure that the
mutation does not disrupt IDUA function. Preferred amino acid substitutions, deletions or
additions selected should be those that maintain or increase enzyme activity, stability or half-life
of IDUA, as tested by conventional assays iz vifro, in cell culture or animal models for MPS 1.
For example, the enzyme activity of the transgene product can be assessed using a conventional
enzyme assay with 4-methylumbelliferyl o-L-iduronide as the substrate (see, e.g., Hopwood et
al., 1979, Clin Chim Acta 92: 257-265; Clements et al., 1985, Eur J Biochem 152: 21-28; and
Kakkis et al., 1994, Prot Exp Purif 5: 225-232 for exemplary IDUA enzyme assays that can be
used, each of which is incorporated by reference herein in its entirety). The ability of the
transgene product to correct MPS I phenotype can be assessed in cell culture; e.g., by
transducing MPS I cells in culture with a viral vector or other DNA expression construct
encoding hIDUA or a derivative; by adding the rHuGlyIDUA or a derivative to MPS I cells in
culture; or by co-culturing MPS I cells with human host cells engineered to express and secrete
rHuGlyIDUA or a derivative, and determining correction of the defect in the MPS I cultured
cells, e.g., by detecting IDUA enzyme activity and/or reduction in GAG storage in the MPS 1
cells in culture (see e.g., Myerowitz & Neufeld, 1981, J Biol Chem 256: 3044-3048; and Anson
et al. 1992, Hum Gene Ther 3: 371-379, each of which is incorporated by reference herein in its
entirety).

[0010] Animal models for MPS I have been described for mice (see, e.g., Clarke et al., 1997,
Hum Mol Genet 6(4):503-511), the domestic shorthair cat (see, e.g., Haskins et al., 1979, Pediatr
Res 13(11):1294-97), and several breeds of dog (see, e.g., Menon et al., 1992, Genomics
14(3):763-768; Shull et al., 1982, Am J Pathol 109(2):244-248). The MPS I model in dog
resembles Hurler syndrome, the most severe form of MPS I, since the IDUA mutation results in

no detectable protein. High gene homology between IDUA proteins (see alignment in FIG. 2)
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means that hIDUA is functional in animals, and treatments encompassing hIDUA may be tested
on these animal models.
[0011] Preferably, the rHuGlyIDUA transgene should be controlled by expression control
elements that function in neurons and/or glial cells, e.g., the CB7 promoter (a chicken [3-actin
promoter and CMYV enhancer), and can include other expression control elements that enhance
expression of the transgene driven by the vector (e.g., chicken [-actin intron and rabbit [3-globin
poly A signal). The cDNA construct for the hIDUA transgene should include a coding sequence
for a signal peptide that ensures proper co- and post-translational processing (glycosylation and
protein sulfation) by the transduced CNS cells. Such signal peptides used by CNS cells may
include but are not limited to:
e Oligodendrocyte-myelin glycoprotein (hOMG) signal peptide:
MEYQILKMSLCLFILLFLTPGILC (SEQ ID NO:2)
o Cellular repressor of E1A-stimulated genes 2 (hCREG?2) signal peptide:
MSVRRGRRPARPGTRLSWLLCCSALLSPAAG (SEQ ID NO:3)
e V-set and transmembrane domain containing 2B (hVSTM2B) signal peptide:
MEQRNRLGALGYLPPLLLHALLLFVADA (SEQ ID NO:4)
e Protocadherin alpha-1 (WPCADHAT1) signal peptide:
MVFSRRGGLGARDLLLWLLLLAAWEVGSG (SEQ ID NO:5)
e FAMI9A1 (TAFALI) signal peptide:
MAMVSAMSWVLYLWISACA (SEQ ID NO:6)
e Interleukin-2 signal peptide:
MYRMOQLLSCIALILALVTNS (SEQ ID NO:14)
Signal peptides may also be referred to herein as leader sequences or leader peptides.
[0012] The recombinant vector used for delivering the transgene should have a tropism for
cells in the CNS, including but limited to neurons and/or glial cells. Such vectors can include
non-replicating recombinant adeno-associated virus vectors (“rAAV”), particularly those bearing
an AAV9 or AAVrh10 capsid are preferred. AAV variant capsids can be used, including but not
limited to those described by Wilson in US Patent No. 7,906,111 which is incorporated by
reference herein in its entirety, with AAV/hu.31 and AAV/hu.32 being particularly preferred; as
well as AAV variant capsids described by Chatterjee in US Patent No. 8,628,966, US Patent No.
8,927,514 and Smith et al., 2014, Mol Ther 22: 1625-1634, each of which is incorporated by
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reference herein in its entirety. However, other viral vectors may be used, including but not
limited to lentiviral vectors, vaccinia viral vectors, or non-viral expression vectors referred to as
“naked DNA” constructs (see Section 5.2).

[0013] In one embodiment, AAV-Construct 1 can be used for delivering the transgene.
AAV-Construct 1 is a recombinant adeno-associated virus serotype 9 capsid containing human o-
L-iduronidase (IDUA) expression cassette, wherein expression from the cassette is driven by a
CB7 promoter, a hybrid between a cytomegalovirus (CMV) immediate early enhancer and the
chicken beta actin promoter, wherein the IDUA expression cassette is flanked by inverted
terminal repeats (ITRs) and the expression cassette includes the chicken beta actin intron and a
rabbit beta-globin polyadenylation (polyA) signal. In a preferred embodiment, the ITRs are
AAV2 ITRs. A schematic of the vector genome of AAV-Construct 1 is shown in FIG. 6. In
one embodiment, AAV-Construct 1 comprises a nucleic acid comprising the nucleotide sequence
of SEQ ID NO:27.

[0014] Pharmaceutical compositions suitable for administration to the CSF comprise a
suspension of the rHuGlyIDUA vector in a formulation buffer comprising a physiologically
compatible aqueous buffer, a surfactant and optional excipients. In certain embodiments, the
pharmaceutical compositions are suitable for intrathecal administration. In certain embodiments,
the pharmaceutical compositions are suitable for intracisternal administration (injection into the
cisterna magna). In certain embodiments, the pharmaceutical compositions are suitable for
injection into the subarachnoid space via a C1-2 puncture. In certain embodiments, the
pharmaceutical compositions are suitable for intracerebroventricular administration. In certain
embodiments, the pharmaceutical compositions are suitable for administration via lumbar
puncture.

[0015] Therapeutically effective doses of the recombinant vector should be administered to
the CSF via intrathecal administration (i.e., injection into the subarachnoid space so that the
recombinant vectors distribute through the CSF and transduce cells in the CNS). This can be
accomplished in a number of ways — e.g., by intracranial (cisternal or ventricular) injection , or
injection into the lumbar cistern. For example intracisternal (IC) injection (into the cisterna
magna) can be performed by CT-guided suboccipital puncture; or injection into the subarachnoid
space can be performed via a C1-2 puncture when feasible for the patient; or lumbar puncture

(typically diagnostic procedures performed in order to collect a sample of CSF) can be used to
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access the CSF. Alternatively, intracerebroventricular (ICV) administration (a more invasive
technique used for the introduction of antiinfective or anticancer drugs that do not penetrate the
blood-brain barrier) can be used to instill the recombinant vectors directly into the ventricles of
the brain. Alternatively, intranasal administration may be used to deliver the recombinant vector
to the CNS. Doses that maintain a CSF concentration of rHuGlyIDUA at a Cmin of at least 9.25
ug/mL or concentrations ranging from 9.25 to 277 ug/mL should be used.

[0016] CSF concentrations can be monitored by directly measuring the concentration of
rHuGlyIDUA in the CSF fluid obtained from occipital or lumbar punctures, or estimated by
extrapolation from concentrations of the rHuGIlyIDUA detected in the patient’s serum. In certain
embodiments, 10 ng/mL to 100 ng/mL of rHuGlyIDUA in the serum is indicative of 1 to 30 mg
of rHuGlyIDUA in the CSF. In certain embodiments, the recombinant vector is administered to
the CSF at a dose that maintains 10 ng/mL to 100 ng/mL of rHuGlyIDUA in the serum.

[0017] In certain embodiments, the recombinant nucleotide expression vector is administered
at a dose that is dependent on the human subject’s brain mass, and wherein the brain mass is
determined by brain magnetic resonance imaging (MRI) of the subject’s brain. In certain
embodiments, the recombinant nucleotide expression vector is administered at a dose of about 2
x 10° GC/g brain mass as determined by MRI. In certain embodiments, the recombinant
nucleotide expression vector is administered at a dose of about 1 x 10'° GC/g brain mass as
determined by MRI. In certain embodiments, the recombinant nucleotide expression vector is
administered at a dose of about 5 x 10'° GC/g brain mass as determined by MRI. In certain
embodiments, the human subject’s brain mass is converted from the human subject’s brain
volume by multiplying the human subject’s brain volume in cm? by a factor of 1.046 g/cm’,
wherein the human subject’s brain volume is obtained from the human subject’s brain MRIL
[0018] By way of background, human IDUA is translated as a 653 amino acid polypeptide
and is N-glycosylated at six potential sites (N110, N190, N336, N372, N415 and N451) depicted
in FIG. 1. The signal sequence is removed and the polypeptide is processed into the mature form
in lysosomes: a 75 kDa intracellular precursor is trimmed to 72 kDa in several hours, and
eventually, over 4 to 5 days, is processed to a 66 kDa intracellular form. A secreted form of
IDUA (76 kDa or 82 kDa depending on the assay used) is readily endocytosed by cells via the
mannose-6-phosphate receptor and similarly processed to the smaller intracellular forms. (See,

Myerowitz & Neufeld, 1981, J Biol Chem 256: 3044-3048; Clements et al., 1989, Biochem J.
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259: 199-208; Taylor et al., 1991, Biochem J. 274: 263-268; and Zhao et al., 1997 J Biol Chem

272:22758-22765 each of which is incorporated by reference herein in its entirety).

[0019]

The overall structure of hIDUA consists of three domains: residues 42—396 form a

classic (B/a) triosephosphate isomerase (TIM) barrel domain; residues 27-42 and 397-545 form

a B-sandwich domain with a short helix-loop-helix (482-508); and residues 546642 form an Ig-

like domain. The latter two domains are linked through a disulfide bridge between C**! and C°”’.

The B-sandwich and Ig-like domains are attached to the first, seventh, and eighth a-helices of the
TIM barrel. A B-hairpin (B12—B13) is inserted between the eighth B-strand and the eighth a-helix

of the TIM barrel, which includes N-glycosylated N3’2 which is required for substrate binding

and enzymatic activity. (See, FIG. 1 and crystal structure described in Maita et al., 2013, PNAS
110: 14628-14633, and Saito et al., 2014, Mol Genet Metab 111: 107-112 each of which is

incorporated by reference herein in its entirety).

[0020]
(i)

(ii)

The invention is based, in part, on the following principles:

Neuron and glial cells in the CNS are secretory cells that possess the cellular
machinery for post-translational processing of secreted proteins — including
glycosylation and tyrosine-O-sulfation — robust processes in the CNS. See, e.g.,Sleat
et al., 2005, Proteomics 5: 1520-1532, and Sleat 1996, J Biol Chem 271: 19191-98
which describes the human brain mannose-6-phosphate (M6P) glycoproteome and
notes that the brain contains more proteins with a much greater number of individual
isoforms and mannose-6-phosphorylated proteins than found in other tissues; and
Kanan et al., 2009, Exp. Eye Res. 89: 559-567 and Kanan & Al-Ubaidi, 2015, Exp.
Eye Res. 133: 126-131 reporting the production of tyrosine-sulfated glycoproteins
secreted by neuronal cells, each of which is incorporated by reference in its entirety
for post-translational modifications made by human CNS cells.

hIDUA has six asparaginal (“N”) glycosylation sites identified in FIG. 1 (N'!'°FT;
NPOVS: N33TT; N372NT; N*I°HT; N**IRS). N-glycosylation of N*"2 is required for
binding to substrate and enzymatic activity, and mannose-6-phosphorylation is
required for cellular uptake of the secreted enzyme and cross-correction of MPS 1
cells. The N-linked glycosylation sites contain complex, high mannose and
phosphorylated mannose carbohydrate moieties (FIG. 4), but only the secreted form
is taken up by cells. (Myerowitz & Neufeld, 1981, supra). The gene therapy
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(111)

(iv)

approach described herein should result in the continuous secretion of an IDUA
glycoprotein of 76 - 82 kDa as measured by polyacrylamide gel electrophoresis
(depending on the assay used) that is 2,6-sialylated and mannose-6-phosphorylated.
The secreted glycosylated/phosphorylated IDUA should be taken up and correctly
processed by untransduced neural and glial cells in the CNS.

The cellular and subcellular trafficking/uptake of lysosomal proteins is through M6P.
It is possible to measure the MOP content of a secreted protein, as done in Daniele
2002 (Biochimica et Biophysica Acta 1588(3):203-9) for the iduronate-2-sulfatase
enzyme. In the presence of inhibitory M6P (e.g., 5 mM), the uptake of the enzyme
precursor generated by non-neuronal or non-glial cells, such as the genetically
engineered kidney cells of Daniele 2002, is predicted to decrease to levels close to
that of the control cells, as was shown in Daniele 2002. While in the presence of
inhibitory M6P, the uptake of enzyme precursor generated by brain cells, such as
neuronal and glial cells, is predicted to remain at a high level, as was shown in
Daniele 2002, where the uptake was four times higher than control cells and
comparable to the level of enzyme activity (or uptake) of enzyme precursor generated
by genetically engineered kidney cells without the presence of inhibitory M6P. This
assay allows for a way to predict the M6P content in an enzyme precursor generated
by brain cells, and, in particular, to compare the MOP content in enzyme precursors
generated by different types of cells. The gene therapy approach described herein
should result in the continuous secretion of hIDUA that may be taken up into
neuronal and glial cells at a high level in the presence of inhibitory M6P in such an
assay.

In addition to the N-linked glycosylation sites, hIDUA contains a tyrosine (“Y”)
sulfation site (ADTPIY?*NDEADPLVGWS) near the domain containing N*7?
required for binding and activity. (See, e.g., Yanget al., 2015, Molecules 20:2138-
2164, esp. at p. 2154 which is incorporated by reference in its entirety for the analysis
of amino acids surrounding tyrosine residues subjected to protein tyrosine sulfation.
The “rules” can be summarized as follows: Y residues with E or D within +5 to -5
position of Y, and where position -1 of Y is a neutral or acidic charged amino acid —

but not a basic amino acid, e.g., R, K, or H that abolishes sulfation). While not
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(v)

(vi)

intending to be bound by any theory, sulfation of this site in hIDUA may be critical to
activity since mutations within the tyrosine-sulfation region (e.g., W306L) are known
to be associated with decreased enzymatic activity and disease. (See, Maita et al .,
2013, PNAS 110:14628 at pp. 14632-14633).

The glycosylation of hIDUA by human cells of the CNS will result in the addition of
glycans that can improve stability, half-life and reduce unwanted aggregation of the
transgene product. Significantly, the glycans that are added to HuGlyIDUA of the
invention are highly processed complex-type biantennary N-glycans that include 2,6-
sialic acid, incorporating NeuSAc (“NANA”) but not its hydroxylated derivative,
NeuGece (N-Glycolylneuraminic acid, i.e., “NGNA” or “Neu5Gc”). Such glycans are
not present in laronidase which is made in CHO cells that do not have the 2,6-
sialyltransferase required to make this post-translational modification, nor do CHO
cells produce bisecting GIcNAc, although they do add NeuSGe (NGNA) as sialic acid
not typical (and potentially immunogenic) to humans instead of NeuSAc (NANA).
See, e.g., Dumont et al., 2016, Critical Rev in Biotech 36(6):1110-1122 (Early Online
pp. 1-13 at p. 5); and Hague et al., 1998 Electrophor 19:2612-2630 (“[t]he CHO cell
line 1s considered ‘phenotypically restricted,” in terms of glycosylation, due to the
lack of an a2,6-sialyl-transferase”). Moreover, CHO cells can also produce an
immunogenic glycan, the a-Gal antigen, which reacts with anti-a-Gal antibodies
present in most individuals, and at high concentrations can trigger anaphylaxis. See,
e.g., Bosques, 2010, Nat Biotech 28: 1153-1156. The human glycosylation pattern of
the HuGlyIDUA of the invention should reduce immunogenicity of the transgene
product and improve efficacy.

Tyrosine-sulfation of hIDUA — a robust post-translational process in human CNS
cells — should result in improved processing and activity of transgene products. The
significance of tyrosine-sulfation of lysosomal proteins has not been elucidated; but
in other proteins it has been shown to increase avidity of protein-protein interactions
(antibodies and receptors), and to promote proteolytic processing (peptide hormone).
(See, Moore, 2003, J Biol. Chem. 278:24243-46; and Bundegaard et al., 1995, The
EMBO J 14: 3073-79). The tyrosylprotein sulfotransterase (TPST1) responsible for

tyrosine-sulfation (which may occur as a final step in IDUA processing) is apparently

10
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(vii)

expressed at higher levels (based on mRNA) in the brain (gene expression data for
TPST1 may be found, for example, at the EMBL-EBI Expression Atlas, accessible at
http://www.ebi.ac.uk/gxa/home). Such post-translational modification, at best, is
under-represented in laronidase — a CHO cell product. Unlike human CNS cells,
CHO cells are not secretory cells and have a limited capacity for post-translational
tyrosine-sulfation. (See, e.g., Mikkelsen & Ezban, 1991, Biochemistry 30: 1533-
1537, esp. discussion at p. 1537).

Immunogenicity of a transgene product could be induced by various factors,
including the immune condition of the patient, the structure and characteristics of the
infused protein drug, the administration route, and the duration of treatment. Process-
related impurities, such as host cell protein (HCP), host cell DNA, and chemical
residuals, and product-related impurities, such as protein degradants and structural
characteristics, such as glycosylation, oxidation and aggregation (sub-visible
particles), may also increase immunogenicity by serving as an adjuvant that enhances
the immune response. The amounts of process-related and product-related impurities
can be affected by the manufacturing process: cell culture, purification, formulation,
storage and handling, which can affect commercially manufactured IDUA products.
In gene therapy, proteins are produced in vivo, such that process-related impurities are
not present and protein products are not likely to contain product-related
impurities/degradants associated with proteins produced by recombinant
technologies, such as protein aggregation and protein oxidation. Aggregation, for
example, is associated with protein production and storage due to high protein
concentration, surface interaction with manufacturing equipment and containers, and
the purification process with certain buffer systems. But these conditions that promote
aggregation are not present when a transgene is expressed in vivo. Oxidation, such as
methionine, tryptophan and histidine oxidation, is also associated with protein
production and storage, caused, for example, by stressed cell culture conditions, metal
and air contact, and impurities in buffers and excipients. The proteins expressed in
vivo may also oxidize in a stressed condition, but humans, like many organisms, are
equipped with an antioxidation defense system, which not only reduces the oxidation

stress, but can also repairs and/or reverses the oxidation. Thus, proteins produced in
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vivo are not likely to be in an oxidized form. Both aggregation and oxidation could
affect the potency, PK (clearance) and can increase immunogenicity concerns. The
gene therapy approach described herein should result in the continuous secretion of
hIDUA with a reduced immunogenicity compared to commercially manufactured
products.
[0021] For the foregoing reasons, the production of HuGlyIDUA should result in a
“biobetter” molecule for the treatment of MPS T accomplished via gene therapy — e.g., by
administering a viral vector or other DNA expression construct encoding HuGlyIDUA to the
CSF of a patient (human subject) diagnosed with an MPS I disease (including but not limited to
Hurler, Hurler-Scheie, or Scheie) to create a permanent depot in the CNS that continuously
supplies a fully human-glycosylated, mannose-6-phosphorylated, sulfated transgene product
secreted by the transduced CNS cells. The HuGlyIDUA transgene product secreted from the
depot into the CSF will be endocytosed by cells in the CNS, resulting in “cross-correction” of the
enzymatic defect in the MPS I recipient cells.
[0022] It is not essential that every hIDUA molecule produced either in the gene therapy or
protein therapy approach be fully glycosylated and sulfated. Rather, the population of
glycoproteins produced should have sufficient glycosylation (including 2,6-sialylation and
mannose-6-phophorylation) and sulfation to demonstrate efficacy. The goal of gene therapy
treatment of the invention is to slow or arrest the progression of disease. Efficacy may be
monitored by measuring cognitive function (e.g., prevention or decrease in neurocognitive
decline); reductions in biomarkers of disease (such as GAG) in CSF and or serum; and/or
increase in IDUA enzyme activity in CSF and/or serum. Signs of inflammation and other safety
events may also be monitored.
[0023] As an alternative, or an additional treatment to gene therapy, the rHuGlyIDUA
glycoprotein can be produced in human cell lines by recombinant DNA technology and the
glycoprotein can be administered to patients diagnosed with MPS I systemically and/or into the
CSF for ERT). Human cell lines that can be used for such recombinant glycoprotein production
include but are not limited to HT-22, SK-N-MC, HCN-1A, HCN-2, NT2, SH-SY 5y, hNSC11,
ReNcell VM, human embryonic kidney 293 cells (HEK293), fibrosarcoma HT-1080, HKB-11,
CAP, HuH-7, and retinal cell lines, PER.C6, or RPE to name a few (see, e.g., Dumont et al.,
2016, Critical Rev in Biotech 36(6):1110-1122 “Human cell lines for biopharmaceutical
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manufacturing: history, status, and future perspectives” which is incorporated by reference in its
entirety for a review of the human cell lines that could be used for the recombinant production of
the rHuGIyIDUA glycoprotein). To ensure complete glycosylation, especially sialylation, and
tyrosine-sulfation, the cell line used for production can be enhanced by engineering the host cells
to co-express a-2,6-sialyltransferase (or both a-2,3- and a-2,6-sialyltransferases) and/or TPST-1
and TPST-2 enzymes responsible for tyrosine-O-sulfation.

[0024] While the delivery of tHuGlyIDUA should minimize immune reactions, the clearest
potential source of toxicity related to CNS-directed gene therapy is generating immunity against
the expressed hIDUA protein in human subjects who are genetically deficient for IDUA and,
therefore, potentially not tolerant of the protein and/or the vector used to deliver the transgene.
[0025] Thus, in a preferred embodiment, it is advisable to co-treat the patient with immune
suppression therapy -- especially when treating patients with severe disease who have close to
zero levels of IDUA (e.g., Hurler). Immune suppression therapies involving a regimen of
tacrolimus or rapamycin (sirolimus), for example, in combination with mycophenolic acid or in
combination with a corticosteroid such as prednisolone and/or methylprednisolone, or other
immune suppression regimens used in tissue transplantation procedures can be employed. Such
immune suppression treatment may be administered during the course of gene therapy, and in
certain embodiments, pre-treatment with immune suppression therapy may be preferred.
Immune suppression therapy can be continued subsequent to the gene therapy treatment, based
on the judgment of the treating physician, and may thereafter be withdrawn when immune
tolerance is induced; e.g., after 180 days.

[0026] Combinations of delivery of the HuGlyIDUA to the CSF accompanied by delivery of
other available treatments are encompassed by the methods of the invention. The additional
treatments may be administered before, concurrently or subsequent to the gene therapy
treatment. Available treatments for MPS I that could be combined with the gene therapy of the
invention include but are not limited to enzyme replacement therapy using laronidase
administered systemically or to the CSF; and/or HSCT therapy.

[0027] In one aspect, provided herein is a method for treating a human subject diagnosed
with mucopolysaccharidosis I (MPS I), comprising delivering to the cerebrospinal fluid of the
brain of the human subject a therapeutically effective amount of recombinant human o-L-

iduronidase (IDUA) produced by human neuronal cells, wherein the human IDUA is delivered
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by administration of a recombinant nucleotide expression vector encoding human IDUA,
wherein the recombinant nucleotide expression vector is administered at a dose that is dependent
on the human subject’s brain mass, and wherein the brain mass is determined by brain magnetic
resonance imaging (MRI) of the subject’s brain.

[0028] In another aspect, provided herein is a method for treating a human subject diagnosed
with MPS 1, comprising delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human IDUA produced by human glial cells,
wherein the human IDUA is delivered by administration of a recombinant nucleotide expression
vector encoding human IDUA, wherein the recombinant nucleotide expression vector is
administered at a dose that is dependent on the human subject’s brain mass, and wherein the
brain mass is determined by brain MRI of the subject’s brain.

[0029] In certain embodiments of the method for treating described herein, the human
subject’s brain mass is converted from the human subject’s brain volume by multiplying the
human subject’s brain volume in cm’ by a factor of 1.046 g/cm’, wherein the human subject’s
brain volume is determined by brain MRI of the subject’s brain.

[0030] In certain embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is administered at a dose of about 2 x 10° GC/g brain mass as
determined by MRI, about 1 x 10'° GC/g brain mass as determined by MRI, or about 5 x 10
GC/g brain mass as determined by MRIL

[0031] In some embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is administered via intracisternal (IC) administration. In other
embodiments of the method for treating described herein, the recombinant nucleotide expression
vector is administered via intracerebroventricular (ICV) administration.

[0032] In certain embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is administered at a volume that does not exceed 10% of the total
cerebrospinal fluid volume of the human subject.

[0033] In certain embodiments of the method for treating described herein, the method
further comprises administering an immune suppression therapy to the human subject before or
concurrently with the human IDUA treatment and continuing immune suppression therapy
thereafter. In specific embodiments, the immune suppression therapy comprises administering a

combination of (a) tacrolimus and mycophenolic acid, (b) rapamycin and mycophenolic acid, or
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(c) tacrolimus, rapamycin, and a corticosteroid such as prednisolone and/or methylprednisolone
to the human subject before or concurrently with the human IDUA treatment and continuing
thereafter. In specific embodiments, the immune suppression therapy is withdrawn after 180
days.

[0034] In certain embodiments of the method for treating described herein, the human IDUA

comprises the amino acid sequence of SEQ ID NO. 1.

3.1 ILLUSTRATIVE EMBODIMENTS

1. A method for treating a human subject diagnosed with mucopolysaccharidosis I
(MPS I), comprising delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human a-L-iduronidase (IDUA) produced by
human neuronal cells, wherein the human IDUA is delivered by administration of a recombinant
nucleotide expression vector encoding human IDUA, wherein the recombinant nucleotide
expression vector is administered at a dose that is dependent on the human subject’s brain mass,
and wherein the brain mass is determined by brain magnetic resonance imaging (MRI) of the
subject’s brain.

2. A method for treating a human subject diagnosed with MPS I, comprising delivering
to the cerebrospinal fluid of the brain of the human subject a therapeutically effective amount of
recombinant human IDUA produced by human glial cells, wherein the human IDUA is delivered
by administration of a recombinant nucleotide expression vector encoding human IDUA,
wherein the recombinant nucleotide expression vector is administered at a dose that is dependent
on the human subject’s brain mass, and wherein the brain mass is determined by brain MRI of
the subject’s brain.

3. The method of paragraph 1 or 2, wherein the human subject’s brain mass is converted
from the human subject’s brain volume by multiplying the human subject’s brain volume in cm?
by a factor of 1.046 g/cm’, wherein the human subject’s brain volume is obtained from the
human subject’s brain MRI.

4. The method of any one of paragraphs 1 to 3, wherein the recombinant nucleotide
expression vector is administered at a dose of about 2 x 10° GC/g brain mass, about 1 x 10

GC/g brain mass, or about 5 x 10 GC/g brain mass.

15



WO 2021/150570 PCT/US2021/014129

5. The method of any one of paragraphs 1 to 4, wherein the recombinant nucleotide
expression vector is administered via intracisternal (IC) administration.

6. The method of any one of paragraphs 1 to 4, wherein the recombinant nucleotide
expression vector is administered via intracerebroventricular (ICV) administration.

7. The method of any one of paragraphs 1 to 6, wherein the recombinant nucleotide
expression vector is administered at a volume that does not exceed 10% of the total cerebrospinal
fluid volume of the human subject.

8. The method of any one of paragraphs 1 to 7, further comprising administering an
immune suppression therapy to the human subject before or concurrently with the human IDUA
treatment and continuing immune suppression therapy thereafter.

9. The method of paragraph 8, wherein the immune suppression therapy comprises
administering a combination of (a) tacrolimus and mycophenolic acid, (b) rapamycin and
mycophenolic acid, or (c) tacrolimus, rapamycin, and a corticosteroid such as prednisolone
and/or methylprednisolone to the human subject before or concurrently with the human IDUA
treatment and continuing thereafter.

10. The method of paragraph 8 or 9, wherein the immune suppression therapy is
withdrawn after 180 days.

11. The method of any one of paragraphs 1 to 10 in which the human IDUA comprises
the amino acid sequence of SEQ ID NO. 1.

12. The method of any one of paragraphs 1 to 11, wherein the recombinant nucleotide

expression vector is administered at a dose according to the table below:

Brain Mass (in g) Dose Levels
‘ Target Dose 1 Dose 2
Min Max Total GC Total GC
(1.0 x 10'° GC/g brain mass) | (5 x 10'° GC/g brain mass)
- 700 650 6.5% 10" 33x10"
701 800 750 7.5x 10" 3.8x 10"
801 901 850 8.5x 10" 43 x 10"
901 1050 975 9.8x 1012 49x 108
1051 1200 1125 1.1x 10" 50x 108
1201 - 1300 1.3 x 10" 6.5 x 10V
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4. BRIEF DESCRIPTION OF THE DRAWINGS

[0035] FIG. 1. The amino acid sequence of human IDUA. Six N-linked glycosylation sites
(N) are bold and underlined; one tyrosine-O-sulfation site (Y) is bold and underlined, and the full
sulfation site sequence (ADTPIYNDEADPLVGWY) is shaded; and a disulfide bond (two
cysteine residues; C) is bold and underlined. The N-terminus of the secreted recombinant
product made in CHO cells is A%, whereas the N-terminus of the native intracellular enzyme of
human liver is E*” (See, Kakkis et al., 1994, Prot Exp Purif 5: 225-232, at p. 230).

[0036] FIG. 2. Multiple sequence alignment of hIDUA with known orthologs. The
sequences were aligned using Clustal X ver.2 (Larkin MA, et al., 2007, Clustal W and Clustal X
version 2.0. Bioinformatics 23(21):2947-2948). The names of the species and protein IDs are as
follows: human (Homo sapiens; NP_000194.2), dog (Canis familiaris; M81893.1), cow (Bos
taurus; XP_002688492 1), mouse (Mus musculus; NP_032351.2), rat (Rattus norvegicus;
NP_001165555.1), platypus (Ornithorhynchus anatinus; XP_001514102.2), chicken (Gallus
gallus; NP_001026604.1), Xenopus (Xenopus laevis, NP_001087031.1), zebratish (Danio rerio;
XP 001923689.3), sea urchin (Strongylocentrotus purpuratus; XP_796813.3) ciona (Ciona
intestinalis; XP_002120937.1), and fruit fly (Drosophila melanogaster; NP_609489.1). The N-
glycosylation site in the human protein (N110, N190, N336, N372, T374, N415, N451); the
residues involved in substrate binding (R89, H91, N181, E182, H262, K264, E299, D349, and
R363) and the interaction with the N-glycan at N372 (P54, H58, W306, S307, Y355, R368, and
Q370) are indicated by shading. (Adapted from: Maita et al., 2013, PNAS 110: 14628-14633;
Supplementary Material, Fig. S8).

[0037] FIG. 3. MPS I mutations, structural changes in IDUA and phenotypes. (From Saito
et al., Mol Genet Metab 111:107-112, Table 3).

[0038] FIG. 4. Oligosaccharides at the six glycosylation sites of recombinant human a-L-
iduronidase secreted by CHO cells. C, complex; M, high mannose; P, phosphorylated high
mannose. Capital letters denote well identified, major oligosaccharides, whereas lowercase
letters denote minor or incompletely characterized components. (From, Zhao et al., 1997, J Biol
Chem 272: 22758-22765).

[0039] FIG. 5. Clustal Multiple Sequence Alignment of AAV capsids 1 — 9 (SEQ ID NOs:
16-26). Amino acid substitutions (shown in bold in the bottom rows) can be made to AAV9 and
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AAV8 capsids by “recruiting” amino acid residues from the corresponding position of other
aligned AAYV capsids. Sequence regions designated by “HVR” = hypervariable regions.
[0040] FIG. 6. A schematic of the vector genome of AAV-Construct 1.

S. DETAILED DESCRIPTION OF THE INVENTION

[0041] The invention involves the delivery of a fully human-glycosylated (HuGly) a-L-
iduronidase (HuGlyIDUA) to the cerebrospinal fluid (CSF) of the central nervous system of a
human subject diagnosed with mucopolysaccharidosis I (MPS I), including, but not limited to
patients diagnosed with Hurler, Hurler-Scheie, or Scheie syndrome. In a preferred embodiment,
the treatment is accomplished via gene therapy — e.g., by administering a viral vector or other
DNA expression construct encoding human IDUA (hIDUA), or a derivative of hIDUA, to the
CSF of a patient (human subject) diagnosed with MPS 1, so that a permanent depot of transduced
cells is generated that continuously supplies the fully human-glycosylated transgene product to
the CNS. HuGlyIDUA secreted from the depot into the CSF will be endocytosed by cells in the
CNS, resulting in “cross-correction” of the enzymatic defect in the recipient cells. In an
alternative embodiment, the HuGlyIDUA can be produced in cell culture and administered as an
enzyme replacement therapy (“ERT”), e.g., by injecting the enzyme. However, the gene therapy
approach offers several advantages over ERT — systemic delivery of the enzyme will not result in
treating the CNS because the enzyme cannot cross the blood brain barrier; and, unlike the gene
therapy approach of the invention, direct delivery of the enzyme to the CNS would require repeat
injections which are not only burdensome, but pose a risk of infection.

[0042] The HuGlyIDUA encoded by the transgene can include, but is not limited to human
IDUA (hIDUA) having the amino acid sequence of SEQ ID NO. 1 (as shown in FIG. 1), and
derivatives of hIDUA having amino acid substitutions, deletions, or additions, e.g., including but
not limited to amino acid substitutions selected from corresponding non-conserved residues in
orthologs of IDUA shown in FIG. 2, with the proviso that such mutations do not include any that
have been identified in severe, severe-intermediate, intermediate, or attenuated MPS 1
phenotypes shown in FIG. 3 (from, Saito et al., 2014, Mol Genet Metab 111:107-112, Table 3
listing 57 MPS I mutations, which is incorporated by reference herein in its entirety); or reported

by Venturi et al., 2002, Human Mutation #522 Online (“Venturi 2002”), or Bertola et al., 2011
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Human Mutation 32:E2189-E2210 (“Bertola 20117), each of which is incorporated by reference
herein in its entirety.

[0043] For example, amino acid substitutions at a particular position of hIDUA can be
selected from among corresponding non-conserved amino acid residues found at that position in
the IDUA orthologs depicted in FIG. 2 (showing alignment of orthologs as reported Maita et al.,
2013, PNAS 110:14628, Fig. S8 which is incorporated by reference herein in its entirety), with
the proviso that such substitutions do not include any of the deleterious mutations shown in FIG.
3 or reported in Venturi 2002 or Bertola 2011 supra. The resulting transgene product can be
tested using conventional assays iz vitro, in cell culture or test animals to ensure that the
mutation does not disrupt IDUA function. Preferred amino acid substitutions, deletions or
additions selected should be those that maintain or increase enzyme activity, stability or half-life
of IDUA, as tested by conventional assays iz vifro, in cell culture or animal models for MPS 1.
For example, the enzyme activity of the transgene product can be assessed using a conventional
enzyme assay with 4-methylumbelliferyl o-L-iduronide as the substrate (see, e.g., Hopwood et
al., 1979, Clin Chim Acta 92: 257-265; Clements et al., 1985, Eur J Biochem 152: 21-28; and
Kakkis et al., 1994, Prot Exp Purif 5: 225-232 for exemplary IDUA enzyme assays that can be
used, each of which is incorporated by reference herein in its entirety). The ability of the
transgene product to correct MPS I phenotype can be assessed in cell culture; e.g., by
transducing MPS I cells in culture with a viral vector or other DNA expression construct
encoding hIDUA or a derivative; by adding the rHuGlyIDUA or a derivative to MPS I cells in
culture; or by co-culturing MPS I cells with human host cells engineered to express and secrete
rHuGlyIDUA or a derivative, and determining correction of the defect in the MPS I cultured
cells, e.g., by detecting IDUA enzyme activity and/or reduction in GAG storage in the MPS I
cells in culture (see e.g., Myerowitz & Neufeld, 1981, J Biol Chem 256: 3044-3048; and Anson
et al. 1992, Hum Gene Ther 3: 371-379, each of which is incorporated by reference herein in its
entirety).

[0044] Animal models for MPS I have been described for mice (see, e.g., Clarke et al., 1997,
Hum Mol Genet 6(4):503-511), the domestic shorthair cat (see, e.g., Haskins et al., 1979, Pediatr
Res 13(11):1294-97), and several breeds of dog (see, e.g., Menon et al., 1992, Genomics
14(3):763-768; Shull et al., 1982, Am J Pathol 109(2):244-248). The MPS I model in dog

resembles Hurler syndrome, the most severe form of MPS 1, since the IDUA mutation results in
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no detectable protein. High gene homology between IDUA proteins (see alignment in FIG. 2)
means that hIDUA is functional in animals, and treatments encompassing hIDUA may be tested
on these animal models.
[0045] Preferably, the rHuGlyIDUA transgene should be controlled by expression control
elements that function in neurons and/or glial cells, e.g., the CB7 promoter (a chicken [3-actin
promoter and CMYV enhancer), and can include other expression control elements that enhance
expression of the transgene driven by the vector (e.g., chicken [-actin intron and rabbit [3-globin
poly A signal). The cDNA construct for the hulDUA transgene should include a coding
sequence for a signal peptide that ensures proper co- and post-translational processing
(glycosylation and protein sulfation) by the transduced CNS cells. Such signal peptides used by
CNS cells may include but are not limited to:
e Oligodendrocyte-myelin glycoprotein (hOMG) signal peptide:
MEYQILKMSLCLFILLFLTPGILC (SEQ ID NO:2)
o Cellular repressor of E1A-stimulated genes 2 (hCREG?2) signal peptide:
MSVRRGRRPARPGTRLSWLLCCSALLSPAAG (SEQ ID NO:3)
e V-set and transmembrane domain containing 2B (hVSTM2B) signal peptide:
MEQRNRLGALGYLPPLLLHALLLFVADA (SEQ ID NO:4)
e Protocadherin alpha-1 (WPCADHAT1) signal peptide:
MVFSRRGGLGARDLLLWLLLLAAWEVGSG (SEQ ID NO:5)
e FAMI9A1 (TAFALI) signal peptide:
MAMVSAMSWVLYLWISACA (SEQ ID NO:6)
e Interleukin-2 signal peptide:
MYRMOQLLSCIALILALVTNS (SEQ ID NO:14)
Signal peptides may also be referred to herein as leader sequences or leader peptides.
[0046] The recombinant vector used for delivering the transgene should have a tropism for
cells in the CNS, including but not limited to neurons and/or glial cells. Such vectors can
include non-replicating recombinant adeno-associated virus vectors (“rAAV”), particularly those
bearing an AAV9 or AAVrh10 capsid are preferred. AAV variant capsids can be used, including
but not limited to those described by Wilson in US Patent No. 7,906,111 which is incorporated
by reference herein in its entirety, with AAV/hu.31 and AAV/hu.32 being particularly preferred;
as well as AAV variant capsids described by Chatterjee in US Patent No. 8,628,966, US Patent
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No. 8,927,514 and Smith et al., 2014, Mol Ther 22: 1625-1634, each of which is incorporated by
reference herein in its entirety. However, other viral vectors may be used, including but not
limited to lentiviral vectors, vaccinia viral vectors, or non-viral expression vectors referred to as
“naked DNA” constructs (see Section 5.2).

[0047] Pharmaceutical compositions suitable for administration to the CSF comprise a
suspension of the rHuGlyIDUA vector in a formulation buffer comprising a physiologically
compatible aqueous buffer, a surfactant and optional excipients. In certain embodiments, the
pharmaceutical compositions are suitable for intracisternal administration (injection into the
cisterna magna). In certain embodiments, the pharmaceutical compositions are suitable for
injection into the subarachnoid space via a C1-2 puncture. In certain embodiments, the
pharmaceutical compositions are suitable for intrathecal administration. In certain embodiments,
the pharmaceutical compositions are suitable for intracerebroventricular administration. In
certain embodiments, the pharmaceutical compositions are suitable for administration via lumbar
puncture.

[0048] Therapeutically effective doses of the recombinant vector should be administered to
the CSF via intrathecal administration (i.e., injection into the subarachnoid space so that the
recombinant vectors distribute through the CSF and transduce cells in the CNS). This can be
accomplished in a number of ways — e.g., by intracranial (cisternal or ventricular) injection , or
injection into the lumbar cistern. For example intracisternal (IC) injection (into the cisterna
magna) can be performed by CT-guided suboccipital puncture; or injection into the subarachnoid
space can be performed via a C1-2 puncture when feasible for the patient; or lumbar puncture
(typically diagnostic procedures performed in order to collect a sample of CSF) can be used to
access the CSF. Alternatively, intracerebroventricular (ICV) administration (a more invasive
technique used for the introduction of antiinfective or anticancer drugs that do not penetrate the
blood-brain barrier) can be used to instill the recombinant vectors directly into the ventricles of
the brain. Alternatively, intranasal administration may be used to administer the recombinant
vector to the CNS. Doses that maintain a CSF concentration of rHuGlyIDUA at a Cmin of at least
9.25 pg/mL or concentrations ranging from 9.25 to 277 pg/mL should be used.

[0049] CSF concentrations can be monitored by directly measuring the concentration of
rHuGlyIDUA in the CSF fluid obtained from occipital or lumbar punctures, or estimated by

extrapolation from concentrations of the rHuGIlyIDUA detected in the patient’s serum. In certain
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embodiments, 10 ng/mL to 100 ng/mL of rHuGlyIDUA in the serum is indicative of 1 to 30 mg
of rHuGlyIDUA in the CSF. In certain embodiments, the recombinant vector is administered to
the CSF at a dose that maintains 10 ng/mL to 100 ng/mL of rHuGlyIDUA in the serum.

[0050] By way of background, human IDUA is translated as a 653 amino acid polypeptide
and is N-glycosylated at six potential sites (N110, N190, N336, N372, N415 and N451) depicted
in FIG.1. The signal sequence is removed and the polypeptide is processed into the mature form
in lysosomes: a 75 kDa intracellular precursor is trimmed to 72 kDa in several hours, and
eventually, over 4 to 5 days, is processed to a 66 kDa intracellular form. A secreted form of
IDUA (76 kDa or 82 kDa depending on the assay used) is readily endocytosed by cells via the
mannose-6-phosphate receptor and similarly processed to the smaller intracellular forms. (See,
Myerowitz & Neufeld, 1981, J Biol Chem 256: 3044-3048; Clements et al., 1989, Biochem J.
259: 199-208; Taylor et al., 1991, Biochem J. 274: 263-268; and Zhao et al., 1997 J Biol Chem
272:22758-22765 each of which is incorporated by reference herein in its entirety).

[0051] The overall structure of hIDUA consists of three domains: residues 42—-396 form a
classic (B/a) triosephosphate isomerase (TIM) barrel domain; residues 27-42 and 397-545 form
a B-sandwich domain with a short helix-loop-helix (482-508); and residues 546642 form an Ig-
like domain. The latter two domains are linked through a disulfide bridge between C>*! and C*7”.
The B-sandwich and Ig-like domains are attached to the first, seventh, and eighth a-helices of the
TIM barrel. A B-hairpin (B12—13) is inserted between the eighth B-strand and the eighth a-helix
of the TIM barrel, which includes N-glycosylated N°’? which is required for substrate binding
and enzymatic activity. (See, FIG. 1 and crystal structure described in Maita et al., 2013, PNAS
110: 14628-14633, and Saito et al., 2014, Mol Genet Metab 111: 107-112 each of which is
incorporated by reference herein in its entirety).

[0052] The invention is based, in part, on the following principles:

(1) Neuron and glial cells in the CNS are secretory cells that possess the cellular
machinery for post-translational processing of secreted proteins — including
glycosylation and tyrosine-O-sulfation — robust processes in the CNS. See, e.g.,Sleat
et al., 2005, Proteomics 5: 1520-1532, and Sleat 1996, J Biol Chem 271: 19191-98
which describes the human brain mannose-6-phosphate (M6P) glycoproteome and
notes that the brain contains more proteins with a much greater number of individual

isoforms and mannose-6-phosphorylated proteins than found in other tissues; and
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(ii)

(111)

Kanan et al., 2009, Exp. Eye Res. 89: 559-567 and Kanan & Al-Ubaidi, 2015, Exp.
Eye Res. 133: 126-131 reporting the production of tyrosine-sulfated glycoproteins
secreted by neuronal cells, each of which is incorporated by reference in its entirety
for post-translational modifications made by human CNS cells.

hIDUA has six asparaginal (“N”) glycosylation sites identified in FIG. 1 (N!1°FT;
NYOVS; N33TT; N372NT; N*I°'HT; N**'RS). N-glycosylation of N°7? is required for
binding to substrate and enzymatic activity, and mannose-6-phosphorylation is
required for cellular uptake of the secreted enzyme and cross-correction of MPS 1
cells. The N-linked glycosylation sites contain complex, high mannose and
phosphorylated mannose carbohydrate moieties (FIG. 4), but only the secreted form
is taken up by cells. (Myerowitz & Neufeld, 1981, supra). The gene therapy
approach described herein should result in the continuous secretion of an IDUA
glycoprotein of 76 - 82 kDa as measured by polyacrylamide gel electrophoresis
(depending on the assay used) that is 2,6-sialylated and mannose-6-phosphorylated.
The secreted glycosylated/phosphorylated IDUA should be taken up and correctly
processed by untransduced neural and glial cells in the CNS.

The cellular and subcellular trafficking/uptake of lysosomal proteins is through M6P.
It is possible to measure the M6P content of a secreted protein, as done in Daniele
2002 for the iduronate-2-sulfatase enzyme. In the presence of inhibitory M6P (e.g., 5
mM), the uptake of the enzyme precursor generated by non-neuronal or non-glial
cells, such as the genetically engineered kidney cells of Daniele 2002, is predicted to
decrease to levels close to that of the control cells, as was shown in Daniele 2002.
While in the presence of inhibitory M6P, the uptake of enzyme precursor generated
by brain cells, such as neuronal and glial cells, is predicted to remain at a high level,
as was shown in Daniele 2002, where the uptake was four times higher than control
cells and comparable to the level of enzyme activity (or uptake) of enzyme precursor
generated by genetically engineered kidney cells without the presence of inhibitory
M6P. This assay allows for a way to predict the MOP content in an enzyme precursor
generated by brain cells, and, in particular, to compare the M6P content in enzyme
precursors generated by different types of cells. The gene therapy approach described

herein should result in the continuous secretion of hIDUA that may be taken up into
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(iv)

(v)

neuronal and glial cells at a high level in the presence of inhibitory M6P in such an
assay.

In addition to the N-linked glycosylation sites, hIDUA contains a tyrosine (“Y”)
sulfation site (ADTPIY?*NDEADPLVGWS) near the domain containing N*7?
required for binding and activity. (See, e.g., Yanget al., 2015, Molecules 20:2138-
2164, esp. at p. 2154 which is incorporated by reference in its entirety for the analysis
of amino acids surrounding tyrosine residues subjected to protein tyrosine sulfation.
The “rules” can be summarized as follows: Y residues with E or D within +5 to -5
position of Y, and where position -1 of Y is a neutral or acidic charged amino acid —
but not a basic amino acid, e.g., R, K, or H that abolishes sulfation). While not
intending to be bound by any theory, sulfation of this site in hIDUA may be critical to
activity since mutations within the tyrosine-sulfation region (e.g., W306L) are known
to be associated with decreased enzymatic activity and disease. (See, Maita et al .,
2013, PNAS 110:14628 at pp. 14632-14633).

The glycosylation of hIDUA by human cells of the CNS will result in the addition of
glycans that can improve stability, half-life and reduce unwanted aggregation of the
transgene product. Significantly, the glycans that are added to HuGlyIDUA of the
invention are highly processed complex-type biantennary N-glycans that include 2,6-
sialic acid, incorporating NeuSAc (“NANA”) but not its hydroxylated derivative,
NeuGece (N-Glycolylneuraminic acid, i.e., “NGNA” or “Neu5Gc”). Such glycans are
not present in laronidase which is made in CHO cells that do not have the 2,6-
sialyltransferase required to make this post-translational modification, nor do CHO
cells produce bisecting GIcNAc, although they do add NeuSGe (NGNA) as sialic acid
not typical (and potentially immunogenic) to humans instead of NeuSAc (NANA).
See, e.g., Dumont et al., 2016, Critical Rev in Biotech 36(6):1110-1122 (Early Online
pp. 1-13 at p. 5); and Hague et al., 1998 Electrophor 19:2612-2630 (“[t]he CHO cell
line 1s considered ‘phenotypically restricted,” in terms of glycosylation, due to the
lack of an a2,6-sialyl-transferase”). Moreover, CHO cells can also produce an
immunogenic glycan, the a-Gal antigen, which reacts with anti-a-Gal antibodies
present in most individuals, and at high concentrations can trigger anaphylaxis. See,

e.g., Bosques, 2010, Nat Biotech 28: 1153-1156. The human glycosylation pattern of
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(vi)

(vii)

the HuGlyIDUA of the invention should reduce immunogenicity of the transgene
product and improve efficacy.

Tyrosine-sulfation of hIDUA — a robust post-translational process in human CNS
cells — should result in improved processing and activity of transgene products. The
significance of tyrosine-sulfation of lysosomal proteins has not been elucidated; but
in other proteins it has been shown to increase avidity of protein-protein interactions
(antibodies and receptors), and to promote proteolytic processing (peptide hormone).
(See, Moore, 2003, J Biol. Chem. 278:24243-46; and Bundegaard et al., 1995, The
EMBO J 14: 3073-79). The tyrosylprotein sulfotransterase (TPST1) responsible for
tyrosine-sulfation (which may occur as a final step in IDUA processing) is apparently
expressed at higher levels (based on mRNA) in the brain (gene expression data for
TPST1 may be found, for example, at the EMBL-EBI Expression Atlas, accessible at
http://www.ebi.ac.uk/gxa/home). Such post-translational modification, at best, is
under-represented in laronidase — a CHO cell product. Unlike human CNS cells,
CHO cells are not secretory cells and have a limited capacity for post-translational
tyrosine-sulfation. (See, e.g., Mikkelsen & Ezban, 1991, Biochemistry 30: 1533-
1537, esp. discussion at p. 1537).

Immunogenicity of a transgene product could be induced by various factors,
including the immune condition of the patient, the structure and characteristics of the
infused protein drug, the administration route, and the duration of treatment. Process-
related impurities, such as host cell protein (HCP), host cell DNA, and chemical
residuals, and product-related impurities, such as protein degradants and structural
characteristics, such as glycosylation, oxidation and aggregation (sub-visible
particles), may also increase immunogenicity by serving as an adjuvant that enhances
the immune response. The amounts of process-related and product-related impurities
can be affected by the manufacturing process: cell culture, purification, formulation,
storage and handling, which can affect commercially manufactured IDUA products.
In gene therapy, proteins are produced in vivo, such that process-related impurities are
not present and protein products are not likely to contain product-related
impurities/degradants associated with proteins produced by recombinant

technologies, such as protein aggregation and protein oxidation. Aggregation, for
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example, is associated with protein production and storage due to high protein
concentration, surface interaction with manufacturing equipment and containers, and
the purification process with certain buffer systems. But these conditions that promote
aggregation are not present when a transgene is expressed iz vivo. Oxidation, such as
methionine, tryptophan and histidine oxidation, is also associated with protein
production and storage, caused, for example, by stressed cell culture conditions, metal
and air contact, and impurities in buffers and excipients. The proteins expressed in
vivo may also oxidize in a stressed condition, but humans, like many organisms, are
equipped with an antioxidation defense system, which not only reduces the oxidation
stress, but can also repairs and/or reverses the oxidation. Thus, proteins produced in
vivo are not likely to be in an oxidized form. Both aggregation and oxidation could
affect the potency, PK (clearance) and can increase immunogenicity concerns. The
gene therapy approach described herein should result in the continuous secretion of
an hIDUA with a reduced immunogenicity compared to commercially manufactured
products.
[0053] For the foregoing reasons, the production of HuGlyIDUA should result in a
“biobetter” molecule for the treatment of MPS T accomplished via gene therapy — e.g., by
administering a viral vector or other DNA expression construct encoding HuGlyIDUA to the
CSF of a patient (human subject) diagnosed with an MPS I disease (including but not limited to
Hurler, Hurler-Scheie, or Scheie) to create a permanent depot in the CNS that continuously
supplies a fully human-glycosylated, mannose-6-phosphorylated, sulfated transgene product
secreted by the transduced CNS cells. The HuGlyIDUA transgene product secreted from the
depot into the CSF will be endocytosed by cells in the CNS, resulting in “cross-correction” of the
enzymatic defect in the MPS I recipient cells.
[0054] It is not essential that every hIDUA molecule produced either in the gene therapy or
protein therapy approach be fully glycosylated and sulfated. Rather, the population of
glycoproteins produced should have sufficient glycosylation (including 2,6-sialylation and
mannose-6-phophorylation) and sulfation to demonstrate efficacy. The goal of gene therapy
treatment of the invention is to slow or arrest the progression of disease. Efficacy may be
monitored by measuring cognitive function (e.g., prevention or decrease in neurocognitive

decline); reductions in biomarkers of disease (such as GAG) in CSF and or serum; and/or
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increase in IDUA enzyme activity in CSF and/or serum. Signs of inflammation and other safety
events may also be monitored.

[0055] As an alternative, or an additional treatment to gene therapy, the rHuGlyIDUA
glycoprotein can be produced in human cell lines by recombinant DNA technology and the
glycoprotein can be administered to patients diagnosed with MPS I systemically and/or into the
CSF for ERT). Human cell lines that can be used for such recombinant glycoprotein production
include but are not limited to HT-22, SK-N-MC, HCN-1A, HCN-2, NT2, SH-SY 5y, hNSC11,
ReNcell VM, human embryonic kidney 293 cells (HEK293), fibrosarcoma HT-1080, HKB-11,
CAP, HuH-7, and retinal cell lines, PER.C6, or RPE to name a few (see, e.g., Dumont et al.,
2016, Critical Rev in Biotech 36(6):1110-1122 “Human cell lines for biopharmaceutical
manufacturing: history, status, and future perspectives” which is incorporated by reference in its
entirety for a review of the human cell lines that could be used for the recombinant production of
the rHuGIyIDUA glycoprotein). To ensure complete glycosylation, especially sialylation, and
tyrosine-sulfation, the cell line used for production can be enhanced by engineering the host cells
to co-express a-2,6-sialyltransferase (or both a-2,3- and a-2,6-sialyltransferases) and/or TPST-1
and TPST-2 enzymes responsible for tyrosine-O-sulfation.

[0056] While the delivery of tHuGlyIDUA should minimize immune reactions, the clearest
potential source of toxicity related to CNS-directed gene therapy is generating immunity against
the expressed hIDUA protein in human subjects who are genetically deficient for IDUA and,
therefore, potentially not tolerant of the protein and/or the vector used to deliver the transgene.
[0057] Thus, in a preferred embodiment, it is advisable to co-treat the patient with immune
suppression therapy -- especially when treating patients with severe disease who have close to
zero levels of IDUA (e.g., Hurler). Immune suppression therapies involving a regimen of
tacrolimus or rapamyecin (sirolimus), for example, in combination with mycophenolic acid and/or
in combination with corticosteroids such as prednisolone and/or methylprednisolone, or other
immune suppression regimens used in tissue transplantation procedures can be employed. Such
immune suppression treatment may be administered during the course of gene therapy, and in
certain embodiments, pre-treatment with immune suppression therapy may be preferred.
Immune suppression therapy can be continued subsequent to the gene therapy treatment, based
on the judgment of the treating physician, and may thereafter be withdrawn when immune

tolerance is induced; e.g., after 180 days.
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[0058] In one embodiment, immune suppression comprises administration of a corticosteroid
such as prednisolone and/or methylprednisolone and a regiment of tacrolimus and/or sirolimus,
optionally administered with MMF. For example, one shot of a corticosteroid such as
methylprednisolone is injected, followed by administration of an oral corticosteroid which is
gradually tapered off over the course of 12 weeks and then discontinued. Concurrently,
tacrolimus and sirolimus may be administered orally in combination at a low dose (e.g.,
maintaining 4 to 8 ng/mL serum concentration), or alone at the label dose, over 24 to 48 weeks.
Tacrolimus or sirolimus may also be administered at the label dose in combination with MMF.
Thus, the patient receives an initial injection of a steroid, which is available immediately, which
steroid is then maintained through oral administration and tapered off by 12 weeks. Further
immune suppression through 48 weeks is maintained by tacrolimus and/or sirolimus, optionally
in combination with MMF.

[0059] Combinations of delivery of the HuGlyIDUA to the CSF accompanied by delivery of
other available treatments are encompassed by the methods of the invention. The additional
treatments may be administered before, concurrently or subsequent to the gene therapy
treatment. Available treatments for MPS I that could be combined with the gene therapy of the
invention include but are not limited to enzyme replacement therapy using laronidase
administered systemically or to the CSF; and/or HSCT therapy.

[0060] In one aspect, provided herein is a method for treating a human subject diagnosed
with mucopolysaccharidosis I (MPS I), comprising delivering to the cerebrospinal fluid of the
brain of the human subject a therapeutically effective amount of recombinant human o-L-
iduronidase (IDUA) produced by human neuronal cells, wherein the human IDUA is delivered
by administration of a recombinant nucleotide expression vector encoding human IDUA,
wherein the recombinant nucleotide expression vector is administered at a dose that is dependent
on the human subject’s brain mass, and wherein the brain mass is determined by brain magnetic
resonance imaging (MRI) of the subject’s brain.

[0061] In another aspect, provided herein is a method for treating a human subject diagnosed
with MPS 1, comprising delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human a-L-iduronidase (IDUA) produced by
human neuronal cells, wherein the step of delivering human IDUA comprises administering a

recombinant nucleotide expression vector encoding human IDUA at a dose that is dependent on
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the human subject’s brain mass, and wherein the brain mass is determined by brain MRI of the
subject’s brain.

[0062] In another aspect, provided herein is a method for treating a human subject diagnosed
with MPS 1, comprising delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human IDUA produced by human glial cells,
wherein the human IDUA is delivered by administration of a recombinant nucleotide expression
vector encoding human IDUA, wherein the recombinant nucleotide expression vector is
administered at a dose that is dependent on the human subject’s brain mass, and wherein the
brain mass is determined by brain MRI of the subject’s brain.

[0063] In another aspect, provided herein is a method for treating a human subject diagnosed
with MPS 1, comprising delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human IDUA produced by human glial cells,
wherein the step of delivering human IDUA comprises administering a recombinant nucleotide
expression vector encoding human IDUA at a dose that is dependent on the human subject’s
brain mass, and wherein the brain mass is determined by brain MRI of the subject’s brain.

[0064] In one aspect, provided herein is a method for treating a human subject diagnosed
with MPS I, comprising determining the subject’s brain mass from the subject’s brain MRI, and
subsequently delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human IDUA produced by human neuronal
cells, wherein the human IDUA is delivered by administration of a recombinant nucleotide
expression vector encoding human IDUA, wherein the recombinant nucleotide expression vector
is administered at a dose that is dependent on the human subject’s brain mass.

[0065] In one aspect, provided herein is a method for treating a human subject diagnosed
with MPS I, comprising determining the subject’s brain mass from the subject’s brain MRI, and
subsequently delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human IDUA produced by human glial cells,
wherein the human IDUA is delivered by administration of a recombinant nucleotide expression
vector encoding human IDUA, wherein the recombinant nucleotide expression vector is
administered at a dose that is dependent on the human subject’s brain mass.

[0066] In one aspect, provided herein is a method for treating a human subject diagnosed

with MPS 1, comprising (a) determining the subject’s brain mass from the subject’s brain MRI,
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(b) calculating the dose based on the human subject’s brain mass, and (c) subsequently
administrating to the cerebrospinal fluid of the brain of the subject the said dose of recombinant
nucleotide expression vector encoding human IDUA.

[0067] In a preferred embodiment, the human IDUA transgene product will be endocytosis
by cells in the CNS. In a preferred embodiment, the human IDUA transgene product is delivered
to lysosomes of cell of CNS.

[0068] In certain embodiments of the method for treating described herein, the human
subject’s brain mass is converted from the human subject’s brain volume by multiplying the
human subject’s brain volume in cm® by a factor of 1.046 g/cm®, wherein the human subject’s
brain volume is obtained from the human subject’s brain MRI. In certain embodiments of the
method for treating described herein, the method further comprises obtaining the human
subject’s brain volume from the human subject’s brain MRI. In certain embodiments of the
method for treating described herein, the method further comprises converting the human
subject’s brain mass from the human subject’s brain volume by multiplying the human subject’s
brain volume in cm’ by a factor of 1.046 g/cm®. In certain embodiments of the method for
treating described herein, the method further comprises obtaining the human subject’s brain
volume from the human subject’s brain MRI, and converting the human subject’s brain mass
from the human subject’s brain volume by multiplying the human subject’s brain volume in cm?
by a factor of 1.046 g/cm’.

[0069] In certain embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is administered at a dose of about 2 x 10° GC/g brain mass as
determined by MRI, about 1 x 10! GC/g brain mass as determined by MRI, or about 5 x 10%°
GC/g brain mass as determined by MRIL

[0070] In some embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is administered via intracisternal (IC) administration. In other
embodiments of the method for treating described herein, the recombinant nucleotide expression
vector is administered via intracerebroventricular (ICV) administration.

[0071] In certain embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is administered at a volume that does not exceed 10% of the total
cerebrospinal fluid volume of the human subject.

[0072] In certain embodiments of the method for treating described herein, the method
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further comprises administering an immune suppression therapy to the human subject before or
concurrently with the human IDUA treatment and continuing immune suppression therapy
thereafter.

[0073] In certain embodiments of the method for treating described herein, the recombinant
nucleotide expression vector is a liquid composition. In certain embodiments of the method for
treating described herein, the recombinant nucleotide expression vector is a frozen composition.
In certain embodiments of the method for treating described herein, the recombinant nucleotide
expression vector is a lyophilized composition or a reconstituted lyophilized composition.

[0074] In certain embodiments of the method for treating described herein, the recombinant
nucleotide expression vector provided herein may be formulated in various dosage forms for IC
or ICV administration. In certain embodiments of the method for treating described herein, the
recombinant nucleotide expression vector provided herein may be provided in a unit-dosage
form or multiple-dosage form. A unit-dosage form, as used herein, refers to a physically discrete
unit suitable for administration to human and animal subjects, and packaged individually as is
known in the art. Each unit-dose contains a predetermined quantity of the said recombinant
nucleotide expression vector and/or other ingredient(s) sufficient to produce the desired
therapeutic effect, in association with the required pharmaceutical carriers or excipients.
Examples of a unit-dosage form include an ampoule, a vial, a prefilled syringe, or a cartridge. In
certain embodiments of the method for treating described herein, a unit-dosage form may be
administered in fractions or multiples thereof. In certain embodiments of the method for treating
described herein, a multiple-dosage form is a plurality of identical unit-dosage forms packaged in
a single container to be administered in segregated unit-dosage form. Examples of a multiple-
dosage form include a vial, a prefilled syringe, or a cartridge. In certain embodiments, the
prefilled syringe comprises 6.5% 102 GC of the recombinant nucleotide expression vector In
certain embodiments, the prefilled syringe comprises 7.5% 102 GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises 8.5x 102 GC of the
recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises 9.75x 102 GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises 9.8x 10'> GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises 1.12x 10! GC of the

recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
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comprises 1.1x 10! GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises 1.3% 10'> GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises 3.25x 10" GC of the
recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises 3.3x 10! GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises 3.75% 10'> GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises 3.8x 10" GC of the
recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises 4.25x% 101 GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises 4.3% 10'> GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises 4.88x 10" GC of the
recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises 4.9x 10! GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises 5.0 101* GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises 6.5% 10 GC of the
recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises about 6.5x 102 GC of the recombinant nucleotide expression vector In certain
embodiments, the prefilled syringe comprises about 7.5 10'> GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises about 8.5x 102 GC of
the recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises about 9.75x 102 GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises about 9.8x 102 GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises about 1.12x 101 GC
of the recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises about 1.1x 10" GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises about 1.3x 10* GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises about 3.25x% 101 GC
of the recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises about 3.3x 10" GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises about 3.75x 1013 GC of the recombinant

nucleotide expression vector. In certain embodiments, the prefilled syringe comprises about
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3.8x 10 GC of the recombinant nucleotide expression vector. In certain embodiments, the
prefilled syringe comprises about 4.25x 10'* GC of the recombinant nucleotide expression
vector. In certain embodiments, the prefilled syringe comprises about 4.3x 10! GC of the
recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises about 4.88x 10!} GC of the recombinant nucleotide expression vector. In certain
embodiments, the prefilled syringe comprises about 4.9x 10> GC of the recombinant nucleotide
expression vector. In certain embodiments, the prefilled syringe comprises about 5x 10'* GC of
the recombinant nucleotide expression vector. In certain embodiments, the prefilled syringe
comprises about 6.5x 10!* GC of the recombinant nucleotide expression vector.

[0075] In certain embodiments, described herein is a method for treating a human subject
diagnosed with MPS I, comprising delivering to the cerebrospinal fluid of the brain of said
human subject a therapeutically effective amount of recombinant human IDUA produced by
human neuronal cells. In certain embodiments, described herein is a method for treating a
human subject diagnosed with MPS I, comprising delivering to the cerebrospinal fluid of the
brain of said human subject a therapeutically effective amount of recombinant human IDUA
produced by human glial cells.

[0076] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with mucopolysaccharidosis I (MPS I), comprising: delivering to the cerebrospinal
fluid of the brain of said human subject, a therapeutically effective amount of a a2,6-sialylated
human o-L-iduronidase (IDUA); and administering an immune suppression therapy to said
subject before or concurrently with the human IDUA treatment and continuing immune
suppression therapy thereafter.

[0077] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: delivering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a glycosylated human IDUA that does not
contain detectable NeuGc; and administering an immune suppression therapy to said subject
before or concurrently with the human IDUA treatment and continuing immune suppression
therapy thereafter.

[0078] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: delivering to the cerebrospinal fluid of the brain of said

human subject, a therapeutically effective amount of a glycosylated human IDUA that does not
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contain detectable NeuGc and/or a-Gal antigen; and administering an immune suppression
therapy to said subject before or concurrently with the human IDUA treatment and continuing
immune suppression therapy thereafter.

[0079] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: delivering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of human IDUA that contains tyrosine-
sulfation; and administering an immune suppression therapy to said subject before or
concurrently with the human IDUA treatment and continuing immune suppression therapy
thereafter.

[0080] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the brain of said human subject an
expression vector encoding human IDUA, wherein said IDUA is 02,6-sialylated upon
expression from said expression vector in a human, immortalized neuronal cell; and
administering an immune suppression therapy to said subject before or concurrently with the
administration of the expression vector and continuing immune suppression therapy thereafter.
[0081] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the brain of said human subject an
expression vector encoding human IDUA, wherein said IDUA is glycosylated but does not
contain detectable NeuGc upon expression from said expression vector in a human, immortalized
neuronal cell; and administering an immune suppression therapy to said subject before or
concurrently with the administration of the expression vector and continuing immune
suppression therapy thereafter.

[0082] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: step a) administering to the brain of said human subject an
expression vector encoding human IDUA, wherein said human IDUA is glycosylated but does
not contain detectable NeuGc and/or a-Gal antigen upon expression from said expression vector
in a human, or in an immortalized neuronal cell; and step b) administering an immune
suppression therapy to said subject before and/or concurrently with and/or after the
administration of the expression vector and continuing immune suppression therapy thereafter.
[0083] In certain embodiments, provided herein are methods of treating a human subject

diagnosed with MPS I, comprising: administering to the brain of said human subject an
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expression vector encoding human IDUA, wherein said IDUA is tyrosine-sulfated upon
expression from said expression vector in a human, immortalized neuronal cell; and
administering an immune suppression therapy to said subject before or concurrently with the
administration of the expression vector and continuing immune suppression therapy thereafter.
[0084] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases said IDUA containing a 0.2,6-
sialylated glycan; and administering an immune suppression therapy to said subject before or
concurrently with the administration of the expression vector and continuing immune
suppression therapy thereafter.

[0085] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases glycosylated human IDUA that
does not contain detectable NeuGc; and administering an immune suppression therapy to said
subject before or concurrently with the administration of the expression vector and continuing
immune suppression therapy thereafter.

[0086] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases glycosylated human IDUA that
does not contain detectable NeuGc and/or o-Gal antigen; and administering an immune
suppression therapy to said subject before or concurrently with the administration of the
expression vector and continuing immune suppression therapy thereafter.

[0087] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases said IDUA containing a tyrosine-

sulfation; and administering an immune suppression therapy to said subject before or
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concurrently with the administration of the expression vector and continuing immune
suppression therapy thereafter.

[0088] In certain embodiments, production of said IDUA containing a a2,6-sialylated glycan
is confirmed by transducing a human neuronal cell line with said recombinant nucleotide
expression vector in cell culture. In certain embodiments, production of said glycosylated IDUA
that does not contain detectable NeuGc is confirmed by transducing a human neuronal cell line
with said recombinant nucleotide expression vector in cell culture. In certain embodiments,
production of said glycosylated IDUA that does not contain detectable NeuGce and/or a-Gal
antigen is confirmed by transducing a human neuronal cell line with said recombinant nucleotide
expression vector in cell culture. In certain embodiments, production of said IDUA containing a
tyrosine-sulfation is confirmed by transducing a human neuronal cell line with said recombinant
nucleotide expression vector in cell culture. In specific embodiments, the IDUA transgene
encodes a signal peptide. In certain embodiments, the human neuronal cell line is HT-22, SK-N-
MC, HCN-1A, HCN-2, NT2, SH-SY 5y, hNSC11, or ReNcell VM.

[0089] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases said IDUA containing a 0.2,6-
sialylated glycan; and administering an immune suppression therapy to said subject before or
concurrently with the administration of the expression vector and continuing immune
suppression therapy thereafter; wherein said recombinant vector, when used to transduce human
neuronal cells in culture results in production of said IDUA containing said a2,6-sialylated
glycan in said cell culture. In certain embodiments, the human neuronal cells are HT-22, SK-N-
MC, HCN-1A, HCN-2, NT2, SH-SY 5y, hNSC11, or ReNcell VM cells.

[0090] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases glycosylated IDUA that does not
contain detectable NeuGc; and administering an immune suppression therapy to said subject
before or concurrently with the administration of the expression vector and continuing immune

suppression therapy thereafter; wherein said recombinant vector, when used to transduce human
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neuronal cells in culture results in production of said IDUA that is glycosylated but does not
contain detectable NeuGc in said cell culture. In certain embodiments, the human neuronal cells
are HT-22, SK-N-MC, HCN-1A, HCN-2, NT2, SH-SY 5y, hNSC11, or ReNcell VM cells.
[0091] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases glycosylated IDUA that does not
contain detectable NeuGc and/or a-Gal antigen; and administering an immune suppression
therapy to said subject before or concurrently with the administration of the expression vector
and continuing immune suppression therapy thereafter; wherein said recombinant vector, when
used to transduce human neuronal cells in culture results in production of said IDUA that is
glycosylated but does not contain detectable NeuGc and/or a-Gal antigen in said cell culture. In
certain embodiments, the human neuronal cells are HT-22, SK-N-MC, HCN-1A, HCN-2, NT2,
SH-SY Sy, hNSC11, or ReNcell VM cells.

[0092] In certain embodiments, provided herein are methods of treating a human subject
diagnosed with MPS I, comprising: administering to the cerebrospinal fluid of the brain of said
human subject, a therapeutically effective amount of a recombinant nucleotide expression vector
encoding human IDUA, so that a depot is formed that releases said IDUA that contains a
tyrosine-sulfation; and administering an immune suppression therapy to said subject before or
concurrently with the administration of the expression vector and continuing immune
suppression therapy thereafter; wherein said recombinant vector, when used to transduce human
neuronal cells in culture results in production of said IDUA that is tyrosine-sulfated in said cell
culture. In certain embodiments, the human neuronal cells are HT-22, SK-N-MC, HCN-1A,
HCN-2, NT2, SH-SY Sy, hNSC11, or ReNcell VM cells.

[0093] In certain embodiments, the human IDUA comprises the amino acid sequence of SEQ
ID NO. 1. In certain embodiments, the immune suppression therapy comprises administering a
combination of (a) tacrolimus and mycophenolic acid, or (b) rapamycin and mycophenolic acid
to said subject before or concurrently with the human IDUA treatment and continuing thereafter.
In certain embodiments, the immune suppression therapy is withdrawn after 180 days.

[0094] In preferred embodiments, the glycosylated IDUA does not contain detectable NeuGc

and/or a-Gal. The phrase “detectable NeuGc and/or a-Gal” used herein means NeuGe and/or a-
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Gal moieties detectable by standard assay methods known in the art. For example, NeuGc may
be detected by HPLC according to Hara et al., 1989, “Highly Sensitive Determination of N-
Acetyl-and N-Glycolylneuraminic Acids in Human Serum and Urine and Rat Serum by
Reversed-Phase Liquid Chromatography with Fluorescence Detection.” J. Chromatogr., B:
Biomed. 377: 111-119, which is hereby incorporated by reference for the method of detecting
NeuGec. Alternatively, NeuGe may be detected by mass spectrometry. The a-Gal may be
detected using an ELISA, see, for example, Galili e al., 1998, “A sensitive assay for measuring
alpha-Gal epitope expression on cells by a monoclonal anti-Gal antibody.” Transplantation.
65(8):1129-32, or by mass spectrometry, see, for example, Ayoub ef al., 2013, “Correct primary
structure assessment and extensive glyco-profiling of cetuximab by a combination of intact,
middle-up, middle-down and bottom-up ESI and MALDI mass spectrometry techniques.”
Landes Bioscience. 5(5): 699-710. See also the references cited in Platts-Mills ef al., 2015,
“Anaphylaxis to the Carbohydrate Side-Chain Alpha-gal” Immunol Allergy Clin North Am.
35(2): 247-260.

[0095] As used herein, the term “about” means within plus or minus 10% of a given value or
range. In certain embodiments, the term “about” means within plus or minus 1% of a given
value or range, wherein the value is a dose that is dependent on the human subject’s brain mass,
and wherein the brain mass is determined by brain MRI of the subject’s brain. In certain
embodiments, the term “about” means within plus or minus 2% of a given value or range,
wherein the value is a dose that is determined by brain MRI of the subject’s brain, and wherein
the brain mass is determined by brain MRI of the subject’s brain. In certain embodiments, the
term “about” means within plus or minus 5% of a given value or range, wherein the value is a
dose that is dependent on the human subject’s brain mass, and wherein the brain mass is
determined by brain MRI of the subject’s brain. In certain embodiments, the term “about”
means within plus or minus 7% of a given value or range, wherein the value is a dose that is
dependent on the human subject’s brain mass, and wherein the brain mass is determined by brain
MRI of the subject’s brain. In certain embodiments, the term “about” means within plus or
minus 10% of a given value or range, wherein the value is a dose that is dependent on the human
subject’s brain mass, and wherein the brain mass is determined by brain MRI of the subject’s

brain. However, it is to be understood that in this specification, the term “about” also affords
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support for recitation of the exact value with which the term is connected. For example, “about
10” also provides support for the number “10” exactly.

5.1 N-GLYCOSYLATION AND TYROSINE SULFATION
5.1.1. N-Glycosylation

[0096] Neuron and glial cells in the CNS are secretory cells that possess the cellular
machinery for post-translational processing of secreted proteins — including glycosylation and
tyrosine-O-sulfation. hIDUA has six asparaginal (“N”) glycosylation sites identified in FIG. 1
(N'OFT; NYOVS; N*3TT; N¥72NT; N*'’'HT; N**'RS). N-glycosylation of N*’? is required for
binding to substrate and enzymatic activity, and mannose-6-phosphorylation is required for
cellular uptake of the secreted enzyme and cross-correction of MPS I cells. The N-linked
glycosylation sites contain complex, high mannose and phosphorylated mannose carbohydrate
moieties (FIG. 4), but only the secreted form is taken up by cells. The gene therapy approach
described herein should result in the continuous secretion of an IDUA glycoprotein that is 2,6-
sialylated and mannose-6-phosphorylated. The secreted glycosylated/phosphorylated IDUA
should be taken up and correctly processed by untransduced neural and glial cells in the CNS.
[0097] The glycosylation of hIDUA by human cells of the CNS will result in the addition of
glycans that can improve stability, half-life and reduce unwanted aggregation of the transgene
product. Significantly, the glycans that are added to HuGlyIDUA of the invention are highly
processed complex-type biantennary N-glycans that include 2,6-sialic acid, incorporating
NeuSAc (“NANA”) but not its hydroxylated derivative, NeuGc (N-Glycolylneuraminic acid, i.e.,
“NGNA” or “Neu5Gc”). Such glycans are not present in laronidase which is made in CHO cells
that do not have the 2,6-sialyltransferase required to make this post-translational modification,
nor do CHO cells produce bisecting GIcNAc, although they do add NeuSGe (NGNA) as sialic
acid not typical (and potentially immunogenic) to humans instead of NeuSAc (NANA).
Moreover, CHO cells can also produce an immunogenic glycan, the a-Gal antigen, which reacts
with anti-o-Gal antibodies present in most individuals, and at high concentrations can trigger
anaphylaxis. See, e.g., Bosques, 2010, Nat Biotech 28: 1153-1156. The human glycosylation
pattern of the HuGlyIDUA of the invention should reduce immunogenicity of the transgene

product and improve efficacy.
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[0098] It is not essential that every molecule produced either in the gene therapy or protein
therapy approach be fully glycosylated and sulfated. Rather, the population of glycoproteins
produced should have sufficient glycosylation and sulfation to demonstrate efficacy.

[0099] In a specific embodiment, HuGlyIDUA used in accordance with the methods
described herein, when expressed in a neuron or glial cell, in vivo or in vitro, could be
glycosylated at 100% of its N-glycosylation sites. However, one of skill in the art will appreciate
that not every N-glycosylation site of HuGlyIDUA need be N-glycosylated in order for benefits
of glycosylation to be attained. Rather, benefits of glycosylation can be realized when only a
percentage of N-glycosylation sites are glycosylated, and/or when only a percentage of expressed
IDUA molecules are glycosylated. Accordingly, in certain embodiments, HuGlyIDUA used in
accordance with the methods described herein, when expressed in a neuron or glial cell, in vivo
or in vitro, 1s glycosylated at 10% - 20%, 20% - 30%, 30% - 40%, 40% - 50%, 50% - 60%, 60%
- 70%, 70% - 80%, 80% - 90%, or 90% - 100% of its available N-glycosylation sites. In certain
embodiments, when expressed in a neuron or glial cell, in vivo or in vitro, 10% - 20%, 20% -
30%, 30% - 40%, 40% - 50%, 50% - 60%, 60% - 70%, 70% - 80%, 80% - 90%, or 90% - 100%
of HuGlyIDUA molecules used in accordance with the methods described herein are
glycosylated at least one of their available N-glycosylation sites.

[00100] In a specific embodiment, at least 10%, 20% 30%, 40%, 50%, 60%, 70%, 75%, 80%,
85%, 90%, 95%, or 99% of the N-glycosylation sites present in HuGlyIDUA used in accordance
with the methods described herein are glycosylated at an Asn residue (or other relevant residue)
present in an N-glycosylation site, when the HuGlyIDUA is expressed in a neuron or glial cell, in
vivo or in vitro. That is, at least 50%, 60%, 70%, 75%, 80%, 85%, 90%, 95%, or 99% of the N-
glycosylation sites of the resultant HuGlyIDUA are glycosylated.

[00101] In another specific embodiment, at least 10%, 20% 30%, 40%, 50%, 60%, 70%, 75%,
80%, 85%, 90%, 95%, or 99% of the N-glycosylation sites present in a HuGlyIDUA molecule
used in accordance with the methods described herein are glycosylated with an identical attached
glycan linked to the Asn residue (or other relevant residue) present in an N-glycosylation site,
when the HuGlyIDUA is expressed in a neuron or glial cell, in vivo or in vitro. That is, at least
50%, 60%, 70%, 75%, 80%, 85%, 90%, 95%, or 99% of the N-glycosylation sites of the
resultant HuGlyIDUA have an identical attached glycan.
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[00102] Importantly, when the IDUA proteins used in accordance with the methods described
herein are expressed in neuron or glial cells, the need for in vifro production in prokaryotic host
cells (e.g., . coli) or eukaryotic host cells (e.g., CHO cells) is circumvented. Instead, as a result
of the methods described herein (e.g., use of neuron or glial cells to express IDUA), N-
glycosylation sites of the IDUA proteins are advantageously decorated with glycans relevant to
and beneficial to treatment of humans. Such an advantage is unattainable when CHO cells or £.
coli are utilized in protein production, because e.g., CHO cells (1) do not express 2,6
sialyltransferase and thus cannot add 2,6 sialic acid during N-glycosylation and (2) can add
Neu5Gc as sialic acid instead of NeuSAc; and because £. coli does not naturally contain
components needed for N-glycosylation. Accordingly, in one embodiment, an IDUA protein
expressed in a neuron or glial cell to give rise to a HuGlyIDUA used in the methods of treatment
described herein is glycosylated in the manner in which a protein is N-glycosylated in human
neuron or glial cells, but is not glycosylated in the manner in which proteins are glycosylated in
CHO cells. In another embodiment, an IDUA protein expressed in a neuron or glial cell to give
rise to a HuGlyIDUA used in the methods of treatment described herein is glycosylated in the
manner in which a protein is N-glycosylated in a neuron or glial cells, wherein such
glycosylation is not naturally possible using a prokaryotic host cell, e.g., using . coli.

[00103] Assays for determining the glycosylation pattern of proteins are known in the art. For
example, hydrazinolysis can be used to analyze glycans. First, polysaccharides are released from
their associated protein by incubation with hydrazine (the Ludger Liberate Hydrazinolysis
Glycan Release Kit, Oxfordshire, UK can be used). The nucleophile hydrazine attacks the
glycosidic bond between the polysaccharide and the carrier protein and allows release of the
attached glycans. N-acetyl groups are lost during this treatment and have to be reconstituted by
re-N-acetylation. The free glycans can be purified on carbon columns and subsequently labeled
at the reducing end with the fluorophor 2-amino benzamide. The labeled polysaccharides can be
separated on a GlycoSep-N column (GL Sciences) according to the HPLC protocol of Royle et
al, Anal Biochem 2002, 304(1):70-90. The resulting fluorescence chromatogram indicates the
polysaccharide length and number of repeating units. Structural information can be gathered by
collecting individual peaks and subsequently performing MS/MS analysis. Thereby the
monosaccharide composition and sequence of the repeating unit can be confirmed and

additionally in homogeneity of the polysaccharide composition can be identified. Specific peaks
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of low molecular weight can be analyzed by MALDI-MS/MS and the result used to confirm the
glycan sequence. Each peak corresponds to a polymer consisting of a certain number of repeat
units and fragments thereof. The chromatogram thus allows measurement of the polymer length
distribution. The elution time is an indication for polymer length, while fluorescence intensity
correlates with molar abundance for the respective polymer.
[00104] Homogeneity of the glycan patterns associated with proteins, as it relates to both
glycan length and numbers glycans present across glycosylation sites, can be assessed using
methods known in the art, e.g., methods that measure glycan length and hydrodynamic radius.
Size exclusion-HPLC allows the measurement of the hydrodynamic radius. Higher numbers of
glycosylation sites in a protein lead to higher variation in hydrodynamic radius compared to a
carrier with less glycosylation sites. However, when single glycan chains are analyzed, they may
be more homogenous due to the more controlled length. Glycan length can measured by
hydrazinolysis, SDS PAGE, and capillary gel electrophoresis. In addition, homogeneity can also
mean that certain glycosylation site usage patterns change to a broader/narrower range. These
factors can be measured by Glycopeptide LC-MS/MS.
[00105] N-glycosylation confers numerous benefits on the HuGlyIDUA used in the methods
described herein. Such benefits are unattainable by production of proteins in . coli, because F.
coli does not naturally possess components needed for N-glycosylation. Further, some benefits
are unattainable through protein production in, e.g., CHO cells, because CHO cells lack
components needed for addition of certain glycans (e.g., 2,6 sialic acid) and because CHO cells
can add glycans, e.g., Neu5Gc not typical to humans, and the a-Gal antigen which is
immunogenic in most individuals and at high concentrations can trigger anaphylaxis. Thus, the
expression of IDUA in human neuron or glial cells results in the production of HuGlyIDUA
comprising beneficial glycans that otherwise would not be associated with the protein if
produced in CHO cells or in . coli.

5.1.2. Tyrosine Sulfation

[00106] In addition to the N-linked glycosylation sites, hIDUA contains a tyrosine (“Y”)
sulfation site (ADTPIY?’NDEADPLVGWS) near the domain containing N*’ required for
binding and activity. (See, e.g., Yang et al., 2015, Molecules 20:2138-2164, esp. at p. 2154
which is incorporated by reference in its entirety for the analysis of amino acids surrounding

tyrosine residues subjected to protein tyrosine sulfation. The “rules” can be summarized as
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follows: Y residues with E or D within +5 to -5 position of Y, and where position -1 of Y is a
neutral or acidic charged amino acid — but not a basic amino acid, e.g., R, K, or H that abolishes
sulfation). While not intending to be bound by any theory, sulfation of this site in hIDUA may
be critical to activity since mutations within the tyrosine-sulfation region (e.g., W306L) are
known to be associated with decreased enzymatic activity and disease. (See, Maita et al., 2013,
PNAS 110:14628 at pp. 14632-14633).

[00107] Importantly, tyrosine-sulfated proteins cannot be produced in £. coli, which naturally
does not possess the enzymes required for tyrosine-sulfation. Further, CHO cells are deficient
for tyrosine sulfation—they are not secretory cells and have a limited capacity for post-
translational tyrosine-sulfation. See, e.g., Mikkelsen & Ezban, 1991, Biochemistry 30: 1533-
1537. Advantageously, the methods provided herein call for expression of IDUA, e.g.,
HuGIyIDUA, in neurons or glial cells, which are secretory and do have capacity for tyrosine
sulfation. Assays for detection tyrosine sulfation are known in the art. See, e.g., Yang et al.,
2015, Molecules 20:2138-2164.

[00108] Tyrosine-sulfation of hIDUA — a robust post-translational process in human CNS
cells — should result in improved processing and activity of transgene products. The significance
of tyrosine-sulfation of lysosomal proteins has not been elucidated; but in other proteins it has
been shown to increase avidity of protein-protein interactions (antibodies and receptors), and to
promote proteolytic processing (peptide hormone). (See, Moore, 2003, J Biol. Chem.
278:24243-46; and Bundegaard et al., 1995, The EMBO J 14: 3073-79). The tyrosylprotein
sulfotransferase (TPST1) responsible for tyrosine-sulfation (which may occur as a final step in
IDUA processing) is apparently expressed at higher levels (based on mRNA) in the brain (gene
expression data for TPST1 may be found, for example, at the EMBL-EBI Expression Atlas,
accessible at http://www.ebi.ac.uk/gxa/home). Such post-translational modification, at best, is

under-represented in laronidase — a CHO cell product.

5.2 CONSTRUCTS AND FORMULATIONS

[00109] For use in the methods provided herein are viral vectors or other DNA expression
constructs encoding a-L-iduronidase (IDUA), e.g., human IDUA (hIDUA). The viral vectors
and other DNA expression constructs provided herein include any suitable method for delivery

of a transgene to the cerebrospinal fluid (CSF). The means of delivery of a transgene include
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viral vectors, liposomes, other lipid-containing complexes, other macromolecular complexes,
synthetic modified mRNA, unmodified mRNA, small molecules, non-biologically active
molecules (e.g., gold particles), polymerized molecules (e.g., dendrimers), naked DNA,
plasmids, phages, transposons, cosmids, or episomes. In some embodiments, the vector is a
targeted vector, e.g., a vector targeted to neuronal cells.
[00110] In some aspects, the disclosure provides for a nucleic acid for use, wherein the
nucleic acid encodes an IDUA, e.g., hIDUA, operatively linked to a promoter selected from the
group consisting of: cytomegalovirus (CMV) promoter, Rous sarcoma virus (RSV) promoter,
MMT promoter, EF-1 alpha promoter, UB6 promoter, chicken beta-actin promoter, CAG
promoter, RPE65 promoter and opsin promoter.
[00111] In certain embodiments, provided herein are recombinant vectors that comprise one
or more nucleic acids (e.g. polynucleotides). The nucleic acids may comprise DNA, RNA, or a
combination of DNA and RNA. In certain embodiments, the DNA comprises one or more of the
sequences selected from the group consisting of promoter sequences, the sequence of the gene of
interest (the transgene, e.g., IDUA), untranslated regions, and termination sequences. In certain
embodiments, viral vectors provided herein comprise a promoter operably linked to the gene of
interest.
[00112] In certain embodiments, nucleic acids (e.g., polynucleotides) and nucleic acid
sequences disclosed herein may be codon-optimized, for example, via any codon-optimization
technique known to one of skill in the art (see, e.g., review by Quax et al., 2015, Mol Cell
59:149-161).

5.2.1. mRNA

[00113] In certain embodiments, the vectors provided herein are modified mRNA encoding
for the gene of interest (e.g., the transgene, for example, IDUA). The synthesis of modified and
unmodified mRNA for delivery of a transgene to the CSF is taught, for example, in
Hocquemiller et al., 2016, Human Gene Therapy 27(7):478-496, which is incorporated by
reference herein in its entirety. In certain embodiments, provided herein is a modified mRNA
encoding for IDUA, e.g., hIDUA.

5.2.2. Viral vectors

[00114] Viral vectors include adenovirus, adeno-associated virus (AAV, e.g., AAV9),

lentivirus, helper-dependent adenovirus, herpes simplex virus, poxvirus, hemagglutinin virus of
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Japan (HVJ), alphavirus, vaccinia virus, and retrovirus vectors. Retroviral vectors include
murine leukemia virus (MLV)- and human immunodeficiency virus (HIV)-based vectors.
Alphavirus vectors include semliki forest virus (SFV) and sindbis virus (SIN). In certain
embodiments, the viral vectors provided herein are recombinant viral vectors. In certain
embodiments, the viral vectors provided herein are altered such that they are replication-deficient
in humans. In certain embodiments, the viral vectors are hybrid vectors, e.g., an AAV vector
placed into a “helpless” adenoviral vector. In certain embodiments, provided herein are viral
vectors comprising a viral capsid from a first virus and viral envelope proteins from a second
virus. In specific embodiments, the second virus is vesicular stomatitus virus (VSV). In more
specific embodiments, the envelope protein is VSV-G protein.

[00115] In certain embodiments, the viral vectors provided herein are HIV based viral vectors.
In certain embodiments, HIV-based vectors provided herein comprise at least two
polynucleotides, wherein the gag and pol genes are from an HIV genome and the env gene is
from another virus.

[00116] In certain embodiments, the viral vectors provided herein are herpes simplex virus-
based viral vectors. In certain embodiments, herpes simplex virus-based vectors provided herein
are modified such that they do not comprise one or more immediately early (IE) genes, rendering
them non-cytotoxic.

[00117] In certain embodiments, the viral vectors provided herein are MLV based viral
vectors. In certain embodiments, MLV-based vectors provided herein comprise up to 8 kb of
heterologous DNA in place of the viral genes.

[00118] In certain embodiments, the viral vectors provided herein are lentivirus-based viral
vectors. In certain embodiments, lentiviral vectors provided herein are derived from human
lentiviruses. In certain embodiments, lentiviral vectors provided herein are derived from non-
human lentiviruses. In certain embodiments, lentiviral vectors provided herein are packaged into
a lentiviral capsid. In certain embodiments, lentiviral vectors provided herein comprise one or
more of the following elements: long terminal repeats, a primer binding site, a polypurine tract,
att sites, and an encapsidation site.

[00119] In certain embodiments, the viral vectors provided herein are alphavirus-based viral
vectors. In certain embodiments, alphavirus vectors provided herein are recombinant,

replication-defective alphaviruses. In certain embodiments, alphavirus replicons in the
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alphavirus vectors provided herein are targeted to specific cell types by displaying a functional
heterologous ligand on their virion surface.

[00120] In certain embodiments, the viral vectors provided herein are AAV based viral
vectors. In preferred embodiments, the viral vectors provided herein are AAV9 or AAVrh10
based viral vectors. In certain embodiments, the AAV9 or AAVrh10 based viral vectors
provided herein retain tropism for CNS cells. . Multiple AAV serotypes have been identified.
In certain embodiments, AAV-based vectors provided herein comprise components from one or
more serotypes of AAV. In certain embodiments, AAV based vectors provided herein comprise
components from one or more of AAV1, AAV2, AAV3, AAV4, AAVS, AAV6, AAVT, AAVS,
AAV9, AAVrh10, or AAV11. In preferred embodiments, AAV based vectors provided herein
comprise components from one or more of AAV8, AAV9, AAV10, or AAV11 serotypes.
AAV9-based viral vectors are used in the methods described herein. Nucleic acid sequences of
AAYV based viral vectors and methods of making recombinant AAV and AAYV capsids are
taught, for example, in United States Patent No. 7,282,199 B2, United States Patent No.
7,790,449 B2, United States Patent No. 8,318,480 B2, United States Patent No. 8,962,332 B2
and International Patent Application No. PCT/EP2014/076466, each of which is incorporated
herein by reference in its entirety. In one aspect, provided herein are AAV (e.g., AAV9 or
AAVrh10)-based viral vectors encoding a transgene (e.g., IDUA). In specific embodiments,
provided herein are AAV9-based viral vectors encoding IDUA. In more specific embodiments,
provided herein are AAV9-based viral vectors encoding hIDUA.

[00121] In one embodiment, a non-replicating recombinant AAV of serotype 9 capsid
containing an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAV9
serotype allows for efficient expression of the hIDUA protein in the CNS following
administration (e.g., intrathecal administration, including intracisternal administration and
intracerebroventricular administration). In a specific embodiment, the vector genome contains an
hIDUA expression cassette flanked by AAV2-inverted terminal repeats (ITRs). Expression from
the cassette is preferably driven by a strong constitutive promoter.

[00122] Provided in particular embodiments are AAV9 vectors comprising an artificial
genome comprising (i) an expression cassette containing the transgene under the control of
regulatory elements and flanked by ITRs; and (i1) a viral capsid that has the amino acid sequence

of the AAV9 capsid protein or is at least 95%, 96%, 97%, 98%, 99% or 99.9% identical to the
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amino acid sequence of the AAVO capsid protein (SEQ ID NO: 26) while retaining the
biological function of the AAVO capsid. In certain embodiments, the encoded AAV9 capsid has
the sequence of SEQ ID NO: 26 with 1,2, 3, 4, 5,6, 7, 8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19,
20, 21, 22, 23, 24, 25, 26, 27, 28, 29 or 30 amino acid substitutions and retaining the biological
function of the AAV9 capsid. FIG. 5 provides a comparative alignment of the amino acid
sequences of the capsid proteins of different AAV serotypes with potential amino acids that may
be substituted at certain positions in the aligned sequences based upon the comparison in the row
labeled SUBS. Accordingly, in specific embodiments, the AAV9 vector comprises an AAV9
capsid variant that has 1, 2, 3,4, 5,6, 7, 8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23,
24,25, 26,27, 28, 29 or 30 amino acid substitutions identified in the SUBS row of FIG. 5 that
are not present at that position in the native AAV9 sequence.

[00123] In certain embodiments, the AAV that is used in the methods described herein is
Anc80 or Anc80L65, as described in Zinn et al., 2015, Cell Rep. 12(6): 1056-1068, which is
incorporated by reference in its entirety. In certain embodiments, the AAV that is used in the
methods described herein comprises one of the following amino acid insertions: LGETTRP or
LALGETTRP, as described in United States Patent Nos. 9,193,956, 9458517; and 9,587,282 and
US patent application publication no. 2016/0376323, each of which is incorporated herein by
reference in its entirety. In certain embodiments, the AAV that is used in the methods described
herein is AAV.7m8, as described in United States Patent Nos. 9,193,956; 9,458,517; and
9,587,282 and US patent application publication no. 2016/0376323, each of which is
incorporated herein by reference in its entirety. In certain embodiments, the AAV that is used in
the methods described herein is any AAV disclosed in United States Patent No. 9,585,971, such
as AAV-PHP B. In certain embodiments, the AAV that is used in the methods described herein
is an AAYV disclosed in any of the following patents and patent applications, each of which is
incorporated herein by reference in its entirety: United States Patent Nos. 7,906,111, 8,524,446;
8,099.678; 8,628,966; 8,927,514; 8,734,809; US 9,284,357; 9,409,953; 9,169,299: 9,193,956;
9458517, and 9,587,282 US patent application publication nos. 2015/0374803; 2015/0126588;
2017/0067908; 2013/0224836; 2016/0215024; 2017/0051257; and International Patent
Application Nos. PCT/US2015/034799; PCT/EP2015/053335.

[00124] In certain embodiments, a single-stranded AAV (ssAAV) may be used supra. In

certain embodiments, a self-complementary vector, e.g., sSCAAV, may be used (see, e.g., Wu,
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2007, Human Gene Therapy, 18(2):171-82, McCarty et al, 2001, Gene Therapy, Vol 8, Number
16, Pages 1248-1254; and U.S. Patent Nos. 6,596,535; 7,125,717, and 7,456,683, each of which
is incorporated herein by reference in its entirety).

[00125] In certain embodiments, the viral vectors used in the methods described herein are
adenovirus based viral vectors . A recombinant adenovirus vector may be used to transfer in the
IDUA. The recombinant adenovirus can be a first generation vector, with an E1 deletion, with or
without an E3 deletion, and with the expression cassette inserted into either deleted region. The
recombinant adenovirus can be a second generation vector, which contains full or partial
deletions of the E2 and E4 regions. A helper-dependent adenovirus retains only the adenovirus
inverted terminal repeats and the packaging signal (phi). The transgene is inserted between the
packaging signal and the 3’ ITR, with or without stuffer sequences to keep the artificial genome
close to wild-type size of approx. 36 kb. An exemplary protocol for production of adenoviral
vectors may be found in Alba et al., 2005, “Gutless adenovirus: last generation adenovirus for
gene therapy,” Gene Therapy 12:S18-S27, which is incorporated by reference herein in its
entirety.

[00126] In certain embodiments, the viral vectors used in the methods described herein are
lentivirus based viral vectors . A recombinant lentivirus vector may be used to transfer in the
IDUA. Four plasmids are used to make the construct: Gag/pol sequence containing plasmid,
Rev sequence containing plasmids, Envelope protein containing plasmid (i.e. VSV-G), and Cis
plasmid with the packaging elements and the IDUA gene.

[00127] For lentiviral vector production, the four plasmids are co-transfected into cells (i.e.,
HEK?293 based cells), whereby polyethylenimine or calcium phosphate can be used as
transfection agents, among others. The lentivirus is then harvested in the supernatant
(lentiviruses need to bud from the cells to be active, so no cell harvest needs/should be done).
The supernatant is filtered (0.45 pm) and then magnesium chloride and benzonase added. Further
downstream processes can vary widely, with using TFF and column chromatography being the
most GMP compatible ones. Others use ultracentrifugation with/without column
chromatography. Exemplary protocols for production of lentiviral vectors may be found in
Lesch et al., 2011, “Production and purification of lentiviral vector generated in 293T suspension
cells with baculoviral vectors,” Gene Therapy 18:531-538, and Ausubel et al., 2012, “Production
of CGMP-Grade Lentiviral Vectors,” Bioprocess Int. 10(2):32-43, both of which are
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incorporated by reference herein in their entireties.

[00128] In a specific embodiment, a vector for use in the methods described herein is one that
encodes an IDUA (e.g., hIDUA) such that, upon transduction of cells in the CNS, or a relevant
cell (e.g., a neuronal cell in vivo or in vitro), a glycosylated variant of IDUA is expressed by the
transduced cell. In a specific embodiment, a vector for use in the methods described herein is
one that encodes an IDUA (e.g., hIDUA) such that, upon transduction of a cell in the CNS, or a
relevant cell (e.g., a neuronal cell in vivo or in vitro), a sulfated variant of IDUA is expressed by
the cell.

5.2.3. Promoters and Modifiers of Gene Expression

[00129] In certain embodiments, the vectors provided herein comprise components that
modulate gene delivery or gene expression (e.g., “expression control elements”). In certain
embodiments, the vectors provided herein comprise components that modulate gene expression.
In certain embodiments, the vectors provided herein comprise components that influence binding
or targeting to cells. In certain embodiments, the vectors provided herein comprise components
that influence the localization of the polynucleotide (e.g., the transgene) within the cell after
uptake. In certain embodiments, the vectors provided herein comprise components that can be
used as detectable or selectable markers, e.g., to detect or select for cells that have taken up the
polynucleotide.

[00130] In certain embodiments, the viral vectors provided herein comprise one or more
promoters. In certain embodiments, the promoter is a constitutive promoter. In alternate
embodiments, the promoter is an inducible promoter. The native IDUA gene, like most
housekeeping genes, primarily uses a GC-rich promoter. In a preferred embodiment, strong
constitutive promoters that provide for sustained expression of hIDUA are used. Such
promoters include “CAG” synthetic promoters that contain: “C” — the cytomegalovirus (CMV)
early enhancer element; “A” — the promoter as well as the first exon and intron of the chicken
beta-actin gene; and “G” — the splice acceptor of the rabbit beta-globin gene (see, Miyazaki et
al., 1989, Gene 79: 269-277; and Niwa et al., Gene 108: 193-199).

[00131] In certain embodiments, the promoter is a CB7 promoter (see Dinculescu et al., 2005,
Hum Gene Ther 16: 649-663, incorporated by reference herein in its entirety). In some
embodiments, the CB7 promoter includes other expression control elements that enhance

expression of the transgene driven by the vector. In certain embodiments, the other expression
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control elements include chicken (-actin intron and/or rabbit 3-globin polA signal. In certain
embodiments, the promoter comprises a TATA box. In certain embodiments, the promoter
comprises one or more elements. In certain embodiments, the one or more promoter elements
may be inverted or moved relative to one another. In certain embodiments, the elements of the
promoter are positioned to function cooperatively. In certain embodiments, the elements of the
promoter are positioned to function independently. In certain embodiments, the viral vectors
provided herein comprise one or more promoters selected from the group consisting of the
human CMV immediate early gene promoter, the SV40 early promoter, the Rous sarcoma virus
(RS) long terminal repeat, and rat insulin promoter. In certain embodiments, the vectors
provided herein comprise one or more long terminal repeat (LTR) promoters selected from the
group consisting of AAV, MLV, MMTYV, SV40, RSV, HIV-1, and HIV-2 LTRs. In certain
embodiments, the vectors provided herein comprise one or more tissue specific promoters (e.g., a
neuronal cell-specific promoter).

[00132] In certain embodiments, the viral vectors provided herein comprise one or more
regulatory elements other than a promoter. In certain embodiments, the viral vectors provided
herein comprise an enhancer. In certain embodiments, the viral vectors provided herein
comprise a repressor. In certain embodiments, the viral vectors provided herein comprise an
intron or a chimeric intron. In certain embodiments, the viral vectors provided herein comprise a
polyadenylation sequence.

5.2.4. Signal Peptides

[00133] In certain embodiments, the vectors provided herein comprise components that
modulate protein delivery. In certain embodiments, the viral vectors provided herein comprise
one or more signal peptides. In certain embodiments, the signal peptides allow for the transgene
product (e.g., IDUA) to achieve the proper packaging (e.g. glycosylation) in the cell. In certain
embodiments, the signal peptides allow for the transgene product (e.g., IDUA) to achieve the
proper localization in the cell. In certain embodiments, the signal peptides allow for the
transgene product (e.g., IDUA) to achieve secretion from the cell. Examples of signal peptides
to be used in connection with the vectors and transgenes provided herein may be found in Table

1. Signal peptides may also be referred to herein as leader sequences or leader peptides.
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Table 1. Signal peptides for use with the vectors provided herein.

SEQ ID | Signal Peptide Sequence
NO.

2 Oligodendrocyte-myelin MEYQILKMSLCLFILLFLTPGILC
glycoprotein (hOMG) signal
peptide

3 Cellular repressor of E1A- MSVRRGRRPARPGTRLSWLLCCSALLSPAAG
stimulated genes 2
(hCREQG2) signal peptide

4 V-set and transmembrane MEQRNRLGALGYLPPLLLHALLLFVADA
domain containing 2B
(hVSTM2B) signal peptide

5 Protocadherin alpha-1 MVFSRRGGLGARDLLLWLLLLAAWEVGSG
(hPCADHAL1) signal peptide

6 FAM19A1 (TAFA1) signal | MAMVSAMSWVLYLWISACA
peptide

7 VEGF-A signal peptide MNFLLSWVHW SLALLLYLHH AKWSQA

8 Fibulin-1 signal peptide MERAAPSRRYV PLPLLLLGGL ALLAAGVDA

9 Vitronectin signal peptide MAPLRPLLIL ALLAWVALA

10 Complement Factor H signal | MRLLAKIICLMLWAICVA
peptide

11 Opticin signal peptide MRLLAFLSLL ALVLQETGT

12 Albumin signal peptide MKWVTFISLLFLFSSAYS

13 Chymotrypsinogen signal MAFLWLLSCWALLGTTFG
peptide

14 Interleukin-2 signal peptide | MYRMQLLSCIALILALVTNS

15 Trypsinogen-2 signal peptide | MNLLLILTFVAAAVA
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5.2.5. Untranslated regions

[00134] In certain embodiments, the viral vectors provided herein comprise one or more
untranslated regions (UTRs), e.g., 3” and/or 5 UTRs. In certain embodiments, the UTRs are
optimized for the desired level of protein expression. In certain embodiments, the UTRs are
optimized for the mRNA half life of the transgene. In certain embodiments, the UTRs are
optimized for the stability of the mRNA of the transgene. In certain embodiments, the UTRs are
optimized for the secondary structure of the mRNA of the transgene.

5.2.6. Inverted terminal repeats

[00135] In certain embodiments, the viral vectors provided herein comprise one or more
inverted terminal repeat (ITR) sequences. ITR sequences may be used for packaging the
recombinant gene expression cassette into the virion of the viral vector. In certain embodiments,
the ITR is from an AAV, e.g., AAV9 (see, e.g., Yan et al., 2005, J. Virol., 79(1):364-379,
United States Patent No. 7,282,199 B2, United States Patent No. 7,790,449 B2, United States
Patent No. 8,318,480 B2, United States Patent No. 8,962,332 B2 and International Patent
Application No. PCT/EP2014/076466, each of which is incorporated herein by reference in its
entirety).

5.2.7. Transgenes

[00136] In certain embodiments, the vectors provided herein encode an IDUA transgene. In
specific embodiments, the IDUA is controlled by appropriate expression control elements for
expression in neuronal cells: In certain embodiments, the IDUA (e.g., hIDUA) transgene
comprises the amino acid sequence of SEQ ID NO: 1. In certain embodiments, the IDUA (e.g.,
hIDUA) transgene comprises an amino acid sequence that is at least 85%, 86%, 87%, 88%, 89%,
90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98% or 99% identical to the sequence set forth in
SEQ ID NO: 1.

[00137] The HuGlyIDUA encoded by the transgene can include, but is not limited to human
IDUA (hIDUA) having the amino acid sequence of SEQ ID NO. 1 (as shown in FIG. 1), and
derivatives of hIDUA having amino acid substitutions, deletions, or additions, e.g., including but
not limited to amino acid substitutions selected from corresponding non-conserved residues in
orthologs of IDUA shown in FIG. 2, with the proviso that such mutations do not include any that

have been identified in severe, severe-intermediate, intermediate, or attenuated MPS 1
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phenotypes shown in FIG. 3 (from, Saito et al., 2014, Mol Genet Metab 111:107-112, Table 3
listing 57 MPS I mutations, which is incorporated by reference herein in its entirety); or reported
by Venturi et al., 2002, Human Mutation #522 Online (“Venturi 2002”), or Bertola et al., 2011
Human Mutation 32:E2189-E2210 (“Bertola 20117), each of which is incorporated by reference
herein in its entirety.

[00138] For example, amino acid substitutions at a particular position of hIDUA can be
selected from among corresponding non-conserved amino acid residues found at that position in
the IDUA orthologs depicted in FIG. 2 (showing alignment of orthologs as reported Maita et al.,
2013, PNAS 110:14628, Fig. S8 which is incorporated by reference herein in its entirety), with
the proviso that such substitutions do not include any of the deleterious mutations shown in FIG.
3 or reported in Venturi 2002 or Bertola 2011 supra. The resulting transgene product can be
tested using conventional assays in vitro, in cell culture or test animals to ensure that the
mutation does not disrupt IDUA function. Preferred amino acid substitutions, deletions or
additions selected should be those that maintain or increase enzyme activity, stability or half-life
of IDUA, as tested by conventional assays iz vifro, in cell culture or animal models for MPS 1.
For example, the enzyme activity of the transgene product can be assessed using a conventional
enzyme assay with 4-methylumbelliferyl o-L-iduronide as the substrate (see, e.g., Hopwood et
al., 1979, Clin Chim Acta 92: 257-265; Clements et al., 1985, Eur J Biochem 152: 21-28; and
Kakkis et al., 1994, Prot Exp Purif 5: 225-232 for exemplary IDUA enzyme assays that can be
used, each of which is incorporated by reference herein in its entirety). The ability of the
transgene product to correct MPS I phenotype can be assessed in cell culture; e.g., by
transducing MPS I cells in culture with a viral vector or other DNA expression construct
encoding hIDUA or a derivative; by adding the rHuGlyIDUA or a derivative to MPS I cells in
culture; or by co-culturing MPS I cells with human host cells engineered to express and secrete
rHuGlyIDUA or a derivative, and determining correction of the defect in the MPS I cultured
cells, e.g., by detecting IDUA enzyme activity and/or reduction in GAG storage in the MPS 1
cells in culture (see e.g., Myerowitz & Neufeld, 1981, J Biol Chem 256: 3044-3048; and Anson
et al. 1992, Hum Gene Ther 3: 371-379, each of which is incorporated by reference herein in its
entirety).
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5.2.8. Constructs

[00139] In certain embodiments, the viral vectors provided herein comprise the following
elements in the following order: a) a first ITR sequence, b) a first linker sequence, ¢) a promoter
sequence, d) a second linker sequence, e) an intron sequence, f) a third linker sequence, g) a
sequence encoding the transgene (e.g., IDUA), h) a fourth linker sequence, 1) a poly A sequence,
j) a fifth linker sequence, and k) a second ITR sequence.

[00140] In certain embodiments, the viral vectors provided herein comprise the following
elements in the following order: a) a promoter sequence, and b) a sequence encoding the
transgene (e.g., IDUA). In certain embodiments, the viral vectors provided herein comprise the
following elements in the following order: a) a promoter sequence, and b) a sequence encoding
the transgene (e.g., IDUA), wherein the transgene comprises a signal peptide.

[00141] In certain embodiments, the viral vectors provided herein comprise the following
elements in the following order: a) a first ITR sequence, b) a first linker sequence, ¢) a promoter
sequence, d) a second linker sequence, ) an intron sequence, f) a third linker sequence, g) a first
UTR sequence, h) a sequence encoding the transgene (e.g., IDUA), 1) a second UTR sequence, })
a fourth linker sequence, k) a poly A sequence, 1) a fifth linker sequence, and m) a second ITR
sequence.

[00142] In certain embodiments, the viral vectors provided herein comprise the following
elements in the following order: a) a first ITR sequence, b) a first linker sequence, ¢) a promoter
sequence, d) a second linker sequence, ) an intron sequence, f) a third linker sequence, g) a first
UTR sequence, h) a sequence encoding the transgene (e.g., IDUA), 1) a second UTR sequence, })
a fourth linker sequence, k) a poly A sequence, 1) a fifth linker sequence, and m) a second ITR
sequence, wherein the transgene comprises a signal peptide, and wherein the transgene encodes
hIDUA.

[00143] In a specific embodiment, the viral vector described herein comprises the elements
and in the order as illustrated in FIG. 6.

5.2.9. Manufacture and testing of vectors

[00144] The viral vectors provided herein may be manufactured using host cells. The viral
vectors provided herein may be manufactured using mammalian host cells, for example, A549 |
WEHL, 10T1/2, BHK, MDCK, COS1, COS7, BSC 1, BSC 40, BMT 10, VERO, W138, HeLa,
293, Saos, C2C12, L, HT1080, HepG2, primary fibroblast, hepatocyte, and myoblast cells. The
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viral vectors provided herein may be manufactured using host cells from human, monkey,
mouse, rat, rabbit, or hamster.
[00145] The host cells are stably transformed with the sequences encoding the transgene and
associated elements (i.e., the vector genome), and the means of producing viruses in the host
cells, for example, the replication and capsid genes (e.g., the rep and cap genes of AAV). For a
method of producing recombinant AAV vectors with AAVS8 capsids, see Section IV of the
Detailed Description of U.S. Patent No. 7,282,199 B2, which is incorporated herein by reference
in its entirety. Genome copy titers of said vectors may be determined, for example, by
TAQMAN® analysis. Virions may be recovered, for example, by CsClz sedimentation.
[00146] In vitro assays, e.g., cell culture assays, can be used to measure transgene expression
from a vector described herein, thus indicating, e.g., potency of the vector. For example, the HT-
22, SK-N-MC, HCN-1A, HCN-2, NT2, SH-SYSy, hNSC11, or ReNcell VM cell lines, or other
cell lines that are derived from neuronal or glial cells or progenitors of neuronal or glial cells can
be used to assess transgene expression. Once expressed, characteristics of the expressed product
(i.e., HuGlyIDUA) can be determined, including determination of the glycosylation and tyrosine
sulfation patterns associated with the HuGlyIDUA.

5.2.10. Compositions

[00147] Compositions are described comprising a vector encoding a transgene described
herein and a suitable carrier. A suitable carrier (e.g., for administration to the CSF, and, for

example, to neuronal cells) would be readily selected by one of skill in the art.

5.3 GENE THERAPY

[00148] Methods are described for the administration of a therapeutically effective amount of
a transgene construct to human subjects having MPS I.  More particularly, methods for
administration of a therapeutically effective amount of a transgene construct to patients having
MPS 1, in particular, for administration to the CSF are described. In particular embodiments,
such methods for administration to the CSF of a therapeutically effective amount of a transgene

construct can be used to treat to patients having Hurler syndrome or Hurler-Scheie syndrome.
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5.3.1. Target Patient Populations

[00149] In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to patients diagnosed with MPS 1. In specific embodiments, the patients have been
diagnosed with Hurler-Scheie syndrome. In specific embodiments, the patients have been
diagnosed with Scheie syndrome. In specific embodiments, the patients have been diagnosed
with Hurler syndrome.

[00150] In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to patients diagnosed with severe MPS 1. I In certain embodiments, therapeutically
effective doses of the recombinant vector are administered to patients diagnosed with attenuated
MPS 1.

[00151] In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to patients diagnosed with MPS I who have been identified as responsive to
treatment with IDUA, e.g., hIDUA.

[00152] In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to pediatric patients. In certain embodiments, therapeutically effective doses of the
recombinant vector are administered to patients that are less than three years old. In certain
embodiments, therapeutically effective doses of the recombinant vector are administered to
patients that are aged 2 to 4 years old. In certain embodiments, therapeutically effective doses of
the recombinant vector are administered to patients that are aged 3 to 8 years old. In certain
embodiments, therapeutically effective doses of the recombinant vector are administered to
patients that are aged 8 to 16 years old. In certain embodiments, therapeutically effective doses
of the recombinant vector are administered to patients that are aged 6 to 18 years old. In certain
embodiments, therapeutically effective doses of the recombinant vector are administered to
patients that are 6 years or older. In certain embodiments, therapeutically effective doses of the
recombinant vector are administered to patients that are younger than 3 years of age. In certain
embodiments, therapeutically effective doses of the recombinant vector are administered to
patients that are 4 months or older but younger than 9 months. In certain embodiments,
therapeutically effective doses of the recombinant vector are administered to patients that are 9
months or older but younger than 18 months. In certain embodiments, therapeutically effective
doses of the recombinant vector are administered to patients that are 18 months or older but

younger than 3 years. In certain embodiments, therapeutically effective doses of the recombinant
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vector are administered to patients that are more than 10 years old. In certain embodiments,
therapeutically effective doses of the recombinant vector are administered to patients that are
older than 4 months. In certain embodiments, therapeutically effective doses of the recombinant
vector are administered to patients that are younger than 6 years. In certain embodiments,
therapeutically effective doses of the recombinant vector are administered to adolescent patients.
In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to adult patients. In certain embodiments, therapeutically effective doses of the
recombinant vector are administered to pediatric patients. In certain embodiments,
therapeutically effective doses of the recombinant vector are administered to infants.
[00153] In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to patients diagnosed with MPS I who have been identified as responsive to
treatment with IDUA, e.g., hIDUA, injected into the CSF prior to treatment with gene therapy.
5.3.2. Dosage and Mode of Administration

[00154] In certain embodiments, therapeutically effective doses of the recombinant vector are
administered to the CSF via intrathecal administration (i.e., injection into the subarachnoid space
so that the recombinant vectors distribute through the CSF and transduce cells in the CNS). This
can be accomplished in a number of ways — e.g., by intracranial (cisternal or ventricular)
injection , or injection into the lumbar cistern. In certain embodiments, intrathecal
administration is performed via intracisternal (IC) injection (e.g., into the cisterna magna). In
specific embodiments, intracisternal injection is performed by CT-guided suboccipital puncture.
In specific embodiments, intrathecal injection is performed by lumbar puncture. In specific
embodiments, injection into the subarachnoid space is performed by C1-2 puncture when
feasible for the patient. Alternatively, intracerebroventricular (ICV) administration (a more
invasive technique used for the introduction of antiinfective or anticancer drugs that do not
penetrate the blood-brain barrier), for example, image-assisted ICV injection, can be used to
instill the recombinant vectors directly into the ventricles of the brain. In a specific embodiment,
the recombinant vector is administered via a single image-assisted ICV injection. In a further
specific embodiment, the recombinant vector is administered via a single image-assisted ICV
injection with immediate removal of the administration catheter. In certain embodiments,
therapeutically effective doses of the recombinant vector are administered to the CNS via

intranasal administration. In certain embodiments, therapeutically effective doses of the
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recombinant vector are administered to the CNS via intraparenchymal injection. In certain
embodiments, intraparenchymal injection is targeted to the striatum. In certain embodiments,
intraparenchymal injection is targeted to the white matter. In certain embodiments,
therapeutically effective doses of the recombinant vector are administered to the CSF by any
means known to the art, for example, by any means disclosed in Hocquemiller et al., 2016,
Human Gene Therapy 27(7):478-496, which is hereby incorporated by reference in its entirety.
[00155] The recombinant vector should be administered to the CSF at a dose that maintains a
CSF concentration of rHuGlyIDUA at a Cmin of at least 9.25 to 277 ug/mL. In certain
embodiments, the recombinant vector is administered to the CSF at a dose that maintains a CSF
concentration of rHuGlyIDUA at a Cmin of at least 9.25, 16, 46, 92, 185, or 277 ug/mL. In
certain embodiments, the recombinant vector is administered to the CSF at a dose that maintains
a CSF concentration of rHuGIyIDUA at a Cmin of at least 9.25, 16, 46, 92, 185, or 277 ug/mL. In
certain embodiments, the recombinant vector is administered to the CSF at a dose that maintains
a CSF concentration of rHuGIyIDUA at a Cmin of at least 9.25 pg/mL. In certain embodiments,
the recombinant vector is administered to the CSF at a dose that maintains a CSF concentration
of rHuGlyIDUA at a Cmin of at least 16 pg/mL. In certain embodiments, the recombinant vector
is administered to the CSF at a dose that maintains a CSF concentration of rHuGlyIDUA at a
Cumin of at least 46 pug/mL. In certain embodiments, the recombinant vector is administered to the
CSF at a dose that maintains a CSF concentration of rHuGlyIDUA at a Cmin of at least 92 pg/mL.
In certain embodiments, the recombinant vector is administered to the CSF at a dose that
maintains a CSF concentration of tHuGlyIDUA at a Cmin of at least 185 ug/mL. In certain
embodiments, the recombinant vector is administered to the CSF at a dose that maintains a CSF
concentration of rHuGIlyIDUA at a Cmin of at least 277 pg/mL.

[00156] In certain embodiments, for pediatric patients, the recombinant vector is administered
to the CSF at a dose that maintains 1.00 to 30.00 mg of total tHuGlyIDUA in the CSF. In certain
embodiments, for pediatric patients, the recombinant vector is administered to the CSF at a dose
that maintains 1.00, 1.74, 5.00, 10.00, 20.00, or 30.00 mg of total rHuGlyIDUA in the CSF. In
certain embodiments, for pediatric patients, the recombinant vector is administered to the CSF at
a dose that maintains 1.00 mg of total rHuGlyIDUA in the CSF. In certain embodiments, for
pediatric patients, the recombinant vector is administered to the CSF at a dose that maintains

1.74 mg of total rHuGlyIDUA in the CSF. In certain embodiments, for pediatric patients, the
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recombinant vector is administered to the CSF at a dose that maintains 5.00 mg of total
rHuGlyIDUA in the CSF. In certain embodiments, for pediatric patients, the recombinant vector
is administered to the CSF at a dose that maintains 10.00 mg of total rHuGlyIDUA in the CSF.
In certain embodiments, for pediatric patients, the recombinant vector is administered to the CSF
at a dose that maintains 20.00 mg of total rHuGlyIDUA in the CSF. In certain embodiments, for
pediatric patients, the recombinant vector is administered to the CSF at a dose that maintains
30.00 mg of total rHuGlyIDUA in the CSF.

[00157] In certain embodiments, for adult patients, the recombinant vector is administered to
the CSF at a dose that maintains 1.29 to 38.88 mg of total rHuGlyIDUA in the CSF. In certain
embodiments, for adult patients, the recombinant vector is administered to the CSF at a dose that
maintains 1.29, 2.25, 8.40, 12.96, 25.93, or 38.88 mg of total rHuGlyIDUA in the CSF. In
certain embodiments, for adult patients, the recombinant vector is administered to the CSF at a
dose that maintains 1.29 mg of total rHuGlyIDUA in the CSF. In certain embodiments, for adult
patients, the recombinant vector is administered to the CSF at a dose that maintains 2.25 mg of
total rHuGlyIDUA in the CSF. In certain embodiments, for adult patients, the recombinant
vector is administered to the CSF at a dose that maintains 8.40 mg of total rtHuGlyIDUA in the
CSF. In certain embodiments, for adult patients, the recombinant vector is administered to the
CSF at a dose that maintains 12.96 mg of total rHuGlyIDUA in the CSF. In certain
embodiments, for adult patients, the recombinant vector is administered to the CSF at a dose that
maintains 25.93 mg of total rtHuGlyIDUA in the CSF. In certain embodiments, for adult
patients, the recombinant vector is administered to the CSF at a dose that maintains 38.88 mg of
total rHuGlyIDUA in the CSF.

[00158] In preferred embodiments, for intrathecal administration (including IC and ICV
administration), therapeutically effective doses of the recombinant vector are administered to the
CSF in an injection volume that does not exceed 10% of the total CSF volume, which total CSF
volume is about 50 mL in infants and about 150 mL in adults. A carrier suitable for intrathecal
injection, such as Elliotts B Solution, should be used as a vehicle for the recombinant vectors.
Elliots B Solution (generic name: sodium chloride, sodium bicarbonate, anhydrous dextrose,
magnesium sulfate, potassium chloride, calcium chloride and sodium phosphate) is a sterile,
nonpyrogenic, isotonic solution containing no bacteriostatic preservatives and is used as a diluent

for intrathecal administration of chemotherapeutics.
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[00159]  CSF concentrations can be monitored by directly measuring the concentration of
rHuGlyIDUA in the CSF fluid obtained from occipital or lumbar punctures, or estimated by
extrapolation from concentrations of the rHuGIlyIDUA detected in the patient’s serum. In certain
embodiments, 10 ng/mL to 100 ng/mL of rHuGlyIDUA in the serum is indicative of 1 to 30 mg
of rHuGlyIDUA in the CSF. In certain embodiments, the recombinant vector is administered to
the CSF at a dose that maintains 10 ng/mL to 100 ng/mL of rHuGlyIDUA in the serum.

[00160] In certain embodiments, dosages are measured by the number of genome copies
administered to the CSF of the patient (e.g., injected via suboccipital puncture or lumbar
puncture). In certain embodiments, about 1 x 10'? to about 2 x 10 genome copies are
administered. In certain embodiments, about 5 x 10'? to about 2 x 10'* genome copies are
administered. In specific embodiments, about 1 x 10** to about 1 x 10'* genome copies are
administered. In specific embodiments, about 1 x 10** to about 2 x 10'* genome copies are
administered. In specific embodiments, about 6 x 10'? to about 8 x 103 genome copies are
administered. In a specific embodiment, about 1.2 x 10'> genome copies are administered. In
another specific embodiment, about 2.0 x 10'? genome copies are administered. In another
specific embodiment, about 2.2 x 10'? genome copies are administered. In another specific
embodiment, about 6.0 x 10'2 genome copies are administered. In another specific embodiment,
about 1.0 x 10" genome copies are administered. In another specific embodiment, about 1.1 x
10"* genome copies are administered. In another specific embodiment, about 3.0 x 10'* genome
copies are administered. In another specific embodiment, about 5.0 x 10'* genome copies are
administered. In another specific embodiment, about 5.5 x 10'* genome copies are administered.
In a specific embodiment, about 1.2 x 102 to about 6.0 x 10'? genome copies are administered.
In another specific embodiment, about 2.0 x 102 to about 1.0 x 10'* genome copies are
administered. In another specific embodiment, about 2.2 x 10'2 to about 1.1 x 10'* genome
copies are administered. In another specific embodiment, about 6.0 x 10'? to about 3.0 x 1013
genome copies are administered. In another specific embodiment, about 1.0 x 103 to about 5.0 x
10"* genome copies are administered. In another specific embodiment, about 1.1 x 10" to about
5.5 x 10" genome copies are administered.

[00161] In certain embodiments, a flat dose of about 1 x 10'* genome copies is administered
to a pediatric patient. In certain embodiments, a flat dose of about 5.6 x 10'* genome copies is

administered to a pediatric patient. In certain embodiments, a flat dose of about 1 x 10'? to about
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5.6 x 10" genome copies is administered to a pediatric patient. In certain embodiments, a flat
dose of about 1 x 10" to about 5.6 x 10 genome copies is administered to a pediatric patient. In
a specific embodiment, a flat dose of about 1.2 x 10'? genome copies is administered to a
pediatric patient. In another specific embodiment, a flat dose of about 2.0 x 10'? genome copies
is administered to a pediatric patient. In another specific embodiment, a flat dose of about 2.2 x
10'2 genome copies is administered to a pediatric patient. In another specific embodiment, a flat
dose of about 6.0 x 102 genome copies is administered to a pediatric patient. In another specific
embodiment, a flat dose of about 1.0 x 10'* genome copies is administered to a pediatric patient.
In another specific embodiment, a flat dose of about 1.1 x 10'* genome copies is administered to
a pediatric patient. In another specific embodiment, a flat dose of about 3.0 x 10> genome
copies is administered to a pediatric patient. In another specific embodiment, a flat dose of about
5.0 x 10" genome copies is administered to a pediatric patient. In another specific embodiment,
a flat dose of about 5.5 x 1013 genome copies is administered to a pediatric patient. In a specific
embodiment, a flat dose of about 1.2 x 10! to about 6.0 x 10> genome copies is administered to
a pediatric patient. In another specific embodiment, a flat dose of about 2.0 x 10" to about 1.0 x
10" genome copies is administered to a pediatric patient. In another specific embodiment, a flat
dose of about 2.2 x 102 to about 1.1 x 103 genome copies is administered to a pediatric patient.
In another specific embodiment, a flat dose of about 6.0 x 10'? to about 3.0 x 10'* genome copies
is administered to a pediatric patient. In another specific embodiment, a flat dose of about 1.0 x
10" to about 5.0 x 10'* genome copies is administered to a pediatric patient. In another specific
embodiment, a flat dose of about 1.1 x 10 to about 5.5 x 10" genome copies is administered to
a pediatric patient. In certain embodiments, a flat dose of about 2.6 x 10'? genome copies is
administered to an adult patient. In certain embodiments, a flat dose of about 1.3 x 10'* genome
copies is administered to an adult patient. In certain embodiments, a flat dose of about 1.4 x 10"
genome copies is administered to an adult patient. In certain embodiments, a flat dose of about
7.0 x 1013 genome copies is administered to an adult patient. In certain embodiments, a flat dose
of about 1.4 x 10" to about 7.0 x 10" genome copies is administered to an adult patient. In
certain embodiments, a flat dose of about 1 x 10 to about 5.6 x 10 genome copies is
administered to an adult patient. In certain embodiments, a flat dose of about 1 x 10'? to about
6.5 x 105 genome copies is administered to an adult patient. In certain embodiments, a flat dose

of about 6.5 x 10'? to about 6.5 x 10" genome copies is administered to an adult patient.
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[00162] In certain embodiments, the recombinant nucleotide expression vector is administered
at a dose that is dependent on the human subject’s brain mass. In preferred embodiments, the
brain mass is determined by brain magnetic resonance imaging (MRI) of the subject’s brain. In
certain embodiments, the human subject’s brain mass is converted from the human subject’s
brain volume by multiplying the human subject’s brain volume in cm? by a factor of 1.046 g/cm?,
wherein the human subject’s brain volume is obtained from the human subject’s brain MRIL
[00163] In certain embodiments, dosages are measured by the number of genome copies
administered to the CSF of the patient (e.g., injected via suboccipital puncture or lumbar
puncture) per gram of brain mass. In certain embodiments, about 2 x 10° genome copies per
gram of brain mass are administered. In certain embodiments, about 1 x 10'° genome copies per
gram of brain mass are administered. In certain embodiments, about 5 x 10'° genome copies per
gram of brain mass are administered. In certain embodiments, about 1 x 10° to about 2 x 10%°
genome copies per gram of brain mass are administered. In certain embodiments, about 2 x 10°
to about 1 x 10'° genome copies per gram of brain mass are administered. In certain
embodiments, about 5 x 10° to about 2 x 10'° genome copies per gram of brain mass are
administered. In specific embodiments, about 9 x 10” to about 1 x 10'° genome copies per gram
of brain mass are administered. In specific embodiments, about 1 x 10'° to about 1.5 x 101°
genome copies per gram of brain mass are administered. In specific embodiments, about 1 x
10' to about 5 x 10'° genome copies per gram of brain mass are administered. In specific
embodiments, about 5 x 10'° to about 6 x 10'° genome copies per gram of brain mass are
administered.

[00164] In certain embodiments, the recombinant vector described herein (for example, the
rAAV9.hIDUA vector) may be administered intrathecally as a single flat dose ranging from
about 2 x 10° GC/g brain mass to about 5 x 101 GC/g brain mass. In a specific embodiment, the
recombinant vector described herein (for example, the rAAV9.hIDUA vector) may be
administered intrathecally as a single flat dose at about 2 x 10° GC/g brain mass. In another
specific embodiment, the recombinant vector described herein (for example, the rAAV9 hIDUA
vector) may be administered intrathecally as a single flat dose at about 1 x 10! GC/g brain mass.
In another specific embodiment, the recombinant vector described herein (for example, the
rAAV9 hIDUA vector) may be administered intrathecally as a single flat dose at about 5 x 101°

GC/g brain mass. In another specific embodiment, the recombinant vector described herein (for
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example, the rAAV9.hIDUA vector) may be administered intrathecally as a single flat dose at
Dose 1 or Dose 2 as listed in and according to Table 2 below. In another specific embodiment,
the recombinant vector described herein (for example, the rAAV9 hIDUA vector) may be
administered intrathecally as a single flat dose at Dose 1 or Dose 2 as listed in and according to
Table 3 below.

[00165] In certain embodiments, the recombinant vector described herein (for example, the
rAAV9 hIDUA vector) may be administered by IC administration as a single flat dose ranging
from about 2 x 10° GC/g brain mass to about 5 x 10'° GC/g brain mass. In a specific
embodiment, the recombinant vector described herein (for example, the rAAV9.hIDUA vector)
may be administered by IC administration as a single flat dose at about 2 x 10° GC/g brain mass.
In another specific embodiment, the recombinant vector described herein (for example, the
rAAV9.hIDUA vector) may be administered by IC administration as a single flat dose at about 1
x 101 GC/g brain mass. In another specific embodiment, the recombinant vector described
herein (for example, the rAAV9.hIDUA vector) may be administered by IC administration as a
single flat dose at about 5 x 10'° GC/g brain mass. In another specific embodiment, the
recombinant vector described herein (for example, the rAAV9 hIDUA vector) may be
administered by IC administration as a single flat dose at Dose 1 or Dose 2 as listed in and
according to Table 2 below. In another specific embodiment, the recombinant vector described
herein (for example, the rAAV9.hIDUA vector) may be administered by IC administration as a
single flat dose at Dose 1 or Dose 2 as listed in and according to Table 3 below.

[00166] In certain embodiments, the recombinant vector described herein (for example, the
rAAV9 hIDUA vector) may be administered by ICV administration as a single flat dose ranging
from about 2 x 10° GC/g brain mass to about 5 x 10'° GC/g brain mass. In a specific
embodiment, the recombinant vector described herein (for example, the rAAV9.hIDUA vector)
may be administered by ICV administration as a single flat dose at about 2 x 10° GC/g brain
mass. In another specific embodiment, the recombinant vector described herein (for example,
the rAAV9 hIDUA vector) may be administered by ICV administration as a single flat dose at
about 1 x 10'® GC/g brain mass. In another specific embodiment, the recombinant vector
described herein (for example, the rAAV9 hIDUA vector) may be administered by ICV
administration as a single flat dose at about 5 x 10'° GC/g brain mass. In another specific

embodiment, the recombinant vector described herein (for example, the rAAV9.hIDUA vector)
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may be administered by ICV administration as a single flat dose at Dose 1 or Dose 2 as listed in
and according to Table 2 below. In another specific embodiment, the recombinant vector
described herein (for example, the rAAV9.hIDUA vector) may be administered by ICV
administration as a single flat dose at Dose 1 or Dose 2 as listed in and according to Table 3
below.

[00167] Table 2. Total Dose Administered by Brain Weight

Brain Mass (in g) Dose Levels

‘ Target Dose 1 Dose 2

Min Max Total GC Total GC
(1.0 x 10'° GC/g brain mass) | (5 x 10'° GC/g brain mass)

- 700 650 6.5x 1012 3.25x 10%
701 800 750 7.5x 1012 3.75 x 10
801 901 850 8.5x 10" 425x 108
901 1050 975 9.75x 1012 488 x 108
1051 1200 1125 1.12x 108 5x 108
1201 - 1300 1.3 x 10" 6.5 x 10V

[00168] Table 3. Total Dose Administered by Brain Weight
Brain Mass (in g) Dose Levels

‘ Target Dose 1 Dose 2

Min Max Total GC Total GC
(1.0 x 10'° GC/g brain mass) | (5 x 10'° GC/g brain mass)

- 700 650 6.5x 1012 3.3 x 109
701 800 750 7.5x 10" 38x10%
801 901 850 8.5 x 10" 43 x 108
901 1050 975 9.8 x 10" 4.9x 10"
1051 1200 1125 1.1x 108 5.0x 10"
1201 - 1300 1.3 x 101 6.5 x 1013

[00169] In certain embodiments, the recombinant vector described herein (for example, the
rAAV9 hIDUA vector) may be administered IC (by suboccipital injection) as a single flat dose
ranging from about 1.4 x 101* GC (1.1 x 10 GC/g brain mass) to about 7.0 x 101* GC

(5.6 x 10'° GC/g brain mass) (preferably, in a volume of about 5 to 20 ml, or in a volume of
about 5Sml or less). In the event the patient has neutralizing antibodies to AAV, doses at the high
range may be used. In certain embodiments, the recombinant vector described herein (for
example, the rAAV9.hIDUA) may be administered IC (by suboccipital injection) as a single flat
dose ranging from about 2.6 x 10'> GC (2 x 10° GC/g brain mass) to about 1.3 x 10" GC
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(1 x 10'° GC/g brain mass) (preferably, in a volume of about 5 to 20 ml, or in a volume of about
Sml or less). When the patient is 4 months or older but younger than 9 months, in one
embodiment, the recombinant vector described herein (for example, the rAAV9 hIDUA) may be
administered IC (by suboccipital injection) as a single flat dose ranging from about 6.0 x 102
GC (1.0 x 10'° GC/g brain mass) to about 3.0 x 10! GC (5 x 10'° GC/g brain mass) (preferably,
in a volume of about 5 to 20 ml, or in a volume of about Sml or less), and in another
embodiment, the recombinant vector described herein (for example, the rAAV9 hIDUA) may be
administered IC (by suboccipital injection) as a single flat dose ranging from about 1.2 x 102
GC (2 x 10° GC/g brain mass) to about 6.0 x 102 GC (1 x 10'° GC/g brain mass) (preferably, in
a volume of about 5 to 20 ml, or in a volume of about Sml or less). When the patient is 9 months
or older but younger than 18 months, in one embodiment, the recombinant vector described
herein (for example, the rAAV9.hIDUA) may be administered IC (by suboccipital injection) as
a single flat dose ranging from about 1.0 x 10> GC (1.0 x 10'® GC/g brain mass) to about 5.0 x
10" GC (5 x 10'° GC/g brain mass) (preferably, in a volume of about 5 to 20 ml, or in a volume
of about Sml or less), and in another embodiment, the recombinant vector described herein (for
example, the rAAV9.hIDUA) may be administered IC (by suboccipital injection) as a single flat
dose ranging from about 2.0 x 102 GC (2 x 10° GC/g brain mass) to about 1.0 x 10> GC

(1 x 10'° GC/g brain mass) (preferably, in a volume of about 5 to 20 ml, or in a volume of about
Sml or less). When the patient is 18 months or older but younger than 3 years, in one
embodiment, the recombinant vector described herein (for example, the rAAV9 hIDUA) may be
administered IC (by suboccipital injection) as a single flat dose ranging from about 1.1 x 10%
GC (1.0 x 10'° GC/g brain mass) to about 5.5 x 1013 GC (5 x 10'° GC/g brain mass) (preferably,
in a volume of about 5 to 20 ml, or in a volume of about Sml or less), and in another
embodiment, the recombinant vector described herein (for example, the rAAV9 hIDUA) may be
administered IC (by suboccipital injection) as a single flat dose ranging from about 2.2 x 102
GC (2 x 10° GC/g brain mass) to about 1.1 x 10" GC (1 x 10! GC/g brain mass) (preferably, in
a volume of about 5 to 20 ml, or in a volume of about Sml or less). In a specific embodiment,
the recombinant vector described herein (for example, the rAAV9.hIDUA) may be administered
IC (by suboccipital injection) as a single flat dose at Dose 1 or Dose 2 as listed in and according

to Table 4 below. In another specific embodiment, the recombinant vector described herein (for
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dose at Dose 1 or Dose 2 as listed in and according to Table 5 below.

[00170] Table 4. Dose to be administered to a patient based on the patient’s age at dosing.
Assumed Dose 1 Dose 2
. . brain Total GC Total GC
Patient Age at Dosing | mass (g) (2 x 10° GClg (1 x 10" GC/g

brain mass) brain mass)

> 4 to <9 months 600 1.2 x 10" 6.0 x 1012
> 9 to < 18 months 1000 2x 1012 1.0 x 101?
> 18 months to < 3 years 1100 22x 1012 1.1 x 10"

[00171] Table 5. Dose to be administered to a patient based on the patient’s age at dosing.
Assumed Dose 1 Dose 2
. . brain Total GC Total GC
Patient Age at Dosing | mass (g) (1.0 x 101°GC/g | (5 x 10" GC/g
brain mass) brain mass)
> 4 to <9 months 600 6.0 x 102 3.0 x 10%
> 9 to < 18 months 1000 1.0 x 10" 5.0 x 10%
> 18 months to < 3 years 1100 1.1 x 10" 5.5 x10%
5.4 COMBINATION THERAPIES
5.4.1. Co-therapy with immune suppression
[00172] While the delivery of tHuGlyIDUA should minimize immune reactions, the clearest

potential source of toxicity related to CNS-directed gene therapy is generating immunity against
the expressed hIDUA protein in human subjects who are genetically deficient for IDUA and,
therefore, potentially not tolerant of the protein and/or the vector used to deliver the transgene.
Thus, in a preferred embodiment, it is advisable to co-treat the patient with immune suppression
therapy -- especially when treating patients with severe disease who have close to zero levels of
IDUA (e.g., patients with Hurler syndrome). Immune suppression therapies involving a regimen
of tacrolimus or rapamycin (sirolimus) in combination with mycophenolic acid, or other immune
suppression regimens used in tissue transplantation procedures can be employed. Such immune
suppression treatment may be administered during the course of gene therapy, and in certain

embodiments, pre-treatment with immune suppression therapy may be preferred. Immune
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suppression therapy can be continued subsequent to the gene therapy treatment, based on the
judgment of the treating physician, and may thereafter be withdrawn when immune tolerance is
induced; e.g., after 180 days.

[00173] In certain embodiments, the methods of treatment provided herein are administered
with an immune suppression regimen comprising prednisolone, mycophenolic acid, and
tacrolimus. In certain embodiments, the methods of treatment provided herein are administered
with an immune suppression regimen comprising prednisolone, mycophenolic acid, and
rapamycin (sirolimus). In certain embodiments, the methods of treatment provided herein are
administered with an immune suppression regimen that does not comprise tacrolimus. In certain
embodiments, the methods of treatment provided herein are administered with an immune
suppression regimen comprising one or more corticosteroids such as methylprednisolone and/or
prednisolone, as well as tacrolimus and/or sirolimus. In certain embodiments, the immune
suppression therapy comprises administering a combination of (a) tacrolimus and mycophenolic
acid, or (b) rapamycin and mycophenolic acid to said subject before or concurrently with the
human IDUA treatment and continuing thereafter. In certain embodiments, the immune
suppression therapy is withdrawn after 180 days. In certain embodiments, the immune
suppression therapy is withdrawn after 30, 60, 90, 120, 150, or 180 days.

[00174] In certain embodiments, tacrolimus is administered at a dose which results in a serum
concentration of 5 to 10 ng/mL. In certain embodiments, tacrolimus is administered at a dose
which results in a serum concentration of 4 to 8 ng/mL. In certain embodiments, in particular
when the patient is younger than 3 years of age, tacrolimus is administered at a dose which
results in a serum concentration of 2 to 4 ng/mL. In certain embodiments, MMF is administered
at a dose which results in a serum concentration of 2 to 3.5 ug/mL. In certain embodiments,
tacrolimus is administered at a dose which results in a serum concentration of 5 to 10 ng/mL and
MMF is administered at a dose which results in a serum concentration of 2 to 3.5 pg/mL. In
certain embodiments, serum concentration is achieved by titration of tacrolimus and/or MMF
after measurement of trough levels of tacrolimus and/or MMF.

[00175] In certain embodiments, methylprednisolone is administered at a dose of 10 mg/kg
intravenously once. In certain embodiments, prednisolone is administered at a dose of 0.5 mg/kg
orally once daily. In certain embodiments, prednisolone is gradually tapered and then

discontinued. In certain embodiments, tacrolimus is administered 1 mg by mouth twice daily to
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maintain a target blood level of 4-8 ng/ml. In certain embodiments, in particular when the patient
is younger than 3 years of age, tacrolimus is administered 0.05 mg/kg by mouth twice daily to
maintain a target blood level of 2-4 ng/ml. In certain embodiments sirolimus is also
administered. The patient may be pre-dosed with sirolimus which is then maintained at a target
blood level of 4-8 ng/ml during the regimen. However, in certain embodiments, when the patient
is younger than 3 years of age, the patient is preferably pre-dosed with sirolimus which is then
maintained at a target blood level of 1-3 ng/ml during the regimen. In certain embodiments,
methylprednisolone is administered at a dose of 10 mg/kg intravenously once, prednisolone is
administered at a dose of 0.5 mg/kg orally once daily, tacrolimus is administered 0.2 mg/kg by
mouth once daily, and sirolimus is administered.

[00176] In certain embodiments, rapamycin is administered at a dose of 2 or 4 mg/kg orally
once daily. In certain embodiments, MMF is administered at a dose of 25 mg/kg orally twice
daily. In certain embodiments, rapamycin is administered at a dose of 2 or 4 mg/kg orally once
daily and MMF is administered at a dose of 25 mg/kg orally twice daily. In certain
embodiments, rapamycin is administered at a dose which results in a serum concentration of 5 to
15 ng/mL. In certain embodiments, MMF is administered at a dose which results in a serum
concentration of 2 to 3.5 pg/mL. In certain embodiments, rapamycin is administered at a dose
which results in a serum concentration of 5 to 15 ng/mL and MMF is administered at a dose
which results in a serum concentration of 2 to 3.5 ug/mL. In certain embodiments, serum
concentration is achieved by titration of rapamycin and/or MMF after measurement of trough
levels of rapamycin and/or MMF.

5.4.2. Co-therapy with other treatments, including standard of care

[00177] Combinations of administration of the HuGlyIDUA to the CSF accompanied by
administration of other available treatments are encompassed by the methods of the invention.
The additional treatments may be administered before, concurrently or subsequent to the gene
therapy treatment. Available treatments for MPS I that could be combined with the gene therapy
of the invention include but are not limited to enzyme replacement therapy (ERT) using
laronidase administered systemically or to the CSF; and/or HSCT therapy. In another
embodiment, ERT can be administered using the rHuGIyIDUA glycoprotein produced in human
cell lines by recombinant DNA technology. Human cell lines that can be used for such

recombinant glycoprotein production include but are not limited to HT-22, SK-N-MC, HCN-1A,
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HCN-2, NT2, SH-SY S5y, hNSC11, ReNcell VM, human embryonic kidney 293 cells (HEK293),
fibrosarcoma HT-1080, HKB-11, CAP, HuH-7, and retinal cell lines, PER.C6, or RPE to name a
few (see, e.g., Dumont et al., 2016, Critical Rev in Biotech 36(6):1110-1122 “Human cell lines
for biopharmaceutical manufacturing: history, status, and future perspectives” which is
incorporated by reference in its entirety for a review of the human cell lines that could be used
for the recombinant production of the rHuGlyIDUA glycoprotein). To ensure complete
glycosylation, especially sialylation, and tyrosine-sulfation, the cell line used for production can
be enhanced by engineering the host cells to co-express a-2,6-sialyltransferase (or both a-2,3-
and a-2,6-sialyltransferases) and/or TPST-1 and TPST-2 enzymes responsible for tyrosine-O-
sulfation.

5.5  BIOMARKERS/SAMPLING/MONITORING EFFICACY

[00178] Efficacy may be monitored by measuring cognitive function (e.g., prevention or
decrease in neurocognitive decline); reductions in biomarkers of disease (such as GAG) in CSF
and or serum; and/or increase in IDUA enzyme activity in CSF and/or serum. Signs of
inflammation and other safety events may also be monitored.

5.5.1. Disease Markers

[00179] In certain embodiments, efficacy of treatment with the recombinant vector is
monitored by measuring the level of a disease biomarker in the patient. In certain embodiments,
the level of the disease biomarker is measured in the CSF of the patient. In certain embodiments,
the level of the disease biomarker is measured in the serum of the patient. In certain
embodiments, the level of the disease biomarker is measured in the urine of the patient. In
certain embodiments, the disease biomarker is GAG. In certain embodiments, the disease
biomarker is IDUA enzyme activity. In certain embodiments, the disease biomarker is
inflammation. In certain embodiments, the disease biomarker is a safety event.

5.5.2. Tests for Neurocognitive function

[00180] In certain embodiments, efficacy of treatment with the recombinant vector is
monitored by measuring the level of cognitive function in the patient. Cognitive function may be
measured by any method known to one of skill in the art. In certain embodiments, cognitive
function is measured via a validated instrument for measuring intelligence quotient (IQ). In

specific embodiments, I1Q is measured by Wechsler Abbreviated Scale of Intelligence, Second

69



WO 2021/150570 PCT/US2021/014129

Edition (WASI-II). In certain embodiments, cognitive function is measured via a validated
instrument for measuring memory. In specific embodiments, memory is measured by Hopkins
Verbal Learning Test (HVLT). In certain embodiments, cognitive function is measured via a
validated instrument for measuring attention. In specific embodiments, attention is measured by
Test Of Variables of Attention (TOVA). In certain embodiments, cognitive function is measured
via a validated instrument for measuring one or more of 1Q, memory, and attention.

5.5.3. Physical changes

[00181] In certain embodiments, efficacy of treatment with the recombinant vector is
monitored by measuring physical characteristics associated with lysosomal storage deficiency in
the patient. In certain embodiments, the physical characteristics are storage lesions. In certain
embodiments, the physical characteristic is short stature. In certain embodiments, the physical
characteristic is coarsened facial features. In certain embodiments, the physical characteristic is
obstructive sleep apnea. In certain embodiments, the physical characteristic is hearing
impairment. In certain embodiments, the physical characteristic is vision impairment. In
specific embodiments, the visual impairment is due to corneal clouding. In certain embodiments,
the physical characteristic is hydrocephalus. In certain embodiments, the physical characteristic
is spinal cord compression. In certain embodiments, the physical characteristic is
hepatosplenomegaly. In certain embodiments, the physical characteristics are bone and joint
deformities. In certain embodiments, the physical characteristic is cardiac valve disease. In
certain embodiments, the physical characteristics are recurrent upper respiratory infections. In
certain embodiments, the physical characteristic is carpal tunnel syndrome. In certain
embodiments, the physical characteristic is macroglossia (enlarged tongue). In certain
embodiments, the physical characteristic is enlarged vocal cords and/or change in voice. Such

physical characteristics may be measured by any method known to one of skill in the art.

TABLE OF SEQUENCES
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SEQ Description Sequence
1D
NO:
1 Human IDUA
amino acid MRPLRPRAAL LALLASLLAA PPVAPAFEAPH LVHVDAARAL
WPLRREFWRST GFCPPLPHSQ ADQYVLSWDQ QLNLAYVGAV
sequence PHRGIKQVRT HWLLELVTTR GSTGRGLSYN FTHLDGYLDL
LRENQLLPGE ELMGSASGHFE TDFEDKQQOVE EWKDLVSSLA
RRYIGRYGLA HVSKWNFETW NEPDHHDFDN VSMTMQGFLN
YYDACSEGLR AASPALRLGG PGDSFHTPPR SPLSWGLLRH
CHDGTNFFTG EAGVRLDYIS LHRKGARSSI SILEQEKVVA
QOIRQLFPKE ADTPIYNDEA DPLVGWSLPQO PWRADVTYAA
MVVKVIAQHQ NLLLANTTSA FPYALLSNDN AFLSYHPHPF
AQRTLTARFQ VNNTRPPHVQ LLRKPVLTAM GLLALLDEEQ
ILWAEVSQAGT VLDSNHTVGVY LASAHRPQOGP ADAWRAAVLI
YASDDTRAHP NRSVAVTLRL RGVPPGPGLV YVTRYLDNGL
CSPDGEWRRL GRPVFPTAEQ FRRMRAAEDP VAAAPRPLPA
GGRLTLRPAL RLPSLLLVHV CARPEKPPGQ VTRLRALPLT
QGOLVLVWSD EHVGSKCLWT YEIQEFSQODGK AYTPVSRKPS
TENLFVEFSPD TGAVSGSYRV RALDYWARPG PEFSDPVPYLE
VPVPRGPPSP GNP
2 Oﬁgmhnmoc MEYQILKMSL CLFILLFLTP GILC
yte-myelin
glycoprotein
(hOMQG)
signal peptide
3 Cellular MSVRRGRRPA RPGTRLSWLL CCSALLSPAA G

repressor of
E1A-
stimulated
genes 2
(hCREG2)
signal peptide

V-set and
transmembran

e domain

MEQRNRLGAL GYLPPLLLHA LLLEFVADA
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SEQ
ID
NO:

Description

Sequence

containing 2B
(hVSTM2B)
signal peptide

Protocadherin
alpha-1

(hPCADHAT1)
signal peptide

MVESRRGGLG

ARDLLLWLLL LAAWEVGSG

FAMI19A1
(TAFA1)
signal peptide

MAMVSAMSWY

LYLWISACA

VEGF-A
signal peptide

MNFLLSWVHW

SLALLLYLHH AKWSQA

Fibulin-1
signal peptide

MERAAPSRRV

PLPLLLLGGL ALLAAGVDA

Vitronectin

signal peptide

MAPLRPLLIL

ATLLAWVALA

10

Complement
Factor H
signal peptide

MRLLAKTIICL

MLWAICVA

11

Opticin
signal peptide

MRLLAFLSLL

ALVLQETGT

12

Albumin
signal peptide

MKWVTFISLL

FLESSAYS

13

Chymotrypsin
ogen signal

peptide

MAFLWLLSCW

ALLGTTFG
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SEQ | Description Sequence
ID
NO:

14 Interleukin-2 | MYRMQLLSCI ALILALVTNS

signal peptide

15 Trypsinogen- | MNLLLILTEV AAAVA
2 signal
peptide

16 AAV1 MAADGYLPDWLEDNLSEGIREWWDLKPGAPKPKANQQKODDGR
GLVLPGYKYLGPFNGLDKGEPVNAADAAATLEHDKAYDQQLKAG
DNPYLRYNHADAEFQERLOQEDTSEFGGNLGRAVFQAKKRVLEPL
GLVEEGAKTAPGKKRPVEQSPQEPDSSSGIGKTGQQPAKKRLN
FGOTGDSESVPDPOQPLGEPPATPAAVGPTTMASGGGAPMADNN
EGADGVGNASGNWHCDSTWLGDRVITTSTRTWALPTYNNHLYK
QISSASTGASNDNHYFGYSTPWGYEFDENRFHCHESPRDWORL I
NNNWGFRPKRLNFKLENIQVKEVTTNDGVTTIANNLTSTVQVE
SDSEYQLPYVLGSAHQGCLPPEFPADVEMIPOQYGYLTLNNGSOA
VGRSSEFYCLEYEFPSOMLRTGNNETESYTFEEVPEFHSSYAHSQS
LDRLMNPLIDQYLYYLNRTONQSGSAQNKDLLESRGSPAGMSY
QPKNWLPGPCYRQORVSKTKTDNNNSNEFTWTGASKYNLNGRES
IINPGTAMASHKDDEDKEFEPMSGVMIFGKESAGASNTALDNVM
ITDEEETIKATNPVATERFGTVAVNFQSSSTDPATGDVHAMGAL
PGMVWQDRDVYLOGPIWAKIPHTDGHFHPSPLMGGFGLKNPPP
QILIRKNTPVPANPPAEFSATKFASFITQYSTGQVSVEIEWELQ
KENSKRWNPEVQYTSNYAKSANVDEFTVDNNGLY TEPRPIGTRY
LTRPL

17 AAV2 MAADGYLPDWLEDTLSEGIROQWWKLKPGPPPPKPAERHKDDSR
GLVLPGYKYLGPFNGLDKGEPVNEADAAALEHDKAYDRQLDSG
DNPYLKYNHADAEFQERLKEDTSEFGGNLGRAVFQAKKRVLEPL
GLVEEPVKTAPGKKRPVEHSPVEPDSSSGTGKAGQQPARKRLN
FGOTGDADSVPDPOQPLGOPPAAPSGLGTNTMATGSGAPMADNN
EGADGVGNSSGNWHCDSTWMGDRVITTSTRTWALPTYNNHLYK
QISSOSGASNDNHYFGYSTPWGYFDENRFHCHESPRDWOQRLIN
NNWGFRPKRLNFKLENIQVKEVTONDGTTTIANNLTSTVQVET
DSEYQLPYVLGSAHQGCLPPFPADVEMVPQYGYLTLNNGSQAV
GRSSEFYCLEYFPSOMLRTGNNEFTESYTFEDVPEFHSSYAHSQSL
DRIMNPLIDQYLYYLSRTNTPSGTTTOSRLOFSQAGASDIRDQ
SRNWLPGPCYRQORVSKTSADNNNSEYSWTGATKYHLNGRDSL
VNPGPAMASHKDDEEKFEFPOSGVLIFGKOGSEKTNVDIEKVMI
TDEEEIRTTNPVATEQYGSVSTNLOQRGNRQAATADVNTQGVLP
GMVWODRDVYLOGPIWAKIPHTDGHFHPSPILMGGEFGLKHPPPQ
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ILIKNTPVPANPSTTEFSAAKFASFITQYSTGQVSVEIEWELOK
ENSKRWNPEIQYTSNYNKSVNVDEFTVDTNGVYSEPRPIGTRYL
TRNL

18 AAV3-3 MAADGYLPDWLEDNLSEGIREWWALKPGVPQPKANQQOHQDNRR
GLVLPGYKYLGPGNGLDKGEPVNEADAAALEHDKAYDQQLKAG
DNPYLKYNHADAEFQERLOEDTSEFGGNLGRAVFQAKKRILEPL
GLVEEAAKTAPGKKGAVDQOSPQEPDSSSGVGKSGKQPARKRLN
FGOTGDSESVPDPOQPLGEPPAAPTSLGSNTMASGGGAPMADNN
EGADGVGNSSGNWHCDSQWLGDRVITTSTRTWALPTYNNHLYK
QISSOSGASNDNHYFGYSTPWGYFDENRFHCHESPRDWOQRLIN
NNWGFRPKKLSFKLENIQVRGVTONDGTTTIANNLTSTVQVET
DSEYQLPYVLGSAHQGCLPPFPADVEMVPQYGYLTLNNGSQAV
GRSSEFYCLEYFPSOMLRTGNNFQFSYTFEDVPEFHSSYAHSQSL
DRIMNPLIDQYLYYILNRTOQGTTSGTTNOSRLLESQAGPQOSMSL
QARNWLPGPCYRQORLSKTANDNNNSNEFPWTAASKYHLNGRDS
LVNPGPAMASHKDDEEKFFPMHGNLIFGKEGTTASNAELDNVM
ITDEEEIRTTNPVATEQYGTVANNLOSSNTAPTTGTVNHQGAL
PGMVWQDRDVYLOGPIWAKIPHTDGHFHPSPLMGGFGLKHPPP
QIMIRKNTPVPANPPTTEFSPAKFASFITQYSTGQVSVEIEWELQ
KENSKRWNPEIQYTSNYNKSVNVDEFTVDTNGVYSEPRPIGTRY
LTRNL

19 AAV4-4 MTDGYLPDWLEDNLSEGVREWWALOQPGAPKPKANQOQHODNARG
LVLPGYKYLGPGNGLDKGEPVNAADAAATEHDKAYDQQLKAGD
NPYLKYNHADAEFQORLOGDTSFGGNLGRAVFQAKKRVLEPLG
LVEQAGETAPGKKRPLIESPQOPDSSTGIGKKGKQPAKKKLVE
EDETGAGDGPPEGSTSGAMSDDSEMRAAAGGAAVEGGQGADGY
GNASGDWHCDSTWSEGHVTTTSTRTWVLPTYNNHLYKRLGESL
OQSNTYNGESTPWGY FDENRFHCHESPRDWORLINNNWGMRPKA
MRVKIFNIQVRKEVTTSNGETTVANNLTSTVQIFADSSYELPYV
MDAGQEGSLPPFPNDVEMVPQYGYCGLVTGNTSQQOTDRNAEFY
CLEYFPSOMLRTGNNFEITYSFEKVPFHSMYAHSQSLDRLMNP
LIDOYILWGLOSTTTGTTLNAGTATTNFTKLRPTNEFSNEFKKNWL
PGPS IKQQGESKTANONYKIPATGSDSLIKYETHSTLDGRWSA
LTPGPPMATAGPADSKESNSQLIFAGPKONGNTATVPGTLIET
SEEELAATNATDTDMWGNLPGGDOSNSNLPTVDRLTALGAVPG
MVWONRDIYYQGPIWAKIPHTDGHFHPSPLIGGFGLKHPPPQI
FIKNTPVPANPATTESSTPVNSFITQYSTGQVSVQIDWEIQKE
RSKRWNPEVOFTSNYGQONSLLWAPDAAGKYTEPRATIGTRYLT
HHL
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20 AAVS MSEFVDHPPDWLEEVGEGLREFLGLEAGPPKPKPNQOHODOARG
LVLPGYNYLGPGNGLDRGEPVNRADEVAREHDISYNEQLEAGD
NPYLKYNHADAEFQEKLADDTSEFGGNLGKAVFQAKKRVLEPFG
LVEEGAKTAPTGKRIDDHFPKRKKARTEEDSKPSTSSDAEAGP
SGSQQLOTIPAQPASSLGADTMSAGGGGPLGDNNQGADGVGNAS
GDWHCDSTWMGDRVVTKSTRTWVLPSYNNHQYREIKSGSVDGS
NANAYFGYSTPWGYFDEFNRFHSHWSPRDWORLINNYWGERPRS
LRVKIFNIQVKEVTVQODSTTTIANNLTSTVQVEFTDDDYQLPYV
VGNGTEGCLPAFPPOVEFTLPOYGYATLNRDNTENPTERSSEEC
LEYFPSKMLRTGNNFEFTYNFEEVPFHSSFAPSONLFKLANPL
VDOYLYRFVSTNNTGGVQEFNKNLAGRYANTYKNWEPGPMGRTQ
GWNLGSGVNRASVSAFATTNRMELEGASYQVPPOPNGMTNNLQ
GSNTYALENTMIEFNSQPANPGTTATYLEGNMLITSESETQPVN
RVAYNVGGOMATNNQSSTTAPATGTYNLQEIVPGSVWMERDVY
LOGPIWAKIPETGAHFHPSPAMGGEFGLKHPPPMMLIKNTPVPG
NITSESDVPVSSEFITQYSTGQVTVEMEWELKKENSKRWNPETIQ
YTNNYNDPQFVDFAPDSTGEYRTTRPIGTRYLTRPL

21 AAV6 MAADGYLPDWLEDNLSEGIREWWDLKPGAPKPKANQOKQDDGR
GLVLPGYKYLGPFNGLDKGEPVNAADAAATLEHDKAYDQQLKAG
DNPYLRYNHADAEFQERLOEDTSFGGNLGRAVFQAKKRVLEPF
GLVEEGAKTAPGKKRPVEQSPQEPDSSSGIGKTGQQPAKKRLN
FGOTGDSESVPDPOQPLGEPPATPAAVGPTTMASGGGAPMADNN
EGADGVGNASGNWHCDSTWLGDRVITTSTRTWALPTYNNHLYK
QISSASTGASNDNHYFGYSTPWGYEFDENRFHCHESPRDWORL I
NNNWGFRPKRLNFKLENIQVKEVTTNDGVTTIANNLTSTVQVE
SDSEYQLPYVLGSAHQGCLPPEFPADVEMIPOQYGYLTLNNGSOA
VGRSSEFYCLEYEFPSOMLRTGNNETESYTFEDVPEFHSSYAHSQS
LDRLMNPLIDQYLYYLNRTONQSGSAQNKDLLESRGSPAGMSY
QPKNWLPGPCYRQORVSKTKTDNNNSNEFTWTGASKYNLNGRES
IINPGTAMASHKDDKDKEEPMSGVMIFGKESAGASNTALDNVM
ITDEEETIKATNPVATERFGTVAVNLQOSSSTDPATGDVHVMGAL
PGMVWQDRDVYLOGPIWAKIPHTDGHFHPSPLMGGFGLKHPPP
QILIRKNTPVPANPPAEFSATKFASFITQYSTGQVSVEIEWELQ
KENSKRWNPEVQYTSNYAKSANVDEFTVDNNGLY TEPRPIGTRY
LTRPL

22 AAV7 MAADGYLPDWLEDNLSEGIREWWDLKPGAPKPKANQOKQDNGR
GLVLPGYKYLGPFNGLDKGEPVNAADAAATLEHDKAYDQQLKAG
DNPYLRYNHADAEFQERLOQEDTSEFGGNLGRAVFQAKKRVLEPL
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Description

Sequence

GLVEEGAKTAPAKKRPVEPSPORSPDSSTGIGKKGOQOPARKRL
NFGOTGDSESVPDPOPLGEPPAAPSSVGSGTVAAGGGAPMADN
NEGADGVGNASGNWHCDSTWLGDRVITTSTRTWALPTYNNHLY
KOISSETAGSTNDNTYEFGYSTPWGYEFDENREFHCHESPRDWQORL
INNNWGFRPKKLRFKLENIQVKEVTTNDGVTTIANNLTSTIQV
FSDSEYQLPYVLGSAHQGCLPPFPADVEMIPQYGYLTLNNGSQ
SYGRSSEYCLEYFPSOMLRTGNNEFEEFSYSFEDVPFHSSYAHSQ
SLDRLMNPLIDQYLYYLARTQOSNPGGTAGNRELQEFYQGGPSTM
AFEQARNWLPGPCFRQQORVSKTLDONNNSNFAWTGATKYHLNGR
NSLVNPGVAMATHKDDEDREFFPSSGVLIFGKTGATNKTTLENVY
IMTNEEEIRPTNPVATEEYGIVSSNLOAANTAAQTQVVNNQGA
LPGMVWONRDVYLOGPIWAKIPHTDGNFHPSPLMGGEFGLKHPP
POILIKNTPVPANPPEVEFTPAKFASFITQYSTGQVSVEIEWEL
QKENSKRWNPEIQYTSNFEKQTGVDFAVDSQGVYSEPRPIGTR
YLTRNL

23

AAVS

MAADGYLPDWLEDNLSEGIREWWALKPGAPKPKANQOKQDDGR
GLVLPGYKYLGPFNGLDKGEPVNAADAAATLEHDKAYDQOQOLOAG
DNPYLRYNHADAEFQERLOQEDTSEFGGNLGRAVFQAKKRVLEPL
GLVEEGAKTAPGKKRPVEPSPORSPDSSTGIGKKGOQOPARKRL
NFGOTGDSESVPDPOPLGEPPAAPSGVGPNTMAAGGGAPMADN
NEGADGVGSSSGNWHCDSTWLGDRVITTSTRTWALPTYNNHLY
KOISNGTSGGATNDNTYEFGYSTPWGYEFDEFNREFHCHESPRDWOR
LINNNWGFRPRRLSFKLENIQVKEVTONEGTKTIANNLTSTIQ
VETDSEYQLPYVLGSAHQGCLPPEFPADVEMIPQOQYGYLTLNNGS
QAVGRSSEYCLEYFPSOMLRTGNNEFQFTYTFEDVPFHSSYAHS
QSLDRLMNPLIDQYLYYLSRTQTTGGTANTQTLGEFSQGGPNTM
ANQAKNWLPGPCYRQORVSTTTGONNNSNFAWTAGTKYHLNGR
NSLANPGIAMATHKDDEERFFPSNGILIFGKONAARDNADYSD
VMLTSEEEIKTTNPVATEEYGIVADNLOQOQONTAPQIGTVNSQG
ALPGMVWONRDVYLOGPIWAKIPHTDGNFHPSPLMGGEFGLKHP
PPOILIKNTPVPADPPTTEFNQSKLNSFITQYSTGQVSVEIEWE
LOKENSKRWNPEIQYTSNYYKSTSVDFAVNTEGVYSEPRPIGT
RYLTRNL

24

hu31

MAADGYLPDWLEDTLSEGIROQWWKLKPGPPPPKPAERHKDDSR
GLVLPGYKYLGPGNGLDKGEPVNAADAAALEHDKAYDQQLKAG
DNPYLKYNHADAEFQERLKEDTSEFGGNLGRAVFQAKKRLLEPL
GLVEEAAKTAPGKKRPVEQSPQEPDSSAGIGKSGSQPAKKKLN
FGOTGDTESVPDPQPIGEPPAAPSGVGSLTMASGGGAPVADNN
EGADGVGSSSGNWHCDSQWLGDRVITTSTRTWALPTYNNHLYK
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QISNSTSGGSSNDNAYEFGYSTPWGYFDEFNRFHCHESPRDWORL
INNNWGFRPKRLNFKLENIQVKEVTDNNGVKTIANNLTSTVQV
FTDSDYQLPYVLGSAHEGCLPPFPADVEMIPQYGYLTLNDGGQ
AVGRSSEFYCLEYFPSOMLRTGNNFQFSYEFENVPFHSSYAHSQ
SLDRLMNPLIDQYLYYLSKTINGSGONQOTLKESVAGPSNMAY
QGRNYIPGPSYRQORVSTTVTONNNSEFAWPGASSWALNGRNS
LMNPGPAMASHKEGEDREFFPLSGSLIFGKQGTGRDNVDADKVM
ITNEEETITKTTNPVATESYGQVATNHQOSAQAQAQTGWVONQOGIL
PGMVWQDRDVYLOGPIWAKIPHTDGNFHPSPLMGGEFGMKHPPP
QILIRKNTPVPADPPTAFNKDKLNSFITQYSTGQVSVEIEWELQ
KENSKRWNPEIQYTSNYYKSNNVEFAVSTEGVYSEPRPIGTRY
LTRNL

25 hu32 MAADGYLPDWLEDTLSEGIROQWWKLKPGPPPPKPAERHKDDSR
GLVLPGYKYLGPGNGLDKGEPVNAADAAALEHDKAYDQQLKAG
DNPYLKYNHADAEFQERLKEDTSEFGGNLGRAVFQAKKRLLEPL
GLVEEAAKTAPGKKRPVEQSPQEPDSSAGIGKSGSQPAKKKLN
FGOTGDTESVPDPQPIGEPPAAPSGVGSLTMASGGGAPVADNN
EGADGVGSSSGNWHCDSOQWLGDRVITTSTRTWALPTYNNHLYK
QISNSTSGGSSNDNAYEFGYSTPWGYFDEFNRFHCHESPRDWORL
INNNWGFRPKRLNFKLENIQVKEVTDNNGVKTIANNLTSTVQV
FTDSDYQLPYVLGSAHEGCLPPFPADVEMIPQYGYLTLNDGSQ
AVGRSSEFYCLEYFPSOMLRTGNNFQFSYEFENVPFHSSYAHSQ
SLDRLMNPLIDQYLYYLSKTINGSGONQOTLKESVAGPSNMAY
QGRNYIPGPSYRQORVSTTVTONNNSEFAWPGASSWALNGRNS
LMNPGPAMASHKEGEDREFFPLSGSLIFGKQGTGRDNVDADKVM
ITNEEETITKTTNPVATESYGQVATNHQOSAQAQAQTGWVONQOGIL
PGMVWQDRDVYLOGPIWAKIPHTDGNFHPSPLMGGEFGMKHPPP
QILIRKNTPVPADPPTAFNKDKLNSFITQYSTGQVSVEIEWELQ
KENSKRWNPEIQYTSNYYKSNNVEFAVNTEGVYSEPRPIGTRY
LTRNL

26 AAV9 MAADGYLPDWLEDNLSEGIREWWALKPGAPQPKANQQHQDNAR
GLVLPGYKYLGPGNGLDKGEPVNAADAAALEHDKAYDQQLKAG
DNPYLKYNHADAEFQERLKEDTSEFGGNLGRAVFQAKKRLLEPL
GLVEEAAKTAPGKKRPVEQSPQEPDSSAGIGKSGAQPAKKRLN
FGOTGDTESVPDPQPIGEPPAAPSGVGSLTMASGGGAPVADNN
EGADGVGSSSGNWHCDSOQWLGDRVITTSTRTWALPTYNNHLYK
QISNSTSGGSSNDNAYEFGYSTPWGYFDEFNRFHCHESPRDWORL
INNNWGFRPKRLNFKLENIQVKEVTDNNGVKTIANNLTSTVQV
FTDSDYQLPYVLGSAHEGCLPPFPADVEMIPQYGYLTLNDGSQ
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SEQ
ID
NO:

Description

Sequence

AVGRSSEFYCLEYFPSOMLRTGNNFQFSYEFENVPFHSSYAHSQ
SLDRLMNPLIDQYLYYLSKTINGSGONQOTLKESVAGPSNMAY
QGRNYIPGPSYRQORVSTTVTONNNSEFAWPGASSWALNGRNS
LMNPGPAMASHKEGEDREFFPLSGSLIFGKQGTGRDNVDADKVM
ITNEEETITKTTNPVATESYGQVATNHQOSAQAQAQTGWVONQOGIL
PGMVWQDRDVYLOGPIWAKIPHTDGNFHPSPLMGGEFGMKHPPP
QILIRKNTPVPADPPTAFNKDKLNSFITQYSTGQVSVEIEWELQ
KENSKRWNPEIQYTSNYYKSNNVEFAVNTEGVYSEPRPIGTRY

LTRNL

27

CB7.CLhIDU
Aco.RBG
misc_feature
(1)..(130)
S"ITR

promoter
(198)..(579)
CMV IE

promoter

promoter
(582)..(863)
CB promoter

TATA signal
(836)..(839)

Intron
(956)..(1928)

chicken beta-

ctgcgecgcetce
ccgggegteg
cgagcgagcg
aggggttcct
tatctaccag
gtcgacattg
tacggggtca
gttacataac
ccaacgaccc
tcccatagta
tgggtggagt
atcaagtgta
caatgacggt
atgaccttat
tattagtcat
gttctgcttc
ccaattttgt

cgatgggggc
ggcggggcgg
ggtgcggcgg
ttccttttat
aaagcgaagc
cttcgececeeg
cgccceccgget
cgggcgggac
ttggtttaat
aaagccttga
gagcggctcg
agcgccgcegt
gctgcgggcyg
gcgcgagggg
ggggggggct

gctcgctcac
ggcgaccttt
cgcagagagg
tgtagttaat
ggtaatgggg
attattgact
ttagttcata
ttacggtaaa
ccgcecceccattg
acgccaatag
atttacggta
tcatatgcca
aaatggcccg
gggactttcc
cgctattacc
actctccccea
atttatttat

9999999999
ggcgaggggc
cagccaatca
ggcgaggcgg
gcgcggcggg
tgccccegcete
ctgactgacc
ggcccttctce
gacggcttgt
ggggctccgg
gggggtgcgt
gcggctceccge
cggcgcgggg
agcgcggccg
gcgaggggaa

tgaggccgcc
ggtcgceccgg
gagtggccaa
gattaacccg
atcctctaga
agttattaat
gcccatatat
tggcccgect
acgtcaataa
ggactttcca
aactgcccac
agtacgcccc
cctggcatta
tacttggcag
atggtcgagg
tctcecceccec
tttttaatta

ggggggcgcg
ggggcggggc
gagcggcgcg
cggcggcggce
cgggagtcgc
cgccgccgcec
gcgttactcce
ctccgggetyg
ttcttttectyg
gagggccctt
gcgtgtgtgt
gctgcccggce
ctttgtgcgce
ggggcggtgc
caaaggctgc

cgggcaaagc
cctcagtgag
ctccatcact
ccatgctact
actatagcta
agtaatcaat
ggagttccgce
ggctgaccgc
tgacgtatgt
ttgacgtcaa
ttggcagtac
ctattgacgt
tgcccagtac
tacatctacg
tgagccccac
ctcceccaccec
ttttgtgcag
cgccaggcgg
gaggcggaga
ctccgaaadgt
ggccctataa
tgcgcgcectge
tcgecgecgcec
cacaggtgag
taattagcgc
tggctgegtyg
tgtgcggggg
gtgcgtgggg
ggctgtgagc
tccgcagtgt
cccgceggtge
gtgcggggtyg
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Description

Sequence

actin intron

CDS
(1990)..(3948)
human IDUA

CcO

polyA_signal

(4000)..(4126)
rabbit globin

polyA

misc_feature

(4215)..(4344)

tgtgcgtyggg
cgggctgcaa
gagcacggcc
gtggcgcyggg
ggtgggggtyg
gagggctcgg
gcggctgteg
atggtaatcg
caaatctgtg
cccectetag
caggaaggaa
cgccgecgtce
cgcgggggga

ggggttcggce
tctgctaacc

tcctgggcecaa
tggcaaagaa
ggcggccteg
gaggcctaga
ctggctgccc
tggtgcatgt
gagattctgg
cacagccagg
agctgaacct
catcaaacag
acaacccggg
tcacccacct
ccagctgctg
ggccacttca
agtggaagga
cggcagatac
gagacatgga
tgtcaatgac
ctgctccgag
ctgggcggac
gccccectgag
caccaatttc
tacatcagcc
gcatcctgga
gcagctgttc
gacgaggccg
cttggagagc

ggggtgagca
cccecceccectge
cggcttcggg
gctcgceegtyg
ccgggcgggg
gggaggggcg
aggcgcggcg
tgcgagaggg
cggagccgaa
cgggcgcggg
atgggcgggg
cccecttectecc
cggctgectt
ttctggegtyg
atgttcatgce
cgtgctggtt
ttcacgcgtyg
agaattcacg
gctgctctge
ctcctgtgge
ggatgccgcc
cggagcaccg
ccgaccagta
ggcctacgtg
gtgagaaccc
gctccaccgg
ggacggctac
cccggetteg
ccgacttcga
cctggtgtcc
ggactggccc
acgagcccga
catgcagggc
ggcctgagag
ccggcgatag
ctggggcctyg
ttcaccggeg
tgcaccggaa
acaggaaaaqg
cccaagttcg
accccctggt
cgacgtgacc

gggggtgtgg
acccccctece
tgcggggctce
ccgggcgggg

cggggccgcec
cggcggceccce

agccgcagcc
cgcagggact
atctgggagg
gcgaagcggt
agggccttcg
tctccagect

cgggggggac
tgaccggcgg
cttcttettt
attgtgctgt
gtacctctag
cgtgccacca
tggcactgct
ccctgceccgaa
agagccctgt
gcttttgccce
cgtgctgagce
ggcgccgtge
actggctgct
cagaggcctg
ctggacctgce
agctgatggg
ggacaagcag
agcctggcca
acgtgtccaa
ccaccacgac
tttctgaact
ccgccagtcece
cttccacacc
ctgagacact
aggccggegt
gggcgccaga
gtcgtcgccc
ccgacacccce

gggatggtca
tacgccgcta

gcgcgteggt
ccgagttgcet
cgtacggggc
ggtggcggca
tcgggecggg
cggagcgccyg
attgcctttt
tcectttgtcece
cgccgcecgea
gcggcgccgg
tgcgtcgecg
cggggctgtce

ggggcagggc
ctctagagcc

ttcctacage
ctcatcattt
agtcgacccg
tgcggcccect
ggccagtctg
gcccctcacce
ggcctctgeg
cccactgcect
tgggaccagc
cccacagagqg
ggaactggtg
agctacaact
tgagagagaa
cagcgccagc
caagtctttg
gacggtacat
gtggaacttc
ttcgacaacg
actacgacgc
tgccctgaga
ccccccagaa
gccacgacgg
gcggctggac
agcagcatca
agcagatccg
catctacaac
ctgcctcage

tggtggtgaa
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agtgatcgcecc
accagcgcct
ccttcecctgag
cctgaccgec
cacgtgcagc
gactgctggc
agtgtcccag
gtgggcgtgc
ccgatgcecttg
cgataccaga
ctgcggctga
acgtgaccag
cggcgaatgg
gccgagcagt
tggctgctgce
gaccctgagg
gtgcacgtgt
tgacaagact
ggtgctggtyg
ctgtggacct
cctacacccc
gttcgtgttc
tatagagtgc
ctttcagcga
tagaggcccc
ggcggccteg
atctttttcc
gccceccecttgag
attttcattg
cactcggaag
taatacccat
aatcattaac
actccctctce
gaccaaaggt
ctcagtgagc

cagcatcaga
tccecettacge
ctaccacccc
cggttccagg
tgctgagaaa
tctgctggac
gccggcaccyg
tggcctececge
gcgggctgec
gcccacccca
gaggcgtgcc
atacctggac
cgcagactgg
tccggcecggat
ccctagacct
cccgctcectga
gcgccaggcc
gagagccctg
tggtccgatg
acgagatcca
cgtgtccegg
agccccgata
gggccctgga
cccegtgcecce
cctagccecg
aggacggggt
ctctgccaaa
catctgactt
caatagtgtg
caattcgttg
taccctggta
tacaaggaac
tgcgcgeteg
cgcccgacgce
gagcgagcgc

acctgctgcet
cctgctgagce
cacccctteg
tgaacaacac
gcccgtgetg
gaggaacagc
tgctggacag
ccacagacct
gtgctgatct
acagatccgt
accaggccct
aacggcctgt
gcagacctgt
gagagccgct
ctgcctgetg
gactgcctag
cgagaagcct
cccctgaccce
agcacgtggg
gttcagccag
aagcccagca
caggcgccegt
ctactgggcc
tacctggaag
gcaacccttg
gaactacgcc
aattatgggg
ctggctaata
ttggaatttt
atctgaattt
gataagtagc
ccctagtgat
ctcgctcact
ccgggetttyg

gcag

ggccaacacc
aacgacaacg
cccagagaac
cagacccccce
accgctatgg
tgtgggccga
caatcataca
cagggacccg
acgccagcga
ggccgtgacc
ggactggtgt
gcagccccga
gttccccacc
gaggatcctg
gcggcagact
tctgctgcetyg
cccggccagg
agggccagct
cagcaagtgc
gacggcaagg
ccttcaacct
gtccggetcet
agacccggcc
tgccecgtgcece
agtcgacccg
tgaggatccg
acatcatgaa
aaggaaattt
ttgtgtctct
cgaccaccca
atggcgggtt
ggagttggcc
gaggccgggc
cccgggcggce

6.

EXAMPLES

6.1

EXAMPLE 1: hIDUA cDNA
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[00182] A hIDUA cDNA-based vector is constructed comprising a transgene comprising
hIDUA (SEQ ID NO:1). The transgene also comprises nucleic acids comprising a signal peptide
chosen from the group listed in Table 1. Optionally, the vector additionally comprises a
promoter.

6.2 EXAMPLE 2: Substituted hIDUA cDNAs

[00183] A hIDUA cDNA-based vector is constructed comprising a transgene comprising
hIDUA having amino acid substitutions, deletions, or additions compared to the hIDUA
sequence of SEQ ID NO:1, e.g, including but not limited to amino acid substitutions selected
from corresponding non-conserved residues in orthologs of IDUA shown in FIG. 2, with the
proviso that such mutations do not include any that have been identified in severe, severe-
intermediate, intermediate, or attenuated MPS I phenotypes shown in FIG. 3 (from, Saito et al
2014, Mol Genet Metab 111:107-112, Table 3 listing 57 MPS I mutations, which is incorporated
by reference herein in its entirety); or reported by Venturi et al., 2002, Human Mutation #522
Online (“Venturi 2002”), or Bertola et al., 2011 Human Mutation 32:E2189-E2210 (“Bertola
20117), each of which is incorporated by reference herein in its entirety. The transgene also
comprises nucleic acids comprising a signal peptide chosen from the group listed in Table 1.
Optionally, the vector additionally comprises a promoter.

6.3 EXAMPLE 3: Treatment of MPS I in animals models with hIDUA or
substituted hIDUA

[00184] An hIDUA cDNA-based vector is deemed useful for treatment of MPS I when
expressed as a transgene. An animal model for MPS I, for example an animal model described
in Clarke et al., 1997, Hum Mol Genet 6(4):503-511 (mice), Haskins et al., 1979, Pediatr Res
13(11):1294-97 (the domestic shorthair cat), Menon et al., 1992, Genomics 14(3):763-768 (dog),
or Shull et al., 1982, Am J Pathol 109(2):244-248 (dog), is administered a recombinant vector
that encodes hIDUA intrathecally at a dose sufficient to deliver and maintain a concentration of
the transgene product at a Cmin of at least 9.25 pg/mL in the CSF of the animal. Following
treatment, the animal is evaluated for improvement in symptoms consistent with the disease in
the particular animal model.

6.4 EXAMPLE 4: Treatment of MPS I with hIDUA or substituted hIDUA

[00185] An hIDUA cDNA-based vector is deemed useful for treatment of MPS I when

expressed as a transgene. A subject presenting with MPS I is administered a cDNA-based vector
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that encodes hIDUA intrathecally at a dose sufficient to deliver and maintain a concentration of
the transgene product at a Cmin of at least 9.25 pg/mL in the CSF. Following treatment, the
subject is evaluated for improvement in symptoms of MPS 1. Prior to, concurrently with, or after
administration of the cDNA-based vector that encodes hIDUA, the patient is administered
immunosuppression therapy comprising rapamycin, MMF, and prednisolone.

6.5 EXAMPLE 5: Clinical Protocol Treatment of MPS 1

[00186] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.
[00187] Patient Population. Patients to be treated may include males or females who have:
e adiagnosis of MPS I confirmed by enzyme activity, as measured in plasma, fibroblasts,
or leukocytes.
e carly-stage neurocognitive deficit due to MPS I, defined as either of the following, if not

explainable by any other neurologic or psychiatric factors:

o A score of >1 standard deviation below mean on IQ testing or in 1 domain of
neuropsychological function (verbal comprehension, memory, attention, or

perceptual reasoning).

o Documented historical evidence (medical records) of a decline of >1 standard

deviation on sequential testing.

[00188] Patients can include those who have on a stable regimen of ERT (e.g.,
ALDURAZYME [laronidase] IV). Females of childbearing potential should have a negative
serum pregnancy test on the day of treatment. Sexually active subjects (both female and male)
should use a medically accepted method of barrier contraception (e.g., condom, diaphragm, or
abstinence) until 24 weeks after vector administration. Patients who may be excluded from
intracisternal (IC) treatment can include subjects who have a contraindication for IC injection or
lumbar puncture. Contraindications for an IC injection can include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.
e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.
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[00189] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to I'T administration should not be treated IC.

[00190] Patients having any condition that the treating physician believes would not be
appropriate for immunosuppressive therapy should not receive treatment (e.g., absolute
neutrophil count <1.3 x 10°/uL, platelet count <100 x 10°/uL, and hemoglobin <12 g/dL [male]
or <10 g/dL [female]). An alternative immune suppression regimen should be used on any
patient who has any history of a hypersensitivity reaction to sirolimus, MMF, or prednisolone.
[00191] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00192] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that
shows conjugated bilirubin <35% of total bilirubin.

[00193] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV)-positive test,
history of active or recurrent hepatitis B or hepatitis C, or positive screening tests for hepatitis B,
hepatitis C, or HIV; a history of alcohol or substance abuse within 1 year before treatment.
[00194] In one embodiment, the patients are adult patients. In another embodiment, the
patients are pediatric patients.

[00195] Treatments Administered—Pre-treatment with Imnmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Such immunosuppressive
therapy includes prednisolone (60 mg PO QD Days -2 to 8), MMF (1 g PO BID Days -2 to 60),
and sirolimus (6 mg PO Day -2 then 2 mg QD from Day-1 until Week 48). Sirolimus dose
adjustments are made to maintain whole blood trough concentrations within 16-24 ng/mL. In
most subjects, dose adjustments can be based on the equation: new dose = current dose x (target
concentration/current concentration). Subjects should continue on the new maintenance dose for
at least 7-14 days before further dosage adjustment with concentration monitoring. If
neutropenia develops (absolute neutrophil count <1.3 x 10°/uL), MMF dosing should be

interrupted or the dose reduced.
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[00196] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.
The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
[00197] The rAAV9 hIDUA is administered as a single flat dose by IC administration: either a
low dose of 1.4 x 1013 GC (1.1 x 10'° GC/g brain mass), or a high dose of 7.0 x 10 GC (5.6 x
10 GC/g brain mass) can be used in a volume of about 5 to 20 ml. In the event the patient has
neutralizing antibodies to AAV, the high dose may be used.
[00198] For administration of rAAV9.IDUA, the subject is put under general anesthesia. A
lumbar puncture is performed, first to remove 5 cc of CSF and subsequently to inject contrast IT
to aid visualization of the cisterna magna. CT (with contrast) is utilized to guide needle insertion
and administration of the selected dose of rAAV9.IDUA into the suboccipital space.

6.6 EXAMPLE 6: Clinical Protocol Treatment of MPS I

[00199] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.

[00200] Patient Population. Patients to be treated may include males or females 6 years of
age or older who have:

e adiagnosis of MPS I confirmed by enzyme activity, as measured in plasma, fibroblasts,
or leukocytes (this includes those who may have previously received HSCT or have
previously or are currently receiving laronidase treatment).

e carly-stage neurocognitive deficit due to MPS I, defined as either of the following, if not

explainable by any other neurologic or psychiatric factors:

o A score of >1 standard deviation below mean on IQ testing or in 1 domain of
neuropsychological function (verbal comprehension, attention, or perceptual

reasoning).

o A decline of >1 standard deviation on sequential testing.
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[00201] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if
applicable, on testing days.

[00202] Females of childbearing potential should have a negative serum pregnancy test on the
day of treatment. All sexually active subjects must be willing to use a medically accepted
method of barrier contraception from the screening visit until 24 weeks after vector
administration. Sexually active females must be willing to use an effective method of birth
control from the screening visit until 12 weeks after the last dose of sirolimus, whichever is later.
Patients who may be excluded from intracisternal (IC) treatment can include subjects who have a
contraindication for IC injection or lumbar puncture. Contraindications for an IC injection can
include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.

[00203] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
10°/uL, platelet count <100 x 10°/uL, and hemoglobin <12 g/dL [male] or <10 g/dL [female]).
An alternative immune suppression regimen should be used on any patient who has any history
of a hypersensitivity reaction to sirolimus, MMF, or prednisolone.

[00204] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00205] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00206] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that

shows conjugated bilirubin <35% of total bilirubin.
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[00207] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before screening.

[00208] Patients who have received any investigational product within 30 days or 5 half-lives
before, whichever is longer, should not be treated except patients administered IT laronidase,
which can be administered at any time prior.

[00209] Patients who are pregnant, less than six weeks postpartum, breastfeeding at screening,
or planning to become pregnant at any time through Week 52 should not be treated.

[00210] Patients with a clinically significant ECG abnormality that would compromise the
subject’s safety should not be treated. Patients with a serious or unstable medical or
psychological condition that would compromise the subject’s safety should not be treated.
[00211] Treatments Administered—Pre-treatment with Inmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Such immunosuppressive
therapy includes prednisolone (60 mg PO QD Days -2 to 8), MMF (1 g PO BID Days -2 to 60),
and sirolimus (6 mg Po Day -2 then 2 mg QD from Day-1 until Week 48). Sirolimus dose
adjustments are made to maintain whole blood trough concentrations within 16-24 ng/mL. In
most subjects, dose adjustments can be based on the equation: new dose = current dose x (target
concentration/current concentration). Subjects should continue on the new maintenance dose for
at least 7-14 days before further dosage adjustment with concentration monitoring.

[00212] The underlying principle for the immunosuppression regimen is to administer
corticosteroids to fully suppress immunity -- starting with an IV methylprednisolone to load the
dose, and following with oral prednisolone that is gradually tapered down so that the patient is
off steroids by week 12. The corticosteroid treatment is supplemented by tacrolimus (for 24
weeks) and/or sirolimus (for 12 weeks), and can be further supplemented with MMF. When
using both tacrolimus and sirolimus, the dose of each should be a low dose adjusted to maintain a
blood trough level of 4-8 ng/ml. If only one of the agents is used, the label dose (higher dose)
should be employed; e.g., tacrolimus at 0.15-0.20 mg/kg/day given as two divided doses every
12 hours; and sirolimus at 1 mg/m?/day; the loading dose should be 3 mg/m?. If MMF is added
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to the regimen, the dose for tacrolimus and/or sirolimus can be maintained since the mechanisms
of action differ.
[00213] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.
The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
[00214] The rAAV9 hIDUA is administered as a single flat dose by IC administration: either a
dose of 2 x 10° GC/g brain mass (2.6 x 10'2 GC), or a dose of 1 x 10'° GC/g brain mass (1.3 x
10" GC). The dose can be in a volume of about 5 to 20 ml.
[00215] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.7 EXAMPLE 7: Clinical Protocol Treatment of MPS I

[00216] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.
[00217] Patient Population. Patients to be treated may include males or females who have:
e adiagnosis of MPS I confirmed by enzyme activity, as measured in plasma, fibroblasts,
or leukocytes (this includes those who may have previously or currently received HSCT
or laronidase treatment).
e carly-stage neurocognitive deficit due to MPS I, defined as either of the following, if not

explainable by any other neurologic or psychiatric factors:

o A score of >1 standard deviation below mean on IQ testing or in 1 domain of
neuropsychological function (verbal comprehension, attention, or perceptual

reasoning).
o A decline of >1 standard deviation on sequential testing.

[00218] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if
applicable, on testing days.

[00219] Females of childbearing potential should have a negative serum pregnancy test on the

day of treatment. All sexually active subjects must be willing to use a medically accepted
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method of barrier contraception from the screening visit until 24 weeks after vector
administration. Sexually active females must be willing to use an effective method of birth
control from the screening visit until 12 weeks after the last dose of sirolimus, whichever is later.
Patients who may be excluded from intracisternal (IC) treatment can include subjects who have a
contraindication for IC injection or lumbar puncture. Contraindications for an IC injection can
include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢GFR) <30 mL/min/1.73 m?.

[00220] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
10°/uL, platelet count <100 x 10°/uL, and hemoglobin <12 g/dL [male] or <10 g/dL [female]).
[00221]  An alternative immune suppression regimen should be used on any patient who has
any history of a hypersensitivity reaction to tacrolimus, sirolimus, or prednisolone. Patients with
a history of primary immunodeficiency, splenectomy, or any underlying condition that
predisposes the subject to infection should not be treated with immunosuppressive therapy.
Patients with herpes zoster, cytomegalovirus, or Epstein-Barr Virus (EBV) infection that has not
completely resolved for at least 12 weeks prior to screening should not be treated with
immunosuppressive therapy. Patients with (1) any infection requiring hospitilization or
treatment with parental anti-infectives not resolved at least 8 weeks prior to the second visit or
(2) any active infection requiring oral anti-infectives (including antivirals) within ten days prior
to the second visit or with a history of active tuberculosis or (3) a positive Quantiferon TB Gold
test during screening, or (4) any live vaccine within 8 weeks prior to signing the informed
consent form, or (5) major surgery within 8 weeks before signing the informed consent or (6)
major surgery planned during the study period should not be treated with immunosuppressive
therapy. Patients with an absolute neutrophil count of <1.3 x 10°/uL should not be treated with

immunosuppressive therapy.
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[00222] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00223] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00224] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that
shows conjugated bilirubin <35% of total bilirubin.

[00225] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before treatment.

[00226] In one embodiment, the patients are adult patients. In another embodiment, the
patients are pediatric patients.

[00227] Treatments Administered—Pre-treatment with Imnmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Such immunosuppressive
therapy includes corticosteroids (methylprednisolone 10 mg/kg intravenously [[V] once on Day
1 predose and oral prednisone starting at 0.5 mg/kg/day on Day 2 with gradual tapering and
discontinuation by Week 12), tacrolimus (1 mg twice daily [BID] by mouth [PO] Day 2 to Week
24 with target blood level of 4-8 ng/mL and tapering over 8 weeks between Week 24 and 32, and
sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on Day -2 and then from Day -1:
sirolimus 0.5 mg/m?/day divided in BID dosing with target blood level of 4-8 ng/ml until Week
48. Neurologic assessments and tacrolimus/sirolimus blood level monitoring will be conducted.
The doses of sirolimus and tacrolimus will be adjusted to maintain blood levels in the target
range. No immunosuppression therapy is planned after week 48. In most subjects, dose
adjustments can be based on the equation: new dose = current dose x (target
concentration/current concentration). Subjects should continue on the new maintenance dose for

at least 7-14 days before further dosage adjustment with concentration monitoring.
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[00228] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.
The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
[00229] The rAAV9 hIDUA is administered as a single flat dose by IC administration: either a
dose of 2 x 10° GC/g brain mass (2.6 x 10'2 GC), or a dose of 1 x 10'° GC/g brain mass (1.3 x
10" GC). The dose can be in a volume of about 5 to 20 ml.
[00230] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.8 EXAMPLE 8: Clinical Protocol Treatment of MPS I

[00231] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.

[00232] Patient Population. Patients to be treated may include males or females 6 years or
older who have:

e adiagnosis of MPS I confirmed by enzyme activity, as measured in plasma, fibroblasts,
or leukocytes (this includes those who may have previously or currently received HSCT
or laronidase treatment).

e carly-stage neurocognitive deficit due to MPS I, defined as either of the following, if not

explainable by any other neurologic or psychiatric factors:

o A score of >1 standard deviation below mean on IQ testing or in 1 domain of
neuropsychological function (verbal comprehension, attention, or perceptual

reasoning).
o A decline of >1 standard deviation on sequential testing.

[00233] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if
applicable, on testing days.

[00234] Females of childbearing potential should have a negative serum pregnancy test on the
day of treatment. All sexually active subjects must be willing to use a medically accepted

method of barrier contraception from the screening visit until 24 weeks after vector
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administration. Sexually active females must be willing to use an effective method of birth
control from the screening visit until 12 weeks after the last dose of sirolimus, whichever is later.
Patients who may be excluded from intracisternal (IC) treatment can include subjects who have a
contraindication for IC injection or lumbar puncture. Contraindications for an IC injection can
include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.

[00235] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
103/uL, platelet count <100 x 10%/uL, and hemoglobin <12 g/dL [male] or <10 g/dL [female]).
[00236]  An alternative immune suppression regimen should be used on any patient who has
any history of a hypersensitivity reaction to tacrolimus, sirolimus, or prednisolone. Patients with
a history of primary immunodeficiency, splenectomy, or any underlying condition that
predisposes the subject to infection should not be treated with immunosuppressive therapy.
Patients with herpes zoster, cytomegalovirus, or Epstein-Barr Virus (EBV) infection that has not
completely resolved for at least 12 weeks prior to screening should not be treated with
immunosuppressive therapy. Patients with (1) any infection requiring hospitilization or
treatment with parental anti-infectives not resolved at least 8 weeks prior to the second visit or
(2) any active infection requiring oral anti-infectives (including antivirals) within ten days prior
to the second visit or with a history of active tuberculosis or (3) a positive Quantiferon TB Gold
test during screening, or (4) any live vaccine within 8 weeks prior to signing the informed
consent form, or (5) major surgery within 8 weeks before signing the informed consent or (6)
major surgery planned during the study period should not be treated with immunosuppressive
therapy. Patients with an absolute neutrophil count of <1.3 x 10°/uL should not be treated with

immunosuppressive therapy.
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[00237] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00238] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00239] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that
shows conjugated bilirubin <35% of total bilirubin.

[00240] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before treatment.

[00241] Treatments Administered—Pre-treatment with Imnmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Such immunosuppressive
therapy includes corticosteroids (methylprednisolone 10 mg/kg intravenously [[V] once on Day
1 predose and oral prednisone starting at 0.5 mg/kg/day on Day 2 with gradual tapering and
discontinuation by Week 12), tacrolimus (1 mg twice daily [BID] by mouth [PO] Day 2 to Week
24 with target blood level of 4-8 ng/mL and tapering over 8 weeks between Week 24 and 32, and
sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on Day -2 and then from Day -1:
sirolimus 0.5 mg/m?/day divided in BID dosing with target blood level of 4-8 ng/ml until Week
48. Neurologic assessments and tacrolimus/sirolimus blood level monitoring will be conducted.
The doses of sirolimus and tacrolimus will be adjusted to maintain blood levels in the target
range. No immunosuppression therapy is planned after week 48. In most subjects, dose
adjustments can be based on the equation: new dose = current dose x (target
concentration/current concentration). Subjects should continue on the new maintenance dose for
at least 7-14 days before further dosage adjustment with concentration monitoring.

[00242] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
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allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.
The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
[00243] The rAAV9 hIDUA is administered as a single flat dose by IC administration: either a
dose of 2 x 10° GC/g brain mass (2.6 x 10'2 GC), or a dose of 1 x 10'° GC/g brain mass (1.3 x
10" GC). The dose can be in a volume of about 5 to 20 ml.
[00244] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.9 EXAMPLE 9: Clinical Protocol Treatment of MPS I

[00245] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.

[00246] Patient Population. Patients to be treated may include males or females 6 years or
older and males or females younger than 3 years of age who have:

e adiagnosis of MPS I confirmed by enzyme activity, as measured in plasma, fibroblasts,
or leukocytes (this includes those who may have previously or currently received HSCT
or laronidase treatment).

e carly-stage neurocognitive deficit due to MPS I, defined as either of the following, if not

explainable by any other neurologic or psychiatric factors:

o A score of >1 standard deviation below mean on IQ testing or in 1 domain of
neuropsychological function (verbal comprehension, attention, or perceptual

reasoning).
o A decline of >1 standard deviation on sequential testing.

e patients younger than 3 years of age have the severe form of MPS I (Hurler syndrome)
confirmed by a mutation(s) known to lead to Hurler syndrome with neurocognitive

decline.

[00247] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if

applicable, on testing days.
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[00248] Females of childbearing potential should have a negative serum pregnancy test on the
day of treatment. All sexually active subjects must be willing to use a medically accepted
method of barrier contraception from the screening visit until 24 weeks after vector
administration. Sexually active females must be willing to use an effective method of birth
control from the screening visit until 12 weeks after the last dose of sirolimus, whichever is later.
Patients who may be excluded from intracisternal (IC) treatment can include subjects who have a
contraindication for IC injection or lumbar puncture. Contraindications for an IC injection can
include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.

[00249] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
10°/uL, platelet count <100 x 10°/uL, and hemoglobin <12 g/dL [male] or <10 g/dL [female]).
[00250]  An alternative immune suppression regimen should be used on any patient, or the
patient should be excluded, who has any history of a hypersensitivity reaction to tacrolimus,
sirolimus, or prednisolone. Patients with a history of primary immunodeficiency, splenectomy,
or any underlying condition that predisposes the subject to infection should not be treated with
immunosuppressive therapy. Patients with herpes zoster, cytomegalovirus, or Epstein-Barr
Virus (EBV) infection that has not completely resolved for at least 12 weeks prior to screening
should not be treated with immunosuppressive therapy. Patients with (1) any infection requiring
hospitilization or treatment with parental anti-infectives not resolved at least 8 weeks prior to the
second visit or (2) any active infection requiring oral anti-infectives (including antivirals) within
ten days prior to the second visit or with a history of active tuberculosis or (3) a positive
Quantiferon_TB Gold test during screening, or (4) any live vaccine within 8 weeks prior to
signing the informed consent form, or (5) major surgery within 8 weeks before signing the

informed consent or (6) major surgery planned during the study period should not be treated with
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immunosuppressive therapy. Patients with an absolute neutrophil count of <1.3 x 10%/uL should
not be treated with immunosuppressive therapy.

[00251] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00252] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00253] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that
shows conjugated bilirubin <35% of total bilirubin.

[00254] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before treatment.

[00255] Treatments Administered—Pre-treatment with Imnmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Such immunosuppressive
therapy, for patients 6 years or older, includes corticosteroids (methylprednisolone 10 mg/kg
intravenously [IV] once on Day 1 predose and oral prednisone starting at 0.5 mg/kg/day on Day
2 with gradual tapering and discontinuation by Week 12), tacrolimus (1 mg twice daily [BID] by
mouth [PO] Day 2 to Week 24 with target blood level of 4-8 ng/mL and tapering over 8 weeks
between Week 24 and 32, and sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on
Day -2 and then from Day -1: sirolimus 0.5 mg/m*/day divided in BID dosing with target blood
level of 4-8 ng/ml until Week 48. Such immunosuppressive therapy, for patients younger than 3
years of age, includes corticosteroids (methylprednisolone 10 mg/kg intravenously [IV] once on
Day 1 predose and oral prednisone starting at 0.5 mg/kg/day on Day 2 with gradual tapering and
discontinuation by Week 12), tacrolimus (0.05 mg/kg twice daily [BID] by mouth [PO] Day 2 to
Week 24 with target blood level of 2-4 ng/mL and tapering over 8 weeks between Week 24 and

32, and sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on Day -2 and then from
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Day -1: sirolimus 0.5 mg/m?/day divided in BID dosing with target blood level of 1-3 ng/ml until
Week 48. Neurologic assessments and tacrolimus/sirolimus blood level monitoring will be
conducted. The doses of sirolimus and tacrolimus will be adjusted to maintain blood levels in
the target range. No immunosuppression therapy is planned after week 48. In most subjects,
dose adjustments can be based on the equation: new dose = current dose x (target
concentration/current concentration). Subjects should continue on the new maintenance dose for
at least 7-14 days before further dosage adjustment with concentration monitoring.
[00256] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.
The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
[00257] For patients 6 years or older, rAAV9 hIDUA is administered as a single flat dose by
IC administration: either a dose of 2 x 10” GC/g brain mass (2.6 x 10'? GC), or a dose of 1 x
10'® GC/g brain mass (1.3 x 10'3 GC). The dose can be in a volume of about 5 ml or less.
[00258] For patients younger than 3 years of age, rAAV9.hIDUA is administered as a single
flat dose by IC administration: either a dose of 1 x 10'® GC/g brain mass (6.0 x 10" GC for
patients 4 months or older but younger than 9 months; 1.0 x 10'* GC for patients 9 months or
older but younger than 18 months; 1.1 x 10"* GC for patients 18 months or older but younger
than 3 years), or a dose of 5 x 10'® GC/g brain mass (3.0 x 10" GC for patients 4 months or
older but younger than 9 months; 5.0 x 1013 GC for patients 9 months or older but younger than
18 months; 5.5 x 1013 GC for patients 18 months or older but younger than 3 years). The dose
can be in a volume of about 5 ml or less.
[00259] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.10 EXAMPLE 10: Clinical Protocol Treatment of MPS I

[00260] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.
[00261] Patient Population. Patients to be treated may include males or females younger

than 3 years of age who have:
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e adiagnosis of severe MPS I-Hurler confirmed by presence of clinical signs and
symptoms compatible with MPS I-H, and/or homozygosity or compound heterozygosity

for mutations exclusively associated with the severe phenotype.

e an intelligent quotient (IQ) score of =55

[00262] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if
applicable, on testing days.

[00263] Patients who may be excluded from intracisternal (IC) treatment can include subjects
who have a contraindication for IC injection or lumbar puncture. Contraindications for an IC
injection can include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.

[00264] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
10°/uL, platelet count <100 x 10°/uL), and hemoglobin will be assessed.

[00265]  An alternative immune suppression regimen should be used on any patient, or the
patient should be excluded, who has any history of a hypersensitivity reaction to tacrolimus,
sirolimus, or prednisolone. Patients with a history of primary immunodeficiency, splenectomy,
or any underlying condition that predisposes the subject to infection should not be treated with
immunosuppressive therapy. Patients with herpes zoster, cytomegalovirus, or Epstein-Barr
Virus (EBV) infection that has not completely resolved for at least 12 weeks prior to screening
should not be treated with immunosuppressive therapy. Patients with (1) any infection requiring
hospitilization or treatment with parental anti-infectives not resolved at least 8 weeks prior to the
second visit or (2) any active infection requiring oral anti-infectives (including antivirals) within
ten days prior to the second visit or with a history of active tuberculosis or (3) a positive

Quantiferon_TB Gold test during screening, or (4) any live vaccine within 8 weeks prior to
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signing the informed consent form, or (5) major surgery within 8 weeks before signing the
informed consent or (6) major surgery planned during the study period should not be treated with
immunosuppressive therapy. Patients with an absolute neutrophil count of <1.3 x 10°/uL should
not be treated with immunosuppressive therapy.

[00266] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00267] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00268] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome.

[00269] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before treatment.

[00270] Treatments Administered—Pre-treatment with Inmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Prednisone dosing will start at
0.5 mg/kg/day and will be gradually tapered off by the Week 12 visit. Tacrolimus dose
adjustments will be made to maintain whole blood trough concentrations within 2 to 4 ng/mL for
the first 24 Weeks. At week 24 the dose will be decreased by approximately 50%. At Week 28
the dose will be further decreased by approximately 50%. Tacrolimus will be discontinued at
Week 32. Sirolimus dose adjustments will be made to maintain whole blood trough
concentrations within 1 to 3 ng/mL. In most subjects, dose adjustments can be based on the
equation: new dose = current dose x (target concentration/current concentration). Subjects
should continue on the new maintenance dose for at least 7 to 14 days before further dosage
adjustment with concentration monitoring. See below for more details.

[00271]  Corticosteroids
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[00272] Inthe morning of vector administration (Day 1 predose), patients will receive
methylprednisolone 10mg/kg IV (maximum of 500 mg) over at least 30 minutes. The
methylprednisolone should be administered before the lumbar puncture and IC injection of IP.
Premedication with acetaminophen and an antihistamine is optional at the discretion of the
investigator.
[00273] On Day 2, oral prednisone will be started with the goal to discontinue prednisone by
Week 12. The dose of prednisone will be as follows:

Day 2 to the end of Week 2: 0.5 mg/kg/day

Week 3 and 4: 0.35 mg/kg/day

Week 5-8: 0.2 mg/kg/day

Week 9-12: 0.1 mg/kg

Prednisone will be discontinued after Week 12. The exact dose of prednisone can be

adjusted to the next higher clinically practical dose.
[00274]  Sirolimus
[00275] 2 days prior to vector administration (Day -2): a loading dose of sirolimus 1 mg/m2
every 4 hours x 3 doses will be administered
[00276] From Day -1: sirolimus 0.5 mg/m?/day divided in twice a day dosing with target
blood level of 1-3 ng/ml
[00277]  Sirolimus will be discontinued after the Week 48 visit.
[00278] Tacrolimus
[00279] Tacrolimus will be started on Day 2 (the day following IP administration) at a dose of
0.05mg/kg twice daily and adjusted to achieve a blood level 2-4 ng/mLfor 24 Weeks.
[00280] Starting at Week 24 visit, tacrolimus will be tapered off over 8 weeks. At week 24 the
dose will be decreased by approximately 50%. At Week 28 the dose will be further decreased by
approximately 50%. Tacrolimus will be discontinued at Week 32.
[00281] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.

The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
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[00282] The rAAV9 hIDUA is administered as a single flat dose by IC administration: either a
dose of 1 x 10 GC/g brain mass (6.0 x 10'? GC for patients 4 months or older but younger than
9 months; 1 x 10'* GC for patients 9 months or older but younger than 18 months; 1.1 x 10** GC
for patients 18 months or older but younger than 3 years), or a dose of 5 x 101 GC/g brain mass
(3 x 1013 GC for patients 4 months or older but younger than 9 months; 5 x 10** GC for patients
9 months or older but younger than 18 months; 5.5 x 10'* GC for patients 18 months or older but
younger than 3 years). The dose can be in a volume of about 5 to 20 ml.
[00283] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.11 EXAMPLE 11: Clinical Protocol Treatment of MPS I

[00284] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.

[00285] Patient Population. Patients to be treated may include males or females 6 years or
older and males or females younger than 3 years of age who have:

e adiagnosis of MPS I confirmed by enzyme activity, as measured in plasma, fibroblasts,
or leukocytes (this includes those who may have previously or currently received HSCT
or laronidase treatment).

e carly-stage neurocognitive deficit due to MPS I, defined as either of the following, if not

explainable by any other neurologic or psychiatric factors:

o A score of >1 standard deviation below mean on IQ testing or in 1 domain of
neuropsychological function (verbal comprehension, attention, or perceptual

reasoning).
o A decline of >1 standard deviation on sequential testing.

e patients younger than 3 years of age have the severe form of MPS I (Hurler syndrome)
confirmed by a mutation(s) known to lead to Hurler syndrome with neurocognitive

decline.

[00286] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if

applicable, on testing days.
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[00287] Females of childbearing potential should have a negative serum pregnancy test on the
day of treatment. All sexually active subjects must be willing to use a medically accepted
method of barrier contraception from the screening visit until 24 weeks after vector
administration. Sexually active females must be willing to use an effective method of birth
control from the screening visit until 12 weeks after the last dose of sirolimus, whichever is later.
Patients who may be excluded from intracisternal (IC) treatment can include subjects who have a
contraindication for IC injection or lumbar puncture. Contraindications for an IC injection can
include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.

[00288] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
10°/uL, platelet count <100 x 10°/uL, and hemoglobin <12 g/dL [male] or <10 g/dL [female]).
[00289]  An alternative immune suppression regimen should be used on any patient, or the
patient should be excluded, who has any history of a hypersensitivity reaction to tacrolimus,
sirolimus, or prednisolone. Patients with a history of primary immunodeficiency, splenectomy,
or any underlying condition that predisposes the subject to infection should not be treated with
immunosuppressive therapy. Patients with herpes zoster, cytomegalovirus, or Epstein-Barr
Virus (EBV) infection that has not completely resolved for at least 12 weeks prior to screening
should not be treated with immunosuppressive therapy. Patients with (1) any infection requiring
hospitilization or treatment with parental anti-infectives not resolved at least 8 weeks prior to the
second visit or (2) any active infection requiring oral anti-infectives (including antivirals) within
ten days prior to the second visit or with a history of active tuberculosis or (3) a positive
Quantiferon_TB Gold test during screening, or (4) any live vaccine within 8 weeks prior to
signing the informed consent form, or (5) major surgery within 8 weeks before signing the

informed consent or (6) major surgery planned during the study period should not be treated with
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immunosuppressive therapy. Patients with an absolute neutrophil count of <1.3 x 10%/uL should
not be treated with immunosuppressive therapy.

[00290] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00291] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00292] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that
shows conjugated bilirubin <35% of total bilirubin.

[00293] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before treatment.

[00294] Treatments Administered—Pre-treatment with Imnmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Such immunosuppressive
therapy, for patients 6 years or older, includes corticosteroids (methylprednisolone 10 mg/kg
intravenously [IV] once on Day 1 predose and oral prednisone starting at 0.5 mg/kg/day on Day
2 with gradual tapering and discontinuation by Week 12), tacrolimus (1 mg twice daily [BID] by
mouth [PO] Day 2 to Week 24 with target blood level of 4-8 ng/mL and tapering over 8 weeks
between Week 24 and 32, and sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on
Day -2 and then from Day -1: sirolimus 0.5 mg/m*/day divided in BID dosing with target blood
level of 4-8 ng/ml until Week 48. Such immunosuppressive therapy, for patients younger than 3
years of age, includes corticosteroids (methylprednisolone 10 mg/kg intravenously [IV] once on
Day 1 predose and oral prednisone starting at 0.5 mg/kg/day on Day 2 with gradual tapering and
discontinuation by Week 12), tacrolimus (0.05 mg/kg twice daily [BID] by mouth [PO] Day 2 to
Week 24 with target blood level of 2-4 ng/mL and tapering over 8 weeks between Week 24 and

32, and sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on Day -2 and then from
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Day -1: sirolimus 0.5 mg/m?/day divided in BID dosing with target blood level of 1-3 ng/ml until
Week 48. Neurologic assessments and tacrolimus/sirolimus blood level monitoring will be
conducted. The doses of sirolimus and tacrolimus will be adjusted to maintain blood levels in
the target range. No immunosuppression therapy is planned after week 48. In most subjects,
dose adjustments can be based on the equation: new dose = current dose x (target
concentration/current concentration). Subjects should continue on the new maintenance dose for
at least 7-14 days before further dosage adjustment with concentration monitoring.
[00295] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.
The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
[00296] For patients 6 years or older, rAAV9.hIDUA is administered as a single flat dose by
IC administration: either a dose of 2 x 10” GC/g brain mass (2.6 x 10'? GC), or a dose of 1 x
10'® GC/g brain mass (1.3 x 10'3 GC). The dose can be in a volume of about 5 ml or less.
[00297] For patients younger than 3 years of age, rAAV9.hIDUA is administered as a single
flat dose by IC administration: either a dose of 2 x 10? GC/g brain mass (1.2 x 10> GC for
patients 4 months or older but younger than 9 months; 2.0 x 10'> GC for patients 9 months or
older but younger than 18 months; 2.2 x 10'? GC for patients 18 months or older but younger
than 3 years), or a dose of 1 x 10'® GC/g brain mass (6.0 x 10'> GC for patients 4 months or
older but younger than 9 months; 1.0 x 1013 GC for patients 9 months or older but younger than
18 months; 1.1 x 1013 GC for patients 18 months or older but younger than 3 years). The dose
can be in a volume of about 5 ml or less.
[00298] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.12 EXAMPLE 12: Clinical Protocol Treatment of MPS I

[00299] The following example sets out a protocol that may be used to treat human subjects
with a rAAV9.hIDUA vector to treat MPS 1.
[00300] Patient Population. Patients to be treated may include males or females younger

than 3 years of age who have:
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e adiagnosis of severe MPS I-Hurler confirmed by presence of clinical signs and
symptoms compatible with MPS I-H, and/or homozygosity or compound heterozygosity

for mutations exclusively associated with the severe phenotype.

e an intelligent quotient (IQ) score of =55

[00301] Patients should have sufficient auditory and visual capacity, with or without aids, to
complete the required protocol testing and willing to be compliant with wearing the aid, if
applicable, on testing days.

[00302] Patients who may be excluded from intracisternal (IC) treatment can include subjects
who have a contraindication for IC injection or lumbar puncture. Contraindications for an IC
injection can include any of the following:

e History of prior head/neck surgery, which resulted in a contraindication to IC injection.
e Has any contraindication to CT (or contrast) or to general anesthesia.

e Has any contraindication to MRI (or gadolinium).

e Has estimated glomerular filtration rate (¢€GFR) <30 mL/min/1.73 m?.

[00303] Patients who have received IT treatment at any time and experienced a significant
adverse reaction considered related to IT administration should not be treated IC. Patients
having any condition that the treating physician believes would not be appropriate for
immunosuppressive therapy should not receive treatment (e.g., absolute neutrophil count <1.3 x
10°/uL, platelet count <100 x 10°/uL), and hemoglobin will be assessed.

[00304]  An alternative immune suppression regimen should be used on any patient, or the
patient should be excluded, who has any history of a hypersensitivity reaction to tacrolimus,
sirolimus, or prednisolone. Patients with a history of primary immunodeficiency, splenectomy,
or any underlying condition that predisposes the subject to infection should not be treated with
immunosuppressive therapy. Patients with herpes zoster, cytomegalovirus, or Epstein-Barr
Virus (EBV) infection that has not completely resolved for at least 12 weeks prior to screening
should not be treated with immunosuppressive therapy. Patients with (1) any infection requiring
hospitilization or treatment with parental anti-infectives not resolved at least 8 weeks prior to the
second visit or (2) any active infection requiring oral anti-infectives (including antivirals) within
ten days prior to the second visit or with a history of active tuberculosis or (3) a positive

Quantiferon_TB Gold test during screening, or (4) any live vaccine within 8 weeks prior to
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signing the informed consent form, or (5) major surgery within 8 weeks before signing the
informed consent or (6) major surgery planned during the study period should not be treated with
immunosuppressive therapy. Patients with an absolute neutrophil count of <1.3 x 10°/uL should
not be treated with immunosuppressive therapy.

[00305] Patients with a history of lymphoma or another cancer, other than squamous cell or
basal cell carcinoma of the skin, should not be treated unless in full remission for at least 3
months before treatment.

[00306] Patients with uncontrolled hypertension (systolic BP >180 mmHg, diastolic BP >100
mmHg) despite maximal medical treatment should not be treated.

[00307] Patients having alanine aminotransferase (ALT) or aspartate aminotransferase (AST)
>3 x upper limit of normal (ULN) or total bilirubin >1.5 x ULN should not be treated, unless the
subject has a previously known history of Gilbert’s syndrome.

[00308] Patients with a history of infectious disease or substance abuse may not be candidates
for treatment. For example, a history of human immunodeficiency virus (HIV) or hepatitis B or
hepatitis C virus infection, or positive screening tests for hepatitis B surface antigen or hepatitis
B core antibody, or hepatitis C or HIV antibodies; a history of alcohol or substance abuse within
1 year before treatment.

[00309] Treatments Administered—Pre-treatment with Imnmunosuppressive Therapy.
Prior to gene therapy, the patient should be treated with an immunosuppressive therapy to
prevent immune responses to the transgene and/or AAV capsid. Prednisone dosing will start at
0.5 mg/kg/day and will be gradually tapered off by the Week 12 visit. Tacrolimus dose
adjustments will be made to maintain whole blood trough concentrations within 2 to 4 ng/mL for
the first 24 Weeks. At week 24 the dose will be decreased by approximately 50%. At Week 28
the dose will be further decreased by approximately 50%. Tacrolimus will be discontinued at
Week 32. Sirolimus dose adjustments will be made to maintain whole blood trough
concentrations within 1 to 3 ng/mL. In most subjects, dose adjustments can be based on the
equation: new dose = current dose x (target concentration/current concentration). Subjects
should continue on the new maintenance dose for at least 7 to 14 days before further dosage
adjustment with concentration monitoring. See below for more details.

[00310] Corticosteroids
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[00311] In the morning of vector administration (Day 1 predose), patients will receive
methylprednisolone 10mg/kg IV (maximum of 500 mg) over at least 30 minutes. The
methylprednisolone should be administered before the lumbar puncture and IC injection of IP.
Premedication with acetaminophen and an antihistamine is optional at the discretion of the
investigator.
[00312] On Day 2, oral prednisone will be started with the goal to discontinue prednisone by
Week 12. The dose of prednisone will be as follows:

Day 2 to the end of Week 2: 0.5 mg/kg/day

Week 3 and 4: 0.35 mg/kg/day

Week 5-8: 0.2 mg/kg/day

Week 9-12: 0.1 mg/kg

Prednisone will be discontinued after Week 12. The exact dose of prednisone can be

adjusted to the next higher clinically practical dose.
[00313]  Sirolimus
[00314] 2 days prior to vector administration (Day -2): a loading dose of sirolimus 1 mg/m2
every 4 hours x 3 doses will be administered
[00315] From Day -1: sirolimus 0.5 mg/m?/day divided in twice a day dosing with target
blood level of 1-3 ng/ml
[00316] Sirolimus will be discontinued after the Week 48 visit.
[00317] Tacrolimus
[00318] Tacrolimus will be started on Day 2 (the day following IP administration) at a dose of
0.05mg/kg twice daily and adjusted to achieve a blood level 2-4 ng/mLfor 24 Weeks.
[00319] Starting at Week 24 visit, tacrolimus will be tapered off over 8 weeks. At week 24 the
dose will be decreased by approximately 50%. At Week 28 the dose will be further decreased by
approximately 50%. Tacrolimus will be discontinued at Week 32.
[00320] Gene Therapy. A non-replicating recombinant AAV of serotype 9 capsid containing
an hIDUA expression cassette (rAAV9.hIDUA) is used for treatment. The AAVO serotype
allows for efficient expression of the hIDUA protein in the CNS following IC administration.
The vector genome contains an hIDUA expression cassette flanked by AAV2-inverted terminal
repeats (ITRs). Expression from the cassette is driven by a strong constitutive CAG promoter.

The rAAV9.hIDUA vector is suspended in Elliotts B solution for intrathecal injection.
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[00321] The rAAV9 hIDUA is administered as a single flat dose by IC administration: either a
dose of 2 x 10° GC/g brain mass (1.2 x 102 GC for patients 4 months or older but younger than
9 months; 2.0 x 10'* GC for patients 9 months or older but younger than 18 months; 2.2 x 102
GC for patients 18 months or older but younger than 3 years), or a dose of 1 x 10'° GC/g brain
mass (6.0 x 102 GC for patients 4 months or older but younger than 9 months; 1.0 x 10'* GC for
patients 9 months or older but younger than 18 months; 1.1 x 10'* GC for patients 18 months or
older but younger than 3 years). The dose can be in a volume of about 5 to 20 ml.
[00322] For administration of rAAV9.IDUA, the subject is put under general anesthesia.

6.13 EXAMPLE 13: Clinical Protocol Treatment of MPS I

[00323] The following example sets out a protocol that may be used to treat human subjects
with AAV-Construct 1 to treat MPS I. AAV-Construct 1 is a non-replicating recombinant AAV
of serotype 9 capsid containing an hIDUA expression cassette, which contains a CB7 promoter, a
chicken beta actin intron, and a rabbit beta-globin polyadenylation signal. A schematic of the
vector genome of AAV-Construct 1 is shown in FIG. 6.

[00324] The AAV9 serotype allows for efficient expression of the hIDUA protein in the CNS
following IC administration. The vector genome contains an hIDUA expression cassette flanked
by AAV2-inverted terminal repeats (ITRs). Expression from the cassette is driven by a CB7
promoter, a hybrid between a CMV immediate early enhancer (C4) and the chicken beta actin
promoter. Transcription from this promoter is enhanced by the presence of the chicken beta
actin intron. The polyadenylation signal for the expression cassette is from the rabbit beta-globin
gene.

[00325] The final investigational product is supplied as a frozen solution of the AAV vector
active ingredient (AAV9.CB7. hIDUA) in modified Elliotts B® solution with 0.001% Pluronic®
Fo8, filled into 2-mL in CRYSTAL ZENITH® (CZ) vials, and sealed with a latex free rubber

stopper and aluminum flip-off seal. Vials should be stored at <-60° C. The concentration (in

GC/mL) of each investigational product lot will be reported. The total volume of product
delivered for both the lower and higher doses will not exceed 10% of total CSF volume
(estimated to be ~50 mL in infants and 150 mL in an adult brain) after appropriate dilutions are
made prior to administration.

[00326] A successful gene therapy for the treatment of MPS I disease will provide several

advantages over currently available therapies, including the following: long-term expression of
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the therapeutic transgene product, thereby eliminating (or significantly reducing) the need for
chronic, life-long treatment; the ability to more rapidly halt or significantly delay the CNS
manifestations of MPS I; providing an acceptable safety and tolerability profile

6.13.1. Study Objectives (Primary Endpoints)

[00327] Safety and tolerability through Week 24: adverse events (AEs) and serious adverse
events (SAEs).
6.13.2. Study Objectives (Secondary Endpoints)

[00328] Safety through Week 104: AE reporting, laboratory evaluations, vital signs,
electrocardiograms (ECGs), physical examinations, and neurologic assessments.

[00329] Clinically validated instruments for neurocognitive testing (Wechsler Abbreviated
Scale of Intelligence [WASI-II]), Bayley Scale of Infant and Toddler Development, Third
Edition (Bayley-III) and/or the Wechsler Preschool and Primary Scales of Intelligence, Fourth
Edition (WPPSI-IV)], adaptive behavior (Vineland-3).

[00330] Clinically validated instruments for attention for subjects > 6 years of age (Tests of
Variables of Attention [TOVAY]).

[00331] Viral shedding: Vector concentration (QPCR to AAV-Construct 1 DNA) in CSF,
serum, and urine.

6.13.3. Study Objectives (Exploratory Endpoints)

[00332] Immunogenicity measurements.

° Neutralizing antibodies to AAV9 and binding antibodies to IDUA in CSF and
serum.

° ELISPOT assay: T-cell response to AAV9 and IDUA.

. Flow cytometry: AAV- and IDUA-specific regulatory T cells.

[00333] CNS structural abnormalities assessed by MRI of the brain.

[00334] Auditory capacity changes measured by auditory brainstem response testing or
behavioral audiometry and otoacoustic emissions testing.

[00335] Quality of life as measured by the Peds QL.

[00336] Sleep assessment.

[00337] Cardiac evaluation by echocardiogram for valvular disease and left ventricular mass

index.
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[00338] PD biomarkers in plasma (GAGs and IDUA), leucocytes (IDUA), CSF (GAGs,
IDUA, and spermine levels), and urine (GAGs).
[00339] PD biomarkers in plasma (GAGs and IDUA), CSF (GAGs and IDUA), and urine
(GAGs) in subjects who discontinue IV ERT.
[00340] Physical Symptom Score.
[00341] Liver and spleen size assessed by ultrasound of the abdomen.
[00342] Clinical Assessment of Disease.
[00343] Patient-Reported Outcome Assessment of Disease.
[00344] Activities of Daily Living.
6.13.4. Study Design

[00345] Thisis a Phase I/II, first-in-human, multicenter, open-label, single-arm dose
escalation study of AAV-Construct 1 with subjects (= 4 months of age) who have MPS I and
documented evidence of CNS involvement. Subjects who have previously received or are
currently receiving I'V laronidase treatment are eligible to participate. Treatment with AAV-
Construct 1 could potentially result in neurocognitive benefit in this population. Approximately 5
subjects with MPS I will be treated in 2 dose cohorts, 1 x 10'° GC/g brain mass or 5 x 10!° GC/g
brain mass, and will receive a single dose of AAV-Construct 1 administered by intracisternal
(IC) or intracerebroventricular (ICV) injection. Safety will be the primary focus for the initial 24
weeks after treatment (primary study period). Following completion of the primary study period,
subjects will continue to be assessed (safety and efficacy) for up to a total of 104 weeks
following treatment with AAV-Construct 1. At the end of the study, all subjects will be invited to
participate in a long-term observational follow-up study.

[00346] The first cohort will include 2 eligible subjects to receive 1 x 10® GC/g brain mass
and the second cohort will include 3 eligible subjects to receive 5 x 10° GC/g brain mass. After
AAV-Construct 1 is administered to the first subject (sentinel) of each cohort there will be an 8
week observation period for safety evaluation. The Sponsor’s Internal Safety Committee (ISC)
will review the safety data obtained during the first 8 weeks (including data obtained during the
8-week visit) for the first subject of Cohort 1, and if there are no safety concerns identified by the
ISC, the second subject may receive AAV-Construct 1.

[00347] Potential subjects will be screened from Days -60 to -2 prior to dosing to determine
eligibility for the study. Those subjects who meet the eligibility criteria will be admitted to the
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hospital between Day -2 and the morning of Day 1 (according to institutional practice), and
baseline assessments will be performed pre-dose. For subjects who need to travel to a dosing
site other than the site where screening was completed, a communication plan to share relevant
medical information will be implemented between the 2 sites before the subject travels.
Eligibility will be confirmed at the dosing site before dosing. Subjects will receive a single IC or
ICV dose of AAV-Construct 1 on Day 1 and will remain in the hospital for approximately 30 to
36 hours after dosing for observation. Subsequent assessments in the primary study period (i.e,,
through Week 24) will be performed weekly through Week 4 and at Weeks 8, 12, 16, 20, and 24.
After the primary assessment period, visits will be at Weeks 28, 32, 40, 48, 52, 56, 64, 78, and
104. The Week 20 and 28 assessments will be limited to evaluation of AEs and concomitant
therapies by telephone contact.

[00348]  All subjects will initially receive immunosuppression (IS) in the study to minimize
the risk associated with the formation or increase of antibodies to IDUA (which may decrease
efficacy) and any immune mediated reaction against the capsid or tissues expressing transgene.
IS therapy will include corticosteroids (methylprednisolone 10 mg/kg IV once on Day 1 predose
and oral prednisone starting at 0.5 mg/kg/day on Day 2 with gradual tapering and discontinuation
by Week 12), tacrolimus (0.05 mg/kg twice daily by mouth Day 2 to Week 24 with target blood
level of 2-4 ng/mL and tapering over 8 weeks between Week 24 and 32), and sirolimus (a
loading dose of 1 mg/m?* every 4 hours * 3 doses on Day -2, and starting on Day -1 sirolimus 0.5
mg/m2/day divided in twice a day dosing with target blood level of 1-3 ng/ml until Week 48).
Neurologic assessments and tacrolimus/sirolimus blood level monitoring will be conducted. The
doses of sirolimus and tacrolimus will be adjusted to maintain blood levels in the target range.
[00349] No IS therapy is planned after Week 48. If IS is required after Week 48 to control a
clinically relevant immune response, the appropriate immunosuppressive regimen will be
determined by the PI, in discussion with the Medical Monitor, as clinically indicated.

6.13.5. Selection of Study Population

[00350] Approximately 5 subjects > 4 months of age who have documented neurocognitive
deficits due to MPS I will be treated with investigational product.

6.13.5.1 Inclusion Criteria

[00351] In order to be eligible to participate in this study, a subject must meet all of the

following criteria:
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A male or female > 4 months of age.

Willing and able to provide written, signed informed consent after the nature of the study has

been explained and prior to any study-related procedures. If the subject is unable to provide

informed consent, then informed assent will be obtained, and informed consent must be

provided by the subject’s legal guardian.

Has a previously documented diagnosis of MPS I confirmed by IDUA deficiency in

leucocytes and fibroblasts.

Has documented evidence of CNS involvement due to MPS I based on 1 of the following

criteria, if not explainable by any other neurologic or psychiatric factors:

a) A score of > 1 standard deviation below mean on neurocognitive testing or in 1 domain
of neuropsychological function.

b) A decline of > 1 standard deviation on sequential neurocognitive testing or in 1 domain
of neuropsychological function administered between 3 to 36 months apart.

¢) Has a documented diagnosis of severe MPS I confirmed by biallelic mutations predictive
of the severe phenotype or has a relative clinically diagnosised with severe MPS I and the
same IDUA mutations. This subject is not required to have documented evidence of
neurocognitive deficit.

Subjects who have had hematopoietic stem cell transplantation (HSCT) may be enrolled in

the study if the principal investigator (PI), medical monitor, and sponsor agree that he/she

can safely and successfully participate in the study.

Has sufficient auditory and visual capacity, with or without aids, to complete the required

protocol testing and willing to be compliant with wearing the aid, if applicable, on testing

days.

Females of childbearing potential must have a negative serum pregnancy test at the screening

visit, have negative urine results on Day 1, and be willing to have additional pregnancy tests

during the study.

Sexually active male subjects must be willing to use a medically accepted method of barrier

contraception (e.g., condom or female diaphragm) from the screening visit until 24 weeks

after vector administration. Cessation of birth control after this point should be discussed

with the subject’s physician.

Sexually active females must be willing to use an effective method of birth control from the
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screening visit until 12 weeks after the last dose of sirolimus or tacrolimus, whichever is
later. Cessation of birth control after this point should be discussed with the subject’s
physician. Effective methods of birth control include a double barrier method (e.g., male
condom plus a diaphragm), an intrauterine device, or hormonal contraception. Sustained
abstinence is an acceptable practice; however, periodic abstinence, the rhythm method, and
the withdrawal method are not acceptable methods of contraception.

6.13.5.2 Exclusion Criteria

[00352] A subject who meets any of the following exclusion criteria will not be eligible to

participate in the study:

1)

2)

3)

4)
5)

Has any contraindicaton to MRI, contrast, or to general anesthesia.

a) Has any contraindication to gadolinium.

b) Has renal insufficiency as determined by an estimated glomerular filtration rate
(eGFR) < 30 mL/min/1.73 m?, based on creatinine. If the laboratory determines that the
creatinine level is less than the lower limit of assay validation or detection, then the
lowest limit cutoft value will be used to estimate eGFR.

Has a contraindication for an IC or ICV injection, including any of the following:

a) Review of baseline MRI testing by the team of neuroradiologists/neurosurgeons
participating in the study (1 per site) shows a contraindication for an IC or an ICV
injection.

b) History of prior head/neck surgery, which resulted in a contraindication to IC and ICV
injection, based on review of available information by the team of
neuroradiologists/neurosurgeons participating in the study.

¢) Has previously experienced a clinically significant intracranial bleed that, in the opinion
of the investigator and team of neuroradiologists/neurosurgeons, is a contraindication to
IC and ICV injection.

Has any neurocognitive deficit not attributable to MPS I or has a diagnosis of a

neuropsychiatric condition that may, in the opinion of the PI, confound interpretation of

study results.

Has any contraindication to lumbar puncture.

Has received IT laronidase at any time and experienced a significant AE considered related

to IT administration that, in the opinion of the PI, would put the subject at undue risk.
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6) Has received IV laronidase at any time and experienced a significant AE considered related
to I'V administration that, in the opinion of the PI, would put the subject at undue risk.

7) Has any history of lymphoma or history of another cancer other than squamous cell or basal
cell carcinoma of the skin that has not been in full remission for at least 3 months before
screening.

8) Has uncontrolled hypertension (systolic BP > 180 mmHg, diastolic BP > 100 mmHg) despite
maximal medical treatment.

9) Has ALT or AST > 3 x ULN or total bilirubin > 1.5 x ULN at screening, unless the subject
has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that shows
conjugated bilirubin < 35% of total bilirubin.

10) Has a history of human immunodeficiency virus (HIV) or hepatitis B or hepatitis C virus
infection, or positive screening tests for hepatitis B surface antigen or hepatitis B core
antibody, or hepatitis C or HIV antibodies.

11) Received any investigational product within 30 days or 5 half-lives before signing of the
Informed Consent Form (ICF), whichever is longer.

12) Is a first-degree family member of a clinical site employee or any other individual involved
in the conduct of the study, or is a clinical site employee or any other individual involved in
the conduct of the study.

13) Is pregnant, < 6 weeks postpartum, breastfeeding at screening, or planning to become
pregnant (self or partner) at any time from signing of informed consent through Week 52.
Plans to become pregnant after Week 52 should be discussed with the subject’s physician.

14) Has history of alcohol or substance abuse within 1 year before screening.

15)Has a clinically significant ECG abnormality that, in the opinion of the PI, would
compromise the subject’s safety.

16) Has a serious or unstable medical or psychological condition that, in the opinion of the PL,
would compromise the subject’s safety or successful participation in the study or
interpretation of study results.

[00353] Exclusion criteria related to immunosuppressive therapy:

17) A history of a hypersensitivity reaction to tacrolimus, sirolimus, or prednisone.

18) A history of a severe immunodeficiency (e.g., common variable immunodeficiency

syndrome), splenectomy, or any underlying condition that predisposes the subject to
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infection.

19) Varicella-zoster virus, herpes zoster (shingles), CMV, or EBV infection that has not
completely resolved at least 12 weeks prior to screening.

20) Any infection requiring hospitalization or treatment with parenteral anti-infectives not
resolved at least 8 weeks prior to Visit 2.

21) Any active infection requiring oral anti-infectives (including antivirals) within 10 days prior
to Visit 2.

22) History of active tuberculosis (TB) or a positive QuantiFERON-TB Gold test during
screening.

23) Any live vaccine within 4 weeks prior to Day -2.

24)Major surgery within 8 weeks before signing the ICF or major surgery planned during the
study period.

25) Absolute neutrophil count < 1.3 x 10°/pL.

26) Any condition or laboratory abnormality that the PI believes would not be appropriate for
immunosuppressive therapy.

6.13.6. Treatments Administered

[00354] The AAV-Construct 1 will be preferentially administered as a single IC injection, or
as a single ICV injection should IC administration prove difficult or potentially unsafe, to allow
direct delivery of the vector to the target tissue within the confined CSF compartment. Although
cervical puncture (C1-C2) is a routine clinical procedure used for contrast administration for
myelography, image-assisted suboccipital puncture is proposed as the primary clinical route of
administration. This replicates the route of administration used in the nonclinical studies and is
considered advantageous over the C1-C2 puncture in the intended patient population because
patients with MPS I have a high incidence of abnormal narrowing of the C1-C2 intrathecal (IT)
space, which substantially increases the risks associated with a C1-C2 puncture. Prior to the
procedure, each subject will have a magnetic resonance imaging (MRI) of the area reviewed by a
team of neuroradiologists/neurosurgeons participating in the study. If it is not considered safe to
proceed with an IC injection, then the subject will be considered for ICV injection. ICV injection
is a commonly used route for ventriculoperitoneal shunt placement in pediatric and adult
individuals and, more recently, CNS drug administration (Drake et al., 2000, Childs Nerv Syst
16(10-11):800-804; Cohen-Pfeffer et al., 2017, Pediatric Neurology 67:23-25; and Slavc et al,
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2018, Mol Genetics and Metabolism 124(2018):184-188). Image-assisted single ICV injection,
as proposed in this protocol, is comparable to stereotactic brain biopsy, which has also become a
routine neurosurgical intervention with the advent of precise MRI and computed tomography
(CT) technology. From pharmacology studies conducted in MPS II mice with AAV-Construct 1,
it was shown that the biodistribution and transgene expression profiles of AAV9 vector-based
products are comparable for ICV and IC routes, supporting the use of ICV as an alternative route
of administration should IC administration prove difficult or potentially unsafe.

[00355] Two dose levels will be studied: 1 x 10'° GC/g brain mass and 5 x 10'° GC/g brain
mass. No subject will receive more than 1 dose of IP.

[00356] Because of the relatively rapid brain growth that occurs early in a developing child,
the total dose of AAV-Construct 1 administered IC depends on the estimated brain mass derived
from the study subject’s screening brain MRI. The study subject’s estimated brain volume from
their MRI will be converted to a brain mass and used to calculate an exact dose to be
administered, as presented in Table 2. The steps of determining the appropriate dose are: (1)
obtain subject brain volume in cm? from screening brain MRI; (2) convert subject’s MRI brain
volume to brain mass as follows: Brain Mass = (Brain Volume in cm3) x 1.046 g/cm’ (brain
density taken from itis.swiss/virtual-population/tissue-properties/database/density); and (3)
identify appropriate dose as shown in Table 2.

6.13.7. Inmunosuppressive Therapy Administration

[00357] Corticosteroids
e In the morning of vector administration (Day 1 predose), patients will receive
methylprednisolone 10mg/kg intravenously (IV) (maximum of 500 mg) over at least 30
minutes. The methylprednisolone should be administered before the lumbar puncture and
IC injection of investigational product. Premedication with acetaminophen and an
antihistamine is optional at the discretion of the investigator.
e On Day 2, oral prednisone will be started with the goal to discontinue prednisone by Week
12. The dose of prednisone will be as follows:
o Day 2 to the end of Week 2: 0.5 mg/kg/day
o Week 3 and 4: 0.35 mg/kg/day
o Week 5-8: 0.2 mg/kg/day
o Week 9-12: 0.1 mg/kg
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o Prednisone will be discontinued after Week 12. The exact dose of prednisone can
be adjusted to the next higher clinically practical dose.
[00358] Sirolimus
e 2 days prior to vector administration (Day -2): a loading dose of sirolimus 1 mg/m? every
4 hours x 3 doses will be administered
e From Day -1: sirolimus 0.5 mg/m?/day divided in twice a day dosing with target blood
level of 1-3 ng/ml
e Sirolimus will be discontinued after the Week 48 visit.
[00359] Tacrolimus
e Tacrolimus will be started on Day 2 (the day following investigational product
administration) at a dose of 0.05 mg/kg twice daily and adjusted to achieve a blood level
2-4 ng/mLfor 24 weeks.
o Starting at Week 24 visit, tacrolimus will be tapered off over 8 weeks. At Week 24 the dose
will be decreased by approximately 50%. At Week 28 the dose will be further decreased
by approximately 50%. Tacrolimus will be discontinued at Week 32.
e Tacrolimus and sirolimus blood level monitoring will be conducted.

6.13.1. Efficacy Assessments

[00360] Validated instruments for neurocognitive testing: WASI-II, Bayley-III and/or
WPPSI-IV, adaptive behavior (Vineland-3), and attention (TOVA)

[00361] Biomarkers in plasma (GAGs and IDUA), leucocytes (IDUA), CSF (GAGs, IDUA,
and spermine levels), and urine (GAGs).

[00362] The lumbar puncture will be performed in accordance with the investigational site’s
standard practice.

[00363] Physical Symptom Score.

[00364] An MRI of the brain will be performed at visits. Estimated glomerular filtration rate
must be documented prior to the screening MRI with gadolinium. The investigator must consult
with the Medical Monitor before proceeding with the screening MRI if the eGFR is

< 30mL/min/1.73m?.

[00365] Abdominal ultrasounds will be performed at visits to document craniocaudal liver

diameter at the midclavicular line (Kratzer ef al., J Ultrasound Med 22:1155-1161, 2003) and
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spleen volume calculated using the prolate ellipsoid formula (0.52 x length x anteroposterior
dimension x width).

6.14 EXAMPLE 14: A Phase I/Il Multicenter, Open-Label Study to Evaluate the
Safety, Tolerability, and Pharmacodynamics of Intracisternal AAV-
Construct 1 Gene Therapy in Subjects with Mucopolysaccharidosis Type I

[00366] The following example is a Phase I/II, first-in-human, multicenter, open-label, single-
arm dose escalation study of AAV-Construct 1 with subjects (= 4 months of age) who have

MPS I and documented evidence of CNS involvement. Subjects who have previously received
or are currently receiving IV laronidase treatment are eligible to participate. Treatment with
AAV-Construct 1 could potentially result in neurocognitive benefit in this population.
Approximately 5 subjects with MPS I will be treated in 2 dose cohorts, 1 x 10'° GC/g brain mass
or 5 x 101 GC/g brain mass, and will receive a single dose of AAV-Construct 1 administered by
IC or ICV injection. Safety will be the primary focus for the initial 24 weeks after treatment
(primary study period). Following completion of the primary study period, subjects will continue
to be assessed (safety and efficacy) for up to a total of 104 weeks following treatment with
AAV-Construct 1. At the end of the study, all subjects will be invited to participate in a long-
term observational follow up study.

[00367] The first cohort will include 2 eligible subjects to receive 1 x 10'° GC/g brain mass
and the second cohort will include 3 eligible subjects to receive 5 x 10!° GC/g brain mass. After
AAV-Construct 1 is administered to the first subject (sentinel) of each cohort there will be an 8
week observation period for safety evaluation. The Sponsor’s Internal Safety Committee (ISC)
will review the safety data obtained during the first 8 weeks (including data obtained during the
8-week visit) for the first subject of Cohort 1, and if there are no safety concerns identified by the
ISC, the second subject may receive AAV-Construct 1. There will be a 4-week observation
period for safety between the second subject of Cohort 1 and the first subject of Cohort 2. The
safety and tolerability of each dosed subject will be reviewed. If no SRT event is observed, all
available safety data for the first cohort, including the 4-week observation for the second subject,
will be evaluated by an Independent Data Monitoring Committee (IDMC). If the decision is to
proceed to the second cohort (5 x 101 GC/g brain mass), the subsequent 3 subjects will follow a

similar dosing scheme as the initial cohort (8-week observation period after the first subject in
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Cohort 2 and 4-week observation periods after subjects 2 and 3 in Cohort 2), or as otherwise
indicated by the review of the clinical data and/or IDMC.

[00368] Potential subjects will be screened from Days -60 to -2 prior to dosing to determine
eligibility for the study. Those subjects who meet eligibility criteria will be admitted to the
hospital between Day -2 and the morning of Day 1 (according to institutional practice), and
baseline assessments will be performed pre dose. Subjects will receive a single IC or ICV dose
of AAV-Construct 1 on Day 1 and will remain in the hospital for approximately 30 to 36 hours
after dosing for observation. Subsequent assessments in the primary study period (ie, through
Week 24) will be performed weekly through Week 4 and at Weeks 8, 12, 16, 20, and 24. After
the primary assessment period, visits will be at Weeks 28, 32, 40, 48, 52, 56, 64, 78, and 104.
The Week 20 and 28 assessments will be limited to evaluation of AEs and concomitant therapies
by telephone contact.

[00369] All subjects will initially receive IS in the study to minimize the risk of any immune-
mediated reaction against the capsid or tissues expressing the transgene as well as to minimize
any risk associated with the formation or increase of antibodies to IDUA which may decrease
efficacy. Immunosuppression therapy implemented in the present study will include
corticosteroids (methylprednisolone 10 mg/kg intravenous (IV) once on Day 1 predose and oral
prednisone starting at 0.5 mg/kg/day on Day 2 with gradual tapering and discontinuation by
Week 12), tacrolimus (0.05 mg/kg twice daily [BID] by mouth [PO] Day 2 to Week 24 with
target blood level of 2-4 ng/mL and tapering over 8 weeks between Week 24 and 32), and
sirolimus (a loading dose of 1 mg/m? every 4 hours x 3 doses on Day -2, and, starting on Day -1,
0.5 mg/m?/day divided BID with target blood level of 1-3 ng/ml until Week 48). Neurologic
assessments and tacrolimus/sirolimus blood level monitoring will be conducted. The doses of
sirolimus and tacrolimus will be adjusted to maintain blood levels in the target range.

[00370] No IS therapy is planned after Week 48. If IS is required after Week 48 to control a
clinically relevant immune response, the appropriate immunosuppressive regimen will be
determined by the PI, in discussion with the Medical Monitor, as clinically indicated.

[00371] Given the NHP safety study findings and the potential safety risks with the IC
procedure, close neurologic monitoring, including focused neurologic assessments and

somatosensory evoked potentials testing, will be employed.
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[00372] The safety and tolerability of AAV-Construct 1 will be monitored through assessment
of AEs and serious adverse events (SAEs), chemistry, hematology, urinalysis, markers of CSF
inflammation, immunogenicity, vector shedding (vector concentration), vital signs,
electrocardiograms (ECGs), and physical examinations including neurological assessments.
Serial polymerase chain reaction (PCR) for detection of circulating viral genomes (Epstein-Barr
virus [EBV] and cytomegalovirus [CMV]) will also be performed while subjects are receiving
IS.
[00373] Secondary efficacy assessments will include measurements of neurocognitive decline
and levels of biomarkers in CSF, plasma, and urine.
[00374] Investigational Product, Dose, And Route Of Administration
. AAV-Construct 1: AAV9.CB7 hIDUA (recombinant adeno-associated virus
serotype 9 capsid containing human o-L-iduronidase expression cassette)
e  Two dose levels: 1 x 10!° genome copies (GC)/g brain mass or 5 x 10 GC/g brain
mass
. Single-dose administered via intracisternal (IC) or, should this route of
administration not be an option, intracerebroventricular (ICV) administration
[00375] Primary objective:
e To evaluate the safety and tolerability of AAV-Construct 1 through 24 weeks,
following a single IC or ICV dose administered to subjects who have documented
CNS involvement due to MPS I
[00376] Secondary objectives:
. To evaluate the long-term safety and tolerability of AAV-Construct 1 through 104
weeks
e  To evaluate the effect of AAV-Construct 1 on neurodevelopmental parameters of
cognitive and adaptive function through 104 weeks
. To evaluate vector shedding in CSF, plasma, and urine
[00377] Exploratory objectives:
° To evaluate the immunogenicity of AAV-Construct 1
e  To explore the effect of AAV-Construct 1 on CNS imaging
. To explore the effect of AAV-Construct 1 on auditory capacity
. To explore the effect of AAV-Construct 1 on quality of life (QOL)
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. To explore the pharmacodynamic (PD) effect of AAV-Construct 1 on biomarkers in
cerebrospinal fluid (CSF), plasma and urine

e  To explore the effect of AAV-Construct 1 on systemic manifestations of disease

e  To explore the effect of AAV-Construct 1 on sleep measures

e  To explore the effect of AAV-Construct 1 on clinician reported outcome

. To explore the effect of AAV-Construct 1 on patient-reported outcome assessment

6.14.1. Diagnosis and Criteria for Inclusion and Exclusion

[00378] In order to be eligible to participate in this study, a subject must meet all of the

following criteria:

1) A male or female > 4 months of age.

2) Willing and able to provide written, signed informed consent after the nature of the study
has been explained and prior to any study-related procedures. If the subject is unable to
provide informed consent, then informed assent will be obtained, and informed consent must
be provided by the subject’s legal guardian.

3) Has a previously documented diagnosis of MPS I confirmed by IDUA deficiency in leucocytes
or fibroblasts

4) Has documented evidence of CNS involvement due to MPS I based on 1 of the following
criteria, if not explainable by any other neurologic or psychiatric factors:

a) A score of > 1 standard deviation below mean on neurocognitive testing or in 1 domain
of neuropsychological function

b) A decline of > 1 standard deviation on sequential neurocognitive testing or in
1 domain of neuropsychological function administered between 3 to 36 months apart

¢) Has a documented diagnosis of severe MPS I confirmed by biallelic mutations
predictive of the severe phenotype or has a relative clinically diagnosed with severe
MPS I and the same IDUA mutations. This subject is not required to have documented
evidence of neurocognitive deficit.

5) Subjects who have had HSCT may be enrolled in the study if the PI, medical monitor, and

sponsor agree that he/she can safely and successfully participate in the study.
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6) Has sufficient auditory and visual capacity, with or without aids, to complete the required
protocol testing and willing to be compliant with wearing the aid, if applicable, on testing
days.

7) Females of childbearing potential must have a negative serum pregnancy test at the screening
visit, have negative urine results on Day 1, and be willing to have additional pregnancy tests
during the study.

8) Sexually active male subjects must be willing to use a medically accepted method of barrier
contraception (eg, condom) from the screening visit until 24 weeks after vector
administration. Cessation of birth control after this point should be discussed with the
subject’s physician.

9) Sexually active females must be willing to use an effective method of birth control from the
screening visit until 12 weeks after the last dose of sirolimus or tacrolimus, whichever is later.
Cessation of birth control after this point should be discussed with the subject’s physician.
Effective methods of birth control include a double barrier method (eg, male condom plus a
female diaphragm), an intrauterine device, or hormonal contraception. Sustained abstinence is
an acceptable practice; however, periodic abstinence, the thythm method, and the withdrawal
method, are not acceptable methods of contraception.

[00379] A subject who meets any of the following exclusion criteria will not be eligible to

participate in the study:

1) Has any contraindication to MRI, contrast, or to general anesthesia.

a) Has any contraindication to gadolinium.

b) Has renal insufficiency as determined by an estimated glomerular filtration rate
(eGFR) < 30 mL/min/1.73 m?, based on creatinine. If the laboratory determines that the
creatinine level is less than the lower limit of assay validation or detection, then the
lowest limit cutoff value will be used to estimate eGFR.

2) Has a contraindication for an IC and ICV injection, including any of the following:

a) Review of baseline MRI testing by the site neuroradiologist/neurosurgeon and at least
two additional Sponsor-designated qualified neuroradiologist(s)/neurosurgeon(s) shows a

contraindication for an IC and an ICV injection.
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b) History of prior head/neck surgery, which resulted in a contraindication to IC and ICV
injection, based on review of available information by the team of

neuroradiologists/neurosurgeons participating in the study.

¢) Has previously experienced a clinically significant intracranial bleed that, in the opinion
of the investigator and team of neuroradiologists/neurosurgeons, is a contraindication to

IC and ICV injection.

Has any neurocognitive deficit not attributable to MPS I or has a diagnosis of a
neuropsychiatric condition that may, in the opinion of the PI, confound interpretation of
study results.

Has any contraindication to lumbar puncture.

Has received intrathecal (IT) laronidase at any time and experienced a significant AE
considered related to IT administration that, in the opinion of the PI, would put the subject at
undue risk.

Has received IV laronidase at any time and experienced a significant AE considered related
to I'V administration that, in the opinion of the PI, would put the subject at undue risk.

Has any history of lymphoma or history of another cancer other than squamous cell or basal
cell carcinoma of the skin that has not been in full remission for at least one year before
screening.

Uncontrolled hypertension (systolic blood pressure [BP] > 180 mmHg, diastolic BP > 100
mmHg) despite maximal medical treatment.

Has ALT or AST >3 x ULN or total bilirubin > 1.5 x ULN at screening, unless the subject
has a previously known history of Gilbert’s syndrome and a fractionated bilirubin that shows

conjugated bilirubin < 35% of total bilirubin.

10) Has a history of human immunodeficiency virus (HIV) or hepatitis B or hepatitis C virus

infection, or positive screening tests for hepatitis B surface antigen or hepatitis B core

antibody, or hepatitis C or HIV antibodies.

11) Received any investigational product within 30 days of Day 1 or 5 half-lives before signing

of the Informed Consent Form (ICF), whichever is longer.
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12) Is a first-degree family member of a clinical site employee or any other individual involved
in the conduct of the study, or is a clinical site employee, or any other individual involved in
the conduct of the study.

13) Is pregnant, < 6 weeks postpartum, breastfeeding at screening, or planning to become
pregnant (self or partner) at any time from signing of informed consent through Week 52.
Plans to become pregnant after Week 52 should be discussed with the subject’s physician.

14) Has history of alcohol or substance abuse within 1 year before screening.

15) Has a clinically significant ECG abnormality that, in the opinion of the PI, would
compromise the subject’s safety.

16) Has a serious or unstable medical or psychological condition that, in the opinion of the PI,
would compromise the subject’s safety or successful participation in the study or
interpretation of study results.

[00380] Exclusion criteria related to immunosuppressive therapy:

17) A history of a hypersensitivity reaction to tacrolimus, sirolimus, or prednisone.

18) A history of a severe immunodeficiency (eg, common variable immunodeficiency
syndrome), splenectomy, or any underlying condition that predisposes the subject to
infection.

19) Varicella-zoster virus, herpes zoster (shingles), CMV, or EBV infection that has not
completely resolved at least 12 weeks prior to screening.

20) Any infection requiring hospitalization or treatment with parenteral anti-infectives not
resolved at least 8 weeks prior to Visit 2.

21) Any active infection requiring oral anti-infectives (including antivirals) within 10 days prior
to Visit 2.

22) History of active tuberculosis (TB) or a positive QuantiFERON-TB Gold test during
screening.

23) Any live vaccine within 4 weeks prior to Day -2.

24) Major surgery within 8 weeks before signing the ICF or major surgery planned during the
study period.

25) Absolute neutrophil count < 1.3 x 10°/uL.
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26) Any condition or laboratory abnormality that the PI believes would not be appropriate for

immunosuppressive therapy.

6.14.2. List of Abbreviations

[00381] Table 6: List of Abbreviations

Abbreviation Term

AAV Adeno-associated virus

AAV9 AAY vector of serotype 9

AE(s) Adverse event(s)

ALT Alanine aminotransferase

AST Aspartate aminotransferase

Bayley 1lI Bayley Scale of Infant and Toddler Development, Third Edition
BBB Blood-brain barrier

BID Twice a day

BP Blood pressure

BSL Biosafety level

CB7 Hybrid C4 and CB (chicken beta actin promoter)
CBC Complete blood count

CFR Code of Federal Regulations
CMV Cytomegalovirus

CNS Central nervous system

CRF Case Report Form

CSF Cerebrospinal fluid

CT Computed tomography

CTCAE Common Terminology Criteria for Adverse Events
CYP Cytochrome P450 enzyme

Cz Crystal Zenith®

DNA Deoxyribonucleic acid

DRG Dorsal root ganglia

EBV Epstein-Barr virus

ECG Electrocardiogram

EDC Electronic Data Capture

¢GFR estimated glomerular filtration rate
ELISPOT Enzyme-linked immunospot

EOS End of Study

ERT Enzyme replacement therapy

ET Early Termination
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Abbreviation Term

FDA US Food and Drug Administration
GAG(s) Glycosaminoglycan(s)

GAN Giant Axonal Neuropathy

GC Genome copies

GCP Good Clinical Practice

GLP Good Laboratory Practice

GM3 Monosialodihexosylganglioside

Hep Hepatitis

Hex Hexosaminidase

hIDUA Human o-L-iduronidase

HIPAA Health Insurance Portability and Accounting Act
HIV Human immunodeficiency virus

HSCT Hematopoietic stem cell transplantation
1B Investigator’s Brochure

IC Intracisternal(ly)

ICF Informed Consent Form

ICH International Council for Harmonisation
ICvV Intracerebroventricular

IDMC Independent Data Monitoring Committee
IDUA a-L-iduronidase

IEC(s) Independent Ethics Committee(s)

Ig Immunoglobulin (IgG, IgM, IgA)

1Q Intelligence quotient

IRB Institutional Review Board

IS immune suppression / immunosuppression
ISC Internal Safety Committee

IT Intrathecal(ly)

ITR(s) Inverted terminal repeat(s)

v Intravenous(ly)

LIMP2 Lysosomal integral membrane protein-2
MED Minimum effective dose

MedDRA Medical Dictionary of Regulatory Activitics
MMF Mycophenolate mofetil

MPS 1 Mucopolysaccharidosis type I

MPS 111 Sanfilippo syndrome

MPS VII Mucopolysaccharidosis type VII
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Abbreviation Term
MRI Magnetic resonance imaging
MTD Maximum tolerated dose
mTORCI1 Mammalian/mechanistic target of rapamycin complex 1
n Number in sample
NAB Neutralizing antibody
NCI National Cancer Institute
NHP(s) Non-human primate(s)
NIH National Institutes of Health
NOAEL No-observable-adverse-effect level
PCR Polymerase chain reaction
PD Pharmacodynamic(s)
Pgp P-glycoprotein
PI Principal Investigator
PO By mouth/orally
PT Prothrombin time
PTT Partial thromboplastin time
QD Once daily
QOL Quality of life
qPCR Quantitative polymerase chain reaction
RG1 Risk Group 1

AAV-Construct 1

Recombinant adeno-associated virus serotype 9 capsid containing
human a-L-iduronidase expression cassette

RNA ribonucleic acid

SAE(s) Serious adverse event(s)

sAg Surface antigen

SAP Statistical analysis plan

SDV Source document verification

SEP Somatosensory evoked potentials
SMA Spinal Muscular Atrophy

SRT Safety review trigger

TB Tuberculosis

TEAE(s) Treatment-emergent adverse event(s)
TOVA Tests of Variables of Attention

Treg Regulatory T-cell

TTP Thrombotic thrombocytopenic purpura
ULN Upper limit of normal

uns Unscheduled visit
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Abbreviation Term

USMs Urgent safety measures

VSv Varicella Zoster virus

WASI-II Wechsler Abbreviated Scale of Intelligence

WPPSI-1IV Wechsler Preschool and Primary Scales of Intelligence, Fourth Edition
WBC White blood cell (count)

WHO World Health Organization

6.14.3. Total Dose Administered by Brain Weight

[00382] Approximately 5 subjects with MPS I will be treated in 2 dose cohorts, 1 x 10'° GC/g
brain mass or 5 x 10'® GC/g brain mass, and will receive a single dose of AAV-Construct 1
administered by IC or ICV injection according to Table 7 below.

[00383] Table 7: Total Dose Administered by Brain Weight

Brain Mass (in g) Dose Levels
Dose 1 Dose 2
Min Max Target Total GC . Total GC .
(1.0 x 10" GC/g brain (5 x 10" GC/g brain
mass) mass)

- 700 650 6.5x 1012 33x 108
701 800 750 7.5 x 102 3.8x10%
801 901 850 8.5x 10" 43x108
901 1050 975 9.8 x 10" 49x108
1051 1200 1125 1.1x 10" 50x 10"
1201 - 1300 1.3 x 108 6.5 x 108

1. Obtain subject brain volume in cm’ from screening brain MRI

2. Convert subject’s MRI brain volume to brain mass:
Brain Mass = (Brain Volume in cm®) x 1.046 g/cm® (brain density taken from Error!
Reference source not found., IT’IS Database for Thermal and Electromagnetic
Parameters of Biological Tissues, Version 4.0)

3. Identify appropriate dose in Table 7 above.

6.14.4. Inmunosuppresive Therapy Administration

[00384] Corticosteroids
[00385] In the morning of vector administration (Day 1 predose), patients will receive
methylprednisolone 10mg/kg IV (maximum of 500 mg) over at least 30 minutes. The

methylprednisolone should be administered before the lumbar puncture and IC injection of
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investigational product. Premedication with acetaminophen and an antihistamine is optional at

the discretion of the investigator.

[00386] On Day 2, oral prednisone will be started with the goal to discontinue prednisone by

Week 12. The dose of prednisone will be as follows:

° Day 2 to the end of Week 2: 0.5 mg/kg/day

. Week 3 and 4: 0.35 mg/kg/day

. Week 5-8: 0.2 mg/kg/day

. Week 9-12: 0.1 mg/kg

. Prednisone will be discontinued after Week 12. The exact dose of prednisone can be
adjusted to the next higher clinically practical dose.

[00387] Sirolimus

. 2 days prior to vector administration (Day -2): a loading dose of sirolimus 1 mg/m? every
4 hours x 3 doses will be administered

. From Day -1: sirolimus 0.5 mg/m?*/day divided in twice a day dosing with target blood
level of 1-3 ng/ml

. Sirolimus will be discontinued after the Week 48 visit.

[00388] Tacrolimus

. Tacrolimus will be started on Day 2 (the day following investigational product
administration) at a dose of 0.05 mg/kg twice daily and adjusted to achieve a blood level
2-4 ng/mLfor 24 weeks.

. Starting at Week 24 visit, tacrolimus will be tapered off over 8 weeks. At Week 24 the
dose will be decreased by approximately 50%. At Week 28 the dose will be further
decreased by approximately 50%. Tacrolimus will be discontinued at Week 32.

. Tacrolimus and sirolimus blood level monitoring will be conducted.

[00389] Prednisone dosing will start at 0.5 mg/kg/day and will be gradually tapered off by the

Week 12 visit.

[00390] Tacrolimus dose adjustments will be made to maintain whole blood trough

concentrations within 2 to 4 ng/mL for the first 24 Weeks. At week 24 the dose will be decreased

by approximately 50%. At Week 28 the dose will be further decreased by approximately 50%.

Tacrolimus will be discontinued at Week 32. Sirolimus dose adjustments will be made to

maintain whole blood trough concentrations within 1 to 3 ng/mL. Dose adjustments should be
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performed by a clinical pharmacist. Subjects should continue on the new maintenance dose for at
least 7 to 14 days before further dosage adjustment with concentration monitoring.

[00391] Pneumocystis pneumonia prophylaxis with trimethoprim/sulfamethoxazole will be
given three times a week (example dosing schedule; Monday, Wednesday, Friday) at a dose of

5 mg/kg beginning on Day -2 and continuing until Week 48. For patients with sulfa allergies,
alternative medications can include; pentamidine, dapsone, and atovaquone.

[00392]  Antifungal prophylaxis is to be administered if the absolute neutrophil count is < 500
mm?®. The treatment regimen will be determined through local site standard of care in
consultation with appropriate subspecialists.

[00393] Ifrising CMV or EBV viral genomes are detected during serial testing, the decision
to decrease IS or begin antiviral therapy will be determined through local site standard of care in
consultation with appropriate specialists.

[00394] The concomitant use of Rapamune with a calcineurin inhibitor may increase the risk
of calcineurin inhibitor-induced thrombotic microangiopathies. Thrombotic microangiopathies
are a group of disorders characterized by thrombocytopenia, microangiopathic hemolytic anemia,
and variable organ system involvement. Prominent among these is thrombotic thrombocytopenic
purpura (TTP).

[00395] TTP commonly presents with severe thrombocytopenia (< 30 x 10°/L),
microangiopathic hemolytic anemia characterized by schistocytes on the blood smear, high
reticulocyte count (> 120 x 10°/L), elevated lactate dehydrogenase level, and signs of skin and
mucosal hemorrhage, weakness, and dyspnea. TTP requires a rapid diagnosis and urgent
management. Treatment includes discontinuation of tacrolimus and initiation of plasma
exchange. A complete response to treatment is defined by a platelet count above 150 x 10°/L for

2 consecutive days.

EQUIVALENTS

[00396] Although the invention is described in detail with reference to specific embodiments
thereof, it will be understood that variations which are functionally equivalent are within the
scope of this invention. Indeed, various modifications of the invention in addition to those
shown and described herein will become apparent to those skilled in the art from the foregoing

description and accompanying drawings. Such modifications are intended to fall within the
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scope of the appended claims. Those skilled in the art will recognize, or be able to ascertain
using no more than routine experimentation, many equivalents to the specific embodiments of
the invention described herein. Such equivalents are intended to be encompassed by the
following claims.

[00397]  All publications, patents and patent applications mentioned in this specification are
herein incorporated by reference into the specification to the same extent as if each individual
publication, patent or patent application was specifically and individually indicated to be

incorporated herein by reference in their entireties.
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What is claimed is:

1. A method for treating a human subject diagnosed with mucopolysaccharidosis I
(MPS I), comprising delivering to the cerebrospinal fluid of the brain of the human subject a
therapeutically effective amount of recombinant human a-L-iduronidase (IDUA) produced by
human neuronal cells, wherein the human IDUA is delivered by administration of a recombinant
nucleotide expression vector encoding human IDUA, wherein the recombinant nucleotide
expression vector is administered at a dose that is dependent on the human subject’s brain mass,
and wherein the brain mass is determined by brain magnetic resonance imaging (MRI) of the

subject’s brain.

2. A method for treating a human subject diagnosed with MPS I, comprising
delivering to the cerebrospinal fluid of the brain of the human subject a therapeutically effective
amount of recombinant human IDUA produced by human glial cells, wherein the human IDUA
is delivered by administration of a recombinant nucleotide expression vector encoding human
IDUA, wherein the recombinant nucleotide expression vector is administered at a dose that is
dependent on the human subject’s brain mass, and wherein the brain mass is determined by brain

MRI of the subject’s brain.

3. The method of claim 1 or 2, wherein the human subject’s brain mass is converted from
the human subject’s brain volume by multiplying the human subject’s brain volume in cm® by a
factor of 1.046 g/cm’, wherein the human subject’s brain volume is obtained from the human

subject’s brain MRI.
4. The method of any one of claims 1 to 3, wherein the recombinant nucleotide
expression vector is administered at a dose of about 2 x 10° GC/g brain mass, about 1 x 10

GC/g brain mass, or about 5 x 10 GC/g brain mass.

5. The method of any one of claims 1 to 4, wherein the recombinant nucleotide

expression vector is administered via intracisternal (IC) administration.
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6. The method of any one of claims 1 to 4, wherein the recombinant nucleotide

expression vector is administered via intracerebroventricular (ICV) administration.

7. The method of any one of claims 1 to 6, wherein the recombinant nucleotide
expression vector is administered at a volume that does not exceed 10% of the total cerebrospinal

fluid volume of the human subject.

8. The method of any one of claims 1 to 7, further comprising administering an
immune suppression therapy to the human subject before or concurrently with the human IDUA

treatment and continuing immune suppression therapy thereafter.

9. The method of claim 8, wherein the immune suppression therapy comprises
administering a combination of (a) tacrolimus and mycophenolic acid, (b) rapamycin and
mycophenolic acid, or (c) tacrolimus, rapamycin, and a corticosteroid such as prednisolone
and/or methylprednisolone to the human subject before or concurrently with the human IDUA

treatment and continuing thereafter.

10. The method of claim 8 or 9, wherein the immune suppression therapy is withdrawn

after 180 days.

11. The method of any one of claims 1 to 10 in which the human IDUA comprises the
amino acid sequence of SEQ ID NO. 1.

12. The method of any one of claims 1 to 11, wherein the recombinant nucleotide

expression vector is administered at a dose according to the table below:

Brain Mass (in g) Dose Levels
‘ Target Dose 1 Dose 2
Min Max Total GC Total GC
(1.0 x 10'° GC/g brain mass) | (5 x 10'° GC/g brain mass)
- 700 650 6.5x 1012 33x 10"
701 800 750 7.5x 1012 3.8x 10"
801 901 850 8.5x 1012 43 x 10"
901 1050 975 9.8 x 1012 49x 108
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Brain Mass (in g) Dose Levels
‘ Target Dose 1 Dose 2
Min Max Total GC Total GC
(1.0 x 101 GC/g brain mass) | (5 x 101° GC/g brain mass)
1051 1200 1125 1.1x 108 5.0x 10"
1201 - 1300 1.3 x 10" 6.5 x 101
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Mutation  RMSD Number of affected atoms ASA Phenolype Reference  Clinical form Mut
(A1 Mainchain  Sidechain  (A%)
GotD 0 X6 493 0 Severe P Hurler Wangx
ATST 0057 35 3 19 Severe 23 Hurler Not Avallable
e 00 8 8 5 Severe 24 Hurler Not Availzble
AG00  0.069 65 74 18 Severe 25 Severe A460D
P78 00N 4 § 48 Severe fii Hurler H77S
BT8R 0124 244 338 03 Severe 25 Severe e 4341450010
TR 047 318 356 04 Severe 2 Hurler TI79R
E128 0261 809 991 204 Severe 28 Severe WX
Ef20 0017 0 4 274 Severs / Hurler 053X
P8R 0184 380 410 0.1 Severe 25 Severe 4397
G0y 00%4 129 3 0 Severe 2 Hurler 5208y
62080 0068 66 89 0 Severs X Hurler 070X
L218P 0040 28 3B 05 Severe 2 Hurler Wanzx
LR 009 148 160 0.4 Severs 2 Hurler COT3AGNA
L23BR 0068 100 105 05 Severe 27 Hurler 0883.0upC
27s 0008 0 5 47 Severn 3 Hurler REIGY
DRsY 0075 120 W7 86 Severe 3 Hurler 7%
AZZIP 003 15 12 0 Severs 22 Hurler Wa2X
D3N 0038 3 57 74 Severe 3 Severe a70%
RIKC 0074 18 M4 145 Severs 33 Hurer/Scheie F80)
1366 0034 22 2 03 Severe 34 Hurler T3660
PSR 0126 M6 239 1 Severe %4 Hurler A377P
TR 0185 343 406 29 Severe 35 Hurler Wa02¥
R4GOP 0047 28 3 1645 Sewers 22 Huder Wa02X
PE3L 0T M M 13 Severe 36 Severe 070X
Vo20F 0078 150 183 87 Davere 37 Hurler VB2OF
Re2gP 007 18 134 88 Severe 38 Severe A307R
POIR 0940 300 a7y 13 Seweredntermediale  [3924]  HuderHurerlSchele  peygR
WP (0058 83 9% 739 Infermediate 2 Hurler/Scheie e A4004ITNG
ATSP 0036 /i 28 19 intermediate 3 Intermediate Q70X
HeZP (.05 50 70 707 Infermediate 4) Infermediate Wa02¥
L2380 0015 0 10 0.5 intemmediate 3 Hurler/Scheie Wa0zx
GHSR 044 238 2 17 intermediate 33 Hurler/Scheie WADX
L34ER 00668 1 W 249 intermedigte 4 Hurler/Scheie | U8R
R3GH 0028 20 48 145 intermediate 42 Hurler/Scheie e H190-1GNA
T364M 0.069 ! # 0 intermedigte 43 Hurler/Scheie TIR4M
AJEP 0052 63 34 32 intermediate 24 Hurler/Scheie AAIRP
P4aeL  0.055 i 53 01 intermedigte 44 Hurler/Scheie ATST
Lo%F (055 43 64 0 intermediate 24 Hurler'Schele WAIDX
rE0zl - 0.006 0 1 26 Intermediste 3 Hurler/ScheieD RIC
RE1GG 0010 3 g 605 intermediate 45 Hurler/Scheie RE1SG
LGP 0082 40 67 241 Menuated-intermediate  [44.24]  Hurler/Scheie Schele 1 490p
YieC 0018 14 12 0 Aftenuated 24 Scheie 070X
RAGO 0048 74 124 0 Altenugted B Mild Waox
D203N 004 14 16 0 Aftenuated 46 Scheie 080X
G205y 0000 1 0 08 Attenuated 2 Scheie V467X
HAO0R - 008 59 3 105 Attenuated e Scheie Wangx
E27eK 0143 440 558 35 Alfenuated 4748 Scheie £978K
AUy 0082 18 109 0 Aftenuated e Scheie AMaY
NAOK 00% 175 243 16 Alfenuated 24 Scheie cATITHRGNG
FIG. 3
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N3sOL 0.038 4( 34 38 Altenuated 38 Slow progression ¢.134-145¢ei12
TIEN 0023 17 18 43 Attenuated 49 Attenuated ¢.252insC
Q3R 014 179 193 0 Attenuated 2 Mild R628P

R3G3H 0042 34 61 01 Attenuated 50 Attenuated R383H

REGE 0051 13 3 1534 Aftenvated 4 Scheie Q70X

La7en 0007 1 4 07 Aftenuated 51 Scheie PE3IR

SB3dL  0.080 51 &9 78 Altenuated 29 Scheie o33

The mutations localized in the Ig-ike domain and adjacent region are shown in boldishaded.
& Description of the clinical form of the patients is according to the original papers
D An expression study revealed that FAO2-DUA exhibited residual enzyme activily, but notin the cass of RI63C-IDUA3].

FIG. 3 continued
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C G P M M P
m M C ¢
c
Eiz1:1:1:3:1:1:1:5:3:3:1:i:Z:Z:Z:Ziii:kiziz1:1:1:3:5;/;‘3:1:5:1:1:1:2:3:2:3:1:3:5:1:1:1:3:3:i3:1:Z:II:I:I:I:i:iiiziziziziz3:2:3:1:1:3:1:1:1:1:3:1:3:1:1:3:1:1:1:3:3:3:1:1:3
1 "e 190 336 372 415 451 653
FIG. 4
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VP11~736~>

MAADGYLPDWLEDNLSEZGIREWWDLEPGAPERPRANGORODDGRGLYLPGYRYLGPENGLD
AAATGXJ“ WLEDFLSEGIRQWWRLKPGRPPPKPAERAKIDSRGLVLPGYRYLGPENGLD 6
MAADGYLPDWLEDNLSEZGIREWWALKPGYPQPRANGOEQDNRRGLVLPGYKYLGRPGNGLD

~MEDGYLEDWLEDNLSEGVREWHALGPGAPKPKANGOHODNARGLVLPGYRYLGPGNGLD
MSFVDRPPDWLEE-~VGEGLREFLGLEAGPPRPKPNOOHQDQARGLVLPGYNYLGPGNGLD
MAADGYLPDWLEDNLSEGIREWWDLKPGAPKPKANGORQDDGRGLVLPGYKYLGPENGLD
MAADGYLPDWLEDNLSEGIREWWDLKPGAPRPRANGORODDGRGLVLPGYRYLGPFNGLD
MAADGY LPDWLEDNLSEGIREWWALKPGAPKPEANQOKOEDGRGLVLPGYRYLGPFNGLD
MAADGYLPDWLEDTLSEGIRQWWRLKPGPPPPKPAERHKDDSRGLVLPGYKYLGPGNGLD
MAADGYLPDWLEDTLSEGIRQWWRLKPGRPPPKPRERAKDDSRGLVLPGYRYLGPGNGLD
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KGR PVNARDAAALEEDKAYDOQ L KAGDNRY LAY EFQQRLOGDTSFGGNLGRAVEQ
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VP2138-> ~-HVRI
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‘ VV§“UQ PDSSTGICREGQUPARKRLNEGQTGDS
??PbUOR PDSSTGIGKEGQQRAL RK’WTGOT 308
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P ZQSDQ EPDSSAGIGKSGEQPAKKRLNEGQTEDT
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AAV]  AKSANVDETVDRNGLYTEPRPIGTRYLTRRL 736 (SEQ ID NO. 16}
AAVZ  NKSVIY E TVDTNGVYSEPRPIGTRYLTRNL 735 (SEQ ID NG. 17)
ARV3~-3 NESVNVDETVDTRGVYSEPRPIGTRYLTRNL 736 (SEQ ID NO. 18}
ARVA-4 GOONSLIWAPDAAGKYTEPRAIGTRYLTHEL 734 (SEQ ID NO, 19}
AV NE?QFVEF \PDSTGEYRTTRPIGTRYLTRPL 724 (SEQ ID NO. 20}
ARVO  AKSANVDETVDNNGLYTEPRPIGTRYLTRPL 736 (SEQ ID NO. 21}
ARVT  EKQTGVDEAVDSQGVYSEPRPIGTRYLTRNL 737 (SEQ ID NO. 27}
ARVE  YKSTSVDFAVNTEGVYSEPRPIGTRYLTRNL 738 (SEQ ID NO. 23)
hudl  YESNNVEFAVSTEGVYSEPRPIGTRYLTRNL 736 (SEQ ID NC. 24)
hudZz  YHSNNVEFAVNTEZGVYSEPRPIGTRYLTRNL 736 (SEQ ID NO. 25}
AAVY  YRSNNVEFAVNTEGVYSEPRPIGTRYLTRNL 736 (SEQ ID NO. 26}

SUBS  GOOVSLIWTPDAA-K-RTT-A---mmm- Hp-
NDPQF D SSNE T B
A TG B L
E A T
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