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Fig. 1A

Structure and Receptor Affinity for High Mannose and
Phosphorylated Oligosaccharides
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Fig. 1B

Chemical Structure of Mannose 6-phosphate
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Structure and Binding Domains of the CIMPR
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Fig. 34

Ligands; Affinity and In Vivo Location of Three Glycoprotein Receptors
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Reference: @Tong et al 1989; PTaylor et al 1992; CSchwartz et al 1981
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ATB200 Vector Construction

¢ Host Cell: DG44

¢ Vector: pOptivec-110

Olnvitrogen vector
0952 aa, native signal ‘
peptide TK polyA \

¢ Screening Pressure: -HT, 500nM
MTX EMCV-IRES

Fig. 5
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CIMPR Binding Profile of Lumizyme compared to that of ATB-200 rhGAA
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Manufacturing Optimization for ATB200
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Measurement of CIMPR Binding Affinity
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Fig. 10A

Bis-Phosphorylated Oligosaccharides Comparison

Alglucosidase Alfa_{~,~, ATB200
Glycan (mol bis-glycan/ '}~ (mol bis-glycan/
mol protein) ~ mol protein)
Bis-M6P 0.1 1.3

Fig. 10B
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CIMPR Uptake in Normal Fibroblasts
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CIMPR Uptake in Pompe Fibroblasts

PM25
(Pompe fibroblasts) § -+ ATB200

-= Alglucosidase Alfa

o

o

= N W b O
o O

(e

GAA Activity
(nmol/mg protein/hr)

o

0 50 100 150 200 250

GAA (nM) Fig. 11B

Kuptake Comparison in Normal and Pompe Fibroblasts

Cell Line Kuptake (NM)

AT200 | Lumizyme
normal 2 56
Pompe 3 57

Fig. 11C
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Comparative glycogen clearance by ATB-200 rhGAA and Lumizyme rhAGG
in Heart, Quadriceps and Tricep muscles
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Glycogen Reduction in Quadriceps

Triceps
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Effects of temperature on ATB-200 rhGAA folding
in presence of chaperone AT2221

AT-B200 + AT2221
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Fig. 134

Summary of Melting Temp of ATB200 with increasing amounts of AT2221

N SO
Buffer Trr(C) of ATB200
pH 7.4 56.2
pH 7.4 + 10 mM AT2221 61.6
pH 7.4 +30 mM AT2221 62.9
pH 7.4 + 100 mM AT2221 66.0
pH 5.2 67.3

Fig. 13B

SUBSTITUTE SHEET (RULE 26)



WO 2016/054231 PCT/US2015/053252

15/18

Comparison of % glycogen reduction in Gaa KO mice after
Lumizyme or ATB200 administration (with or without miglustat)

Enzyme + Chaperone Quadriceps Triceps
Lumizyme alone
(20 mg/Kg) 14 14
ATB200 alone
(20 mglkg) 4 62
ATB200 + Miglustat (AT2221) Y 73
(20 mg/kg) + (10 mg/kg)

Fig. 14

Glycogen clearance in quadriceps muscle by ATB-200 rhGAA and
AT-2221 chaperone
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Electron microscopy

AS-glycogen staining
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