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(B) AAD fusion protein with two ABD/ ABD1

N-terminus

Active site

C-terminus

SEQ ID NO: 46
ABD without linker:
LAEAKVLANRELDKYGVSDYYKNLINNAKTVEGVKALIDEILAALP

SEQ ID NO: 47
ABD with linker:
AQHDEAVDANSLAEAKVLANRELDKYGVSDYYKNLINNAKTVEGVKALIDEILAALP

SEQ ID NO: 48

ABD1 without linker:
LAEAKVLANRELDKYGVSDFYKRLINKAKTVEGVEALKLHILAALP
SEQ ID NO: 49

ABD1 with linker:
GSHHHHHHANSLAEAKVLANRELDKYGVSDFYKRLINKAKTVEGVEALKLHILAALP

FIG. 1 (continued)
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AAD fusion protein with one ABD/ ABD1
(© at N-terminus

ABD at
N-terminus &

SEQ ID NO: 46
ABD without linker:
LAEAKVLANRELDKYGVSDYYKNLINNAKTVEGVKALIDEILAALP

SEQ ID NO: 47
ABD with linker:
AQHDEAVDANSLAEAKVLANRELDKYGVSDYYKNLINNAKTVEGVKALIDEILAALP

SEQ ID NO: 48

ABD1 without linker:
LAEAKVLANRELDKYGVSDFYKRLINKAKTVEGVEALKLHILAALP
SEQ ID NO: 49

ABD1 with linker:
GSHHHHHHANSLAEAKVLANRELDKYGVSDFYKRLINKAKTVEGVEALKLHILAALP
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AAD fusion protein with one ABD/ ABD1

(D) at C-terminus
RN .
| '
hoons ‘M§
ABD at
C-terminus
SEQ ID NO: 46

ABD without linker: AEAKVLANRELDKYGVSDYYKNLINNAKTVEGVKALIDEILAALP

SEQ ID NO: 47
ABD with linker:
AQHDEAVDANSLAEAKVLANRELDKYGVSDYYKNLINNAKTVEGVKALIDEILAALP

SEQ ID NO: 48
ABD1 without linker:
LAEAKVLANRELDKYGVSDFYKRLINKAKTVEGVEALKLHILAALP

SEQ ID NO: 49
ABD1 with linker:
GSHHHHHHANSLAEAKVLANRELDKYGVSDFYKRLINKAKTVEGVEALKLHILAALP

FIG. 1 (continued)
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(A) SEQIDNO:36

(B)
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(ABD I: high affinity albumin binding domain; the linker is underlined.)

Linker 1 (SEQ ID NO: 50): GSHHHHHHANS

SEQ ID NO: 37

(ABD: albumin binding domain; the linker is underlined.)

Linker 2 (SEQ ID NO: 51): AQHDEAVDANS

FIG.3
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(E)  SEQID NO: 40

G306 ;S JFDSKFKGIHVYSEIGELESVLVEEPGREIDY ITPARLDELCFSA
TLESHDA '{EH:E F ARELKANDINVVELIDLVARTYDLASQEAKDKLIEEFLEDSEPVLS
EEHRVVVRNFLKARKTSRELVEIMMAGI TRYDLGIEADHELIVDPMPNLYFTRDPFASVG
NGVTIHYMRYKVROQRETLFSREVESNEFKLINTPWYYDPSLKLS IAGGDVE IYNNDTLVVY
w‘\/"SFR;.DL gT VTL LP\K\IT\ ANKES EWR'{*‘”‘ T\T\'”W\v SMAHLDTWLTMLDEDRKELYSPT
R] E ' xf_\.P \71 IPI AGEFL\SQI IEJ EZRF‘TP

VR

(ABD: albumin binding domain; the linker between His and ABD is underlined with solid line

while the linker between Poly-N and ADI is underlined with dotted line.)

Linker 3 (SEQ ID NO: 52): DEAVDANS; Linker 4: SGS; Linker 5 (SEQ ID NO: 53): GSGG

FIG. 3 (continued)
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(F)  SEQID NO: 41

3 :_»llLHP IHVISEIGELQIVLLRKRPGRKEVENLTPDYLOOLLFDDIFYLEITIQOK
E AQTLRNRGVEVLYLEKLAAEAL
SNEELIQKIM
GLTINKME®

VDKELREEFVDRILEEGOADVNVAHQTLXEYLLSF
THLYELMETEDHY PR YLDPMETPNLYF TRDPAASVGED
TKYHPRFEKENVE ITWLDRDYKFPIEGGDEL I LNEET
TKKVLAIEIPKCRAFMETHLDTVE TMETVDYDKE T
LXITHRTSLMETEALKEVLGLSELVLIPCGGGDVI
OWNDGSNTLAIAPGVVVITYDRNYVSNTLLREEGIEVIEVLSSELSRERGGERCMETS
IVRKDI

=1

TCGVRKNEIETS
FREPARRRESLEMETE
TAIGVSARTSAKATERLAKN
IHPAIQGPKGNMETNIYILEKGSDER
ASAR

ME

(ABD: wwoumin binding domain; the linker between His and ABD is underlined with solid line

while the linker between Poly-N and bcADI is underlined with dotted line.)

Linker 3 (SEQ ID NQO: 52): DEAVDANS; Linker 4: SGS; Linker 5 (SEQ ID NO: 53): GSGG

FIG. 3 (continued)
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(A)  GENE MAP
ADIn-F
ABDN-R?
ABDNN-R1 | |

hisAEDNde-F ABD % E ADI ACHBam-R

(B) Nucleotide sequence of His-ABD-PolyN-ADI (1484 bp):

(SEQ ID NO: 44)

57 _
ATGCATCATCACCATCACCATGATGAAGCCGTIGGATGCGAATTCCTTAGCTGAAGCTAAAGTCT
TAGCTAACAGAGAACTTIGACAAATATGGAGTAAGTGACTATTACAAGAACCTAATCAACAATGC
CAAAACTGTTGAAGGTGTAAAAGCACTGATAGATGAAATTTTAGCTGCATTACCTTICGGGTAGT
AACAACAATAATAACAATGGTAGCGGCGGTITCTIGTATTTGACAGTAAATTTAAAGGAATTICACG
TTTATTCAGAAATTGGTGAATTAGAATCAGTICTAGTTCACGAACCAGGACGCGAAATTGACTA
TATTACACCAGCTAGACTAGATGAATTATGCTITCTCAGCTATCTTAGAAAGCCACGATGCTAGA
AAAGAACACAAACAATTCGTAGCAGAATTAARAAGCAAACGACATCAATGTTIGTIGAATTAATTG
ATTTAGTTIGCTGAAACATATGATTTAGCATCACAAGAAGCTAAAGACAAATTAATCGAAGAATT
TTTAGAAGACTCAGAACCAGTTCTATCAGAAGAACACAAAGTAGTTGTAAGAAACTTCTTAAAA
GCTAAAAAANCATCAAGAGAATTAGTAGAAATCATGATGGCAGGGATCACAAAATACGATTTAG
GTATCGAAGCAGATCACGAATTAATCGTTIGACCCAATGCCAAACCTATACTTCACACGTGACCC
ATTTGCATCAGTAGGTAATGGTGTAACAATCCACTACATGCGTTACAAAGTTAGACAACGTGAA
ACATTATICICAAGATTITGTATICTICAAATCACCCTAAACTAATTAACACTCCATGGTACTACG
ACCCTTCACTAAAATTATCAATCGCAGGTGGGGACGTATTITATCTACAACAATGACACATTAGT
AGTTGGTIGTTITCTGAAAGAACTGACTTACAAACAGTTACTTTATTAGCTAAAAACATTGTITGCT
AATAAAGAATCTGAATTCAAACGTATIGTTGCAATTAACGTTCCAAAATGGACAAACTTAATGC
ACTTAGACACATGGCTAACAATGTTAGACAAGGACAAATTCCTATACTCACCAATCGCTAATGA
CGTATTTAAATTCTGGGATTATGACTTAGTAAACGGTGGAGCAGAACCACAACCAGTTIGAAAAC
GGATTACCTICTAGAAGGATTATTACAATCAATCATTAACAAAAAACCAGTTITTAATTCCTATCG
CAGGTGAAGGTGCTITCACAAATGGAAATCGAAAGAGAAACACACTTCGATGGTACAAACTACTT
AGCAATTAGACCAGGTIGTIGIAATTIGGTTACTICACGTAACGAAAAAACAAACGCTGCICTAGAA
GCTGCAGGCATTAAAGTTCTTICCATTCCACGGTAACCAATTATCATTAGGTATGGGTAACGCTC
GTTGTATGTCAATGCCTTTATCACGTAAAGATGTTAAGTGGTAA-3”

FIG. 6
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(C)  Amino acid sequence of His-ABD-PolyN-ADI:

(SEQ ID NO: 40)

MHHHHHEDEAVDANSLAEAKVLANRELDKYGVSDY YKNL INNAKTVEGVKALTDETLAALPSGSNNNNNNGSGGSVF

DSKFKGTHVYSEIGELESVLVHEPGRETDY ITPARLDELCFSATLESHDARKEHKQFVAELKAND INVVELIDLVAET
YDLASQEAKDKLTEEFLEDSEPVLSEEHKVVVRNFLKAKKTSRELVETMMAGT TKYDLG TEADHELTVDPMPNLYFTR
DPFASVGNGVT ITHYMRYKVRQRETLFSRFVFSNHPKLINTPWYYDPSLKLSTAGGDVFIYNNDTLVVGVSERTDLQTV
TLLAKNIVANKESEFKRTVATNVPKWTNLMHLDTWLTMLDKDKFLYSPTANDVFKFWDYDLVNGGAEPQPVENGLPLE
GLLQSTINKKPVLIPTAGEGASQMETERETHFDGTNYLATRPGVVIGYSRNEKTNAALEAAGTKVLPFHGNQLSLGMG

NARCMSMPLSRKDVKW

(PolyN with linker: SGSNNNNNNGSGG)

FIG. 6 (continued)
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(A)  GENE MAP
bcADIn-F
bcABDn-R2!
bcABDnn-R1. |

hisABDN de- ABD : bcADI bcADBam-R

(B) The nucleotide sequence of His-ABD-PolyN-beADI (1512 bp):

(SEQ ID NO: 45)

57_
ATGGGTCATCATCACCATCACCATGATGAAGCCGTGGATGCGAACAGCTITAGCTGAAGCTAAAG
TCTTAGCTAACAGAGAACTTGACAAATATGGAGTAAGTGACTATTACAAGAACCTAATCAACAA
TGCCAAAACTGTITGAAGGTGTAAAAGCACTGATAGATGAAATTTTAGCTGCATTACCTTCGGGT
AGTAACAACAATAATAACAATGGTAGCGGCGGTAAACATCCGATACATGTTACTTCAGAAATTG
GGGAATTACAAACGGTITTATTAAAACGACCGGGTAAAGAAGTGGAAAACTTGACGCCAGATTA
TTTGCAGCAATTATTATTTIGACGATATTCCATACCTACCAATTATTCAAARAAGAGCATGATTAT
TTTGCACAAACGTTACGCAATCGGGGTIGTTGAAGTICTTTATTTAGAAARAACTAGCCGCTGAGG
CGTTAGTAGATAAAARAACTTCGAGAAGAATTTGTTGATCGTATTTTAAAAGAAGGACAGGCCGA
CGTAAATGTTIGCACATCAAACTTTAAAAGAATATTTACTTTICCTITICAAATGAAGAATTAATT
CAARAAAATTATGGGCGGTGTACGGAAAAACGAAATTGAAACAAGTAAGAAGACACATTITATATG
AATTAATGGAAGATCATTATCCGTTTTACTTAGATCCAATGCCTAATTTATATTTTACTCGTGA
TCCAGCAGCTAGCGTGGGCGATGGCTTAACGATAAATAAGATGAGAGAACCAGCGCGTAGACGT
GAATCATTATTCATGGAGTACATCATTAAATATCATCCAAGATTTGAAAAACATAATGTACCAA
TCTGGTTAGATCGTGATTATAAATTTCCAATTGAAGGTGGCGACGAGCTAATTTTAAATGAAGA
AACAATTGCGATTGGAGTATCTGCTCGTACTTCAGCTAAAGCAATTGAACGTTTAGCAAAAAAT
CTICTTTAGCCGACAAAATAAAATTAAGAAAGTGTTAGCAATAGAAATTCCARAATGCCGAGCAT
TTATGCATTTAGATACAGTATTITACAATGGTIGATTATGATAAGTTTACAATTCACCCAGCTAT
TCAAGGGCCAAAAGGGAATATGAATATTTATATTITTAGAAAAAGGATCAGATGAGGAAACTCTT
AARAATTACACATCGTACTICTITTAATGGAAGCATTAAAAGAGGTATTAGGCTTAAGTGAATTAG
TTCTTATICCATGTGGAGGAGGAGATGTAATTIGCTICTGCTCGTGAACAATGGAATGATGGCTIC
GAACACATTAGCAATCGCGCCAGGTGTAGTTGTTACATATGATCGCAACTATGTATCCAATACG
TTATTACGGGAACACGGTATAGAAGTGATTGAGGTGCTAAGTTCAGAATTATCTCGTGGICGTG
GGGGTCCACGTTGCATGAGTATGCCAATTIGTTCGTAAAGATATTTAA-3

FIG.7
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(C)  The amino acid sequence of His-ABD-PolyN-bcADI:

(SEQ ID NO: 41)

MGHHHHHHDEAVDANSLAEAKVLANRELDKYGVSDYYKNLTINNAKTVEGVKAL IDETLAALPSGSNNNNNNGSGGKH

PTHVTSEIGELQTVLLKRPGKEVENLTPDYLQQLLFDDIPYLPTIQKEHDYFAQTLRNRGVEVLYLEKLAAEALVDKK
LREEFVDRILKEGQADVNVAHQTLKEYLLSFSNEELTQKIMETGGVRKNETETSKKTHLYELMETEDHYPFYLDPMET
PNLYFTRDPAASVGDGLTINKMETREPARRRESLFMETEY T TKYHPRFEKHNVP TWLDRDYKFPTEGGDEL TLNEETT
ATGVSARTSAKATERLAKNLFSRONK TKKVLATETPKCRAFMETHLDTVF TMETVDYDKFTTHPA TQGPKGNMETNTY
TLEKGSDEETLKITHRTSLMETEALKEVLGLSELVLTPCGGGDVIASAREQWNDGSNTLATAPGVVVTYDRNYVSNTL

LREHGIEVIEVLSSELSRGRGGPRCMETSMETPIVRKDI

(PolyN with linker: SGSNNNNNNGSGG)

FIG. 7 (continued)
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Effect of AAD on mice plasma arginine levels (n=3)
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