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7=7) 2. G-CSF &35!
B nE
&S

cDNA B25:
ATGGCTGGACCTGCCACCCAGAGCCCCATGAAGCTGATGGCCCTGCAGCTGCT
GCTGTGGCACAGTGCACTCTGGACAGTGCAGGAAGCCACCCCCCTGGGCCCTG
CCAGCTCCCTGCCCCAGAGCTTCCTGCTCAAGTGCTTAGAGCAAGTGAGGAAG
ATCCAGGGCGATGGCGCAGCGCTCCAGGAGAAGCTGGTGAGTGAGTGTGCCAC
CTACAAGCTGTGCCACCCCGAGGAGCTGGTGCTGCTCGGACACTCTCTGGGCA
TCCCCTGGGCTCCCCTGAGCAGCTGCCCCAGCCAGGCCCTGCAGCTGGCAGGC
TGCTTGAGCCAACTCCATAGCGGCCTTTTCCTCTACCAGGGGCTCCTGCAGGCC
CTGGAAGGGATCTCCCCCGAGTTGGGTCCCACCTTGGACACACTGCAGCTGGA
CGTCGCCGACTTTGCCACCACCATCTGGCAGCAGATGGAAGAACTGGGAATGG
CCCCTGCCCTGCAGCCCACCCAGGGTGCCATGCCGGCCTTCGCCTCTGCTTTCC
AGCGCCGGGCAGGAGGGGTCCTGGTTGCCTCCCATCTGCAGAGCTTCCTGGAG
GTGTCGTACCGCGTTCTACGCCACCTTGCCCAGCCCTGA

TIRYAS—EEREIH LU Xba I RE I EH TAcDNA:
TTGGACCCTCGTACAGAAGCTAATACGACTCACTATA
GGGAAATAAGAGAGAAAAGAAGAGTAAGAAGAAATATAAGAGCCACC
ATGGCTGGACCTGCCACCCAGAGCCCCATGAAGCTGATGGCCCTGCAGCTGCT
GCTGTGGCACAGTGCACTCTGGACAGTGCAGGAAGCCACCCCCCTGGGCCCTG
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CCAGCTCCCTGCCCCAGAGCTTCCTGCTCAAGTGCTTAGAGCAAGTGAGGAAG
ATCCAGGGCGATGGCGCAGCGCTCCAGGAGAAGCTGGTGAGTGAGTGTGCCAC
CTACAAGCTGTGCCACCCCGAGGAGCTGGTGCTGCTCGGACACTCTCTGGGCA
TCCCCTGGGCTCCCCTGAGCAGCTGCCCCAGCCAGGCCCTGCAGCTGGCAGGC
TGCTTGAGCCAACTCCATAGCGGCCTTTTCCTCTACCAGGGGCTCCTGCAGGCC
CTGGAAGGGATCTCCCCCGAGTTGGGTCCCACCTTGGACACACTGCAGCTGGA
CGTCGCCGACTTTGCCACCACCATCTGGCAGCAGATGGAAGAACTGGGAATGG
CCCCTGCCCTGCAGCCCACCCAGGGTGCCATGCCGGCCTTCGCCTCTGCTTTCC
AGCGCCGGGCAGGAGGGGTCCTGGTTGCCTCCCATCTGCAGAGCTTCCTGGAG
GTGTCGTACCGCGTTCTACGCCACCTTGCCCAGCCCTGAAGCGCTGCCTTCTGC
GGGGCTTGCCTTCTGGCCATGCCCTTCTTCTCTCCCTTGCACCTGTACCTCTTGG
TCTTTGAATAAAGCCTGAGTAGGAAGGCGGCCGCTCGAGCATGCATCTAGA

BB LE2S); TIRUAS—CAMIB L UXbaRIBRERLIEH TS
TTGGACCCTCGTACAGAAGCTAATACGACTCACTATAGGGAAATAAGAGAGAA

AAGAAGAGTAAGAAGAAATATAAGAGCCACC
ATGGCCCTGCAGTTGCTGCTTTGGCACTCGGCCCTCTGGACAGTCCAAGAAGCG
ACTCCTCTCGGACCTGCCTCATCGTTGCCGCAGTCATTCCTTTTGAAGTGTCTGG
AGCAGGTGCGAAAGATTCAGGGCGATGGAGCCGCACTCCAAGAGAAGCTCTG
CGCGACATACAAACTTTGCCATCCCGAGGAGCTCGTACTGCTCGGGCACAGCT
TGGGGATTCCCTGGGCTCCTCTCTCGTCCTGTCCGTCGCAGGCTTTGCAGTTGG
CAGGGTGCCTTTCCCAGCTCCACTCCGGTTTGTTCTTGTATCAGGGACTGCTGC
AAGCCCTTGAGGGAATCTCGCCAGAATTGGGCCCGACGCTGGACACGTTGCAG
CTCGACGTGGCGGATTTCGCAACAACCATCTGGCAGCAGATGGAGGAACTGGG
GATGGCACCCGCGCTGCAGCCCACGCAGGGGGCAATGCCGGCCTTTGCGTCCG
CGTTTCAGCGCAGGGCGGGTGGAGTCCTCGTAGCGAGCCACCTTCAATCATTTT
TGGAAGTCTCGTACCGGGTGCTGAGACATCTTGCGCAGCCGTGAGCCTTCTGCG
GGGCTTGCCTTCTGGCCATGCCCTTCTTCTCTCCCTTGCACCTGTACCTCTTGGT
CTTTGAATAAAGCCTGAGTAGGAAGGCGGCCGCTCGAGCATGCA

| GGGACUGCUGCAAGCCCUUGAGGGAAUCUCGCCAGAAUUGGGCCCGACGCUG

mRNA &J5|(#:5)
CUCACUAUAGGGAAAUAAGAGAGAAAAGAAGAGUAAGAAGAAAUAUAAGAG
CCACCA
AUGGCCCUGCAGUUGCUGCUUUGGCACUCGGCCCUCUGGACAGUCCAAGAAG
CGACUCCUCUCGGACCUGCCUCAUCGUUGCCGCAGUCAUUCCUUUUGAAGUG
UCUGGAGCAGGUGCGAAAGAUUCAGGGCGAUGGAGCCGCACUCCAAGAGAA
GCUCUGCGCGACAUACAAACUUUGCCAUCCCGAGGAGCUCGUACUGCUCGGG
CACAGCUUGGGGAUUCCCUGGGCUCCUCUCUCGUCCUGUCCGUCGCAGGCUU
UGCAGUUGGCAGGGUGCCUUUCCCAGCUCCACUCCGGUUUGUUCUUGUAUCA

GACACGUUGCAGCUCGACGUGGCGGAUUUCGCAACAACCAUCUGGCAGCAGA
UGGAGGAACUGGGGAUGGCACCCGCGCUGCAGCCCACGCAGGGGGCAAUGCC
GGCCUUUGCGUCCGCGUUUCAGCGCAGGGCGGGUGGAGUCCUCGUAGCGAGC
CACCUUCAAUCAUUUUUGGAAGUCUCGUACCGGGUGCUGAGACAUCUUGCG
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F=7I 3. WH

ES E [E®/RNA wiwt | 1554 X (nm)
NPA-001-1 DLin-KC2-DMA | 10 155 nm

PDI: 0.08
NPA-001-1 aP DLin-KC2-DMA | 10 141 nm

PDI: 0.14
NPA-002-1 DLin-KC2-DMA | 15 140 nm

PDL: 0.11
NPA-002-1 aP DLin-KC2-DMA | 15 125 nm

PDI: 0.12
NPA-003-1 DLin-KC2-DMA | 20 114 nm

PDI: 0.08
NPA-003-1 aP DLin-KC2-DMA | 20 104 nm

PDI: 0.06
NPA-005-1 98N12-5 15 127 nm

PDI: 0.12
NPA-005-1 aP 98N12-5 15 134 nm

PDI: 0.17
NPA-006-1 98N12 20 126 nm

PDI: 0.08
NPA-006-1 aP 98N12 20 118 nm

PDI: 0.13
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Oooo
Oooooao
0000
F=JIL 4. 8EHF
(BIF| # NPA-003 NPA-005
[E DLin-KC2- 98N12-5
DMA
REBE/RNA 20 15
wt/wt
THHA X 114 nm 106 nm
PDI: 0.08 PDI: 0.12
Dooooo
oooo
=7 5. BREHLUMFI
MFI mCherry
EIET NPA-003 NPA-005
25 ng/LL 11963.25 12256.75
0.25 ng/v1)l 1349.75 2572.75
0.025 ng/H1L 459.50 534.75
0.0025 ng/v1b 310.75 471.75
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F=7) 5. BHH LU MFI
JEB/RNA | EigHA X i
BUF # =41 wifwt (wa) WEEHE MFI
FAEOX | N/A N/A N/A N/A 674.67
DLin-KC2- 140 nm
NPA-002 DMA 15 PDE: 0.11 Ml 10318.25
DLin-KC2- 105 nm
NPA-0022 | oo 15 POE 004 Sp 37054.75
DLin-KC2- 114 nm
NPA-003 DMA 20 PDI: 0.08 MI 22037.5
DLin-KC2- 95 nm
NPA-003-2 | pon 20 PDI: 0.02 SP 37868.75
127 nm
NPA-005 98N12-5 15 PDI: 0.12 MI 11504.75
106 nm
NPA-005-2 |98NI2-5 15 PDI: 0.07 SP 9343.75
126 nm
NPA-006 98N12-5 20 PDI: 0.08 Ml 11182.25
93 nm
NPA-006-2 | 98NI2-5 20 PDI: 0.08 SP 5167
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FT—7 6. BiF|

BUH| # fEE fEE/RNA wt/wt 54 X (nm)
NPA-001 DLin-KC2-DMA 10 155 nm

PDI: 0.08
NPA-002 DLin-KC2-DMA 15 140 nm

PDI: 0.11
NPA-002-2 DLin-KC2-DMA 15 105 nm

PDI: 0.04
NPA-003 DLin-KC2-DMA 20 114 nm

PDI: 0.08
NPA-003-2 DLin-KC2-DMA 20 95 nm

PDI: 0.02
NPA-005 98N12-5 15 127 nm

PDI: 0.12
NPA-006 98N12-5 20 126 nm

PDI: 0.08
NPA-007 DLin-DMA 15 148 nm

PDI: 0.09
NPA-008 DLin-K-DMA 15 121 nm

PDI: 0.08
NPA-009 C12-200 15 138 nm

PDI: 0.15
NPA-010 DLin-MC3-DMA 15 126 nm

PDI: 0.09
NPA-012 DLin-DMA 20 86 nm

PDI: 0.08
NPA-013 DLin-K-DMA 20 104 nm

PDI: 0.03
NPA-014 C12-200 20 101 nm

PDI: 0.06
NPA-015 DLin-MC3-DMA 20 109 nm

PDI: 0.07
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This International Searching Authority found multiple (groups of)
inventions in this international application, as follows:

1. claims: 1-20(partially)

Method of producing a polypeptide of interest in a cell,
tissue or bodily fluid of a mammalian subject comprising
administering to said subject a pharmaceutical composition
comprising a polynucleotide, said polynucleotide comprising
a sequence selected from the group consisting of SEQ ID
NO#4.

2. claims: 1-20(partially)

Method of producing a polypeptide of interest in a cell,
tissue or bodily fluid of a mammalian subject comprising
administering to said subject a pharmaceutical composition
comprising a polynucleotide, said polynucleotide comprising
aoigquence selected from the group consisting of SEQ ID

N .

3. claims: 1-20(partially)

Method of producing a polypeptide of interest in a cell,
tissue or bodily fluid of a mammalian subject comprising
administering to said subject a pharmaceutical composition
comprising a polynucleotide, said polynucleotide comprising
a sequence selected from the group consisting of SEQ ID
NO#8.

4. claims: 1-20(partially)

Method of producing a polypeptide of interest in a cell,
tissue or bodily fluid of a mammalian subject comprising
administering to said subject a pharmaceutical composition
comprising a polynucleotide, said polynucleotide comprising
a sequence selected from the group consisting of SEQ ID
NO#12.

5. claims: 21, 22{partially)

An isolated polynuclectide, said polynucleotide comprising a
sequence selected from the group consisting of SEQ ID NO#4.

6. claims: 21, 22{partially)

An isolated polynuclectide, said polynucleotide comprising a
sequence selected from the group consisting of SEQ ID NO#7.
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7. claims: 21, 22(partially)

An isolated polynucleotide, said polynucleotide comprising a
sequence selected from the group consisting of SEQ ID NO#8.

8. claims: 21, 22(partially)

An isolated polynucleotide, said polynuclectide comprising a
sequence selected from the group consisting of SEQ ID NO#12.

9. claims: 23-25(partially)

A pharmaceutical composition comprising a polynucleotide
comprising a sequence selected from the group consisting of
SEQ ID NO#4 further comprising a 5'Capl structure and a
polyA tail of approximately 160 nucleotides in length.

10. claims: 23-25(partially)

A pharmaceutical composition comprising a polynucleotide
comprising a sequence selected from the group consisting of
SEQ ID NO#7 further comprising a 5'Capl structure and a
polyA tail of approximately 160 nucleotides in length

11. claims: 23-25(partially)

A pharmaceutical composition comprising a polynucleotide
comprising a sequence selected from the group consisting of
SEQ ID NO#8 further comprising a 5'Capl structure and a
polyA tail of approximately 160 nucleotides in length.

12. claims: 23-25(partially)

A pharmaceutical composition comprising a polynucleotide
comprising a sequence selected from the group consisting of
SEQ ID NO#12 further comprising a 5'Capl structure and a
polyA tail of approximately 160 nucleotides in length.
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