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Htt-Q23, [codon scheme], 1-3144, human

=

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Full human Htt Q23 with XXXX codon, ~9.5 kb

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3, RV and Pmel were deleted.

Diagnostic check: Xhol digestion should release two bands: 9 kb, 6 kb; Not | digestion should linearize the 15 kb band
Selection: Ampicillin

Kozak ATG

Xho | hu Htt FL Notl] STOP

codon
EcoRV/Pmel blunt

pcDNA3.1 (+/-)

S5428/5427 bp

3 end of RCMV
1 putative transcriptional start

809 RRGCAGAGCT CTCTGGCTAR CTAGAGAACC CRCTGCTTAC TGGCTTATCG AAZR

T7 promoter/primer binding site Pmel Af 1 Hind 11 - 181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC

BUH‘FH I Bm‘)‘( * ECiIR I EcoRV BsiX T* ‘\'ult 1 Xh‘u[
"TCT GCAGATATCC AGCACAGTGG CGGCCGCTCG

PUC ori

riming site
1

CCTTGACCCT GGRAGGTGCC ACTCCCACTG N g I_lgI




Htt-Q73, [codon scheme], 1-3144, human

=

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Full human Htt Q73 with XXX codon, ~9.6 kb

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, RV and Pmel were deleted.

Diagnostic check: Xhol digestion should release two bands: 9 kb, 6 kb; Not | digestion should linearize the 15 kb band.
Selection: Ampicillin

STOP
Kozak ATG

Xho hu Hitt FL codon

EcoRV/Pmel blunt

pcDNA3.1 (+/-)
5428/5427 bp

3 end of RCMV
1 putative transcriptional start

809 RRGCAGAGCT CTCTGGCTAR CTAGAG

BACC CACTGCTTAC TGGCTTATCG AREZ

T7 promoter/primer binding site Pmel AN Hind 111 -
1 | | |
AGGGAGACCC AAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC

181 Kpirl
| |

869 GACTCACTAT

BUH‘FH I Bm‘)‘( * ECiIR I EcoRV BsiX T* ‘\'ult 1 Xh‘u[
"TCT GCAGATATCC AGCACAGTGG CGGCCGCTCG

PUC ori

riming site
1

N 1D
CCTTGACCCT GGARGGTGCC ACTCCCACTG N \Q’ I_liI



Htt-Q145, [codon scheme], 1-3144, human

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Full human Htt Q145 with XXX codon, ~9.8 kb

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/X;
Cloning site: fused EcoRV/Pmel at 5" and Not | at 3’, RV and Pmel were deleted.

Diagnostic check: Xhol digestion should release two bands: 9.2kb, 6kb; Not | digestion should linearize the 15.2kb band.
Selection: Ampicillin

Kozak ATG o | hu Htt FL Not |

EcoRV/Pmel blunt

STOP
codon

pcDNA3.1 (+/-)
5428/5427 bp

3 end of RCMV
1 putative transcriptional start

809 RRGCAGAGCT CTCTGGCTAR CTAGAGAACC CRCTGCTTAC TGGCTTATCG AAZR

T7 promoter/primer binding site Pmel Af 1 Hind 11 - 181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC

BUJ)‘FH 1 Bm‘)‘( I* ECiIR 1 EcoRV BnﬂIX I* ‘\'ull 1 Xh‘u 1

°T GCAGATATCC AGCACAGTGG CGGCCGCTCG

PUC ori

riming site
1

CCTTGACCCT GGAAGGTGCC ACTCCCACTG (

et e 2, ———



Htt-Q23, [codon scheme], 1-90, human

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Human Htt Exon 1 with Q23 XXX codon, ~300 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/X; CAG: pure CAG
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted

=

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.3kb); Stul digestion should release two bands: 4.4 kb, 1.3 kb.

Selection: Ampicillin

Kozak ATG hU Htt El STOP codon
Stu | Not |

EcoRV/Pmel blunt|i

pcDNA3.1 (+/-)
5428/5427 bp

3" end of RCMV I—b
l plltﬂti\E tmns:npti onal start

8089 RAGCAGAGCT CTCTGGCTAAR CTAGAGARCC CACTGCTTAC TGGCTTATCG ARATTARATAC
T7 promoter/primer binding site Nhel Pmel AU Hind 111 Asp7181 Kpnl
| | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC
BamH 1 Bm‘)‘( * ECiIR I EcoRV BnﬁIX I* ‘\'ult 1 Xhol
| o . ~ [ o ~ ~ -
929 GGATCCACTA GTCCAGTGTG GTGGARATTCT GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal Apal  Pmel pcDNA3J. 1/BGH reverse priming site
| | | f 1
989 AGTCTAGAGG GCCCGTTTAA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC
- et
1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG ( o ‘:
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Htt-Q73, [codon scheme], 1-90, human

A ety e cana, e

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Human Htt Exon 1 with Q73 XXX codon, ~450 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG

Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3', ECoORV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.45kb); Stul digestion should release two bands: 4.4 kb, 1.5 kb;

Selection: Ampicillin

Kozak ATG hU Htt El STOP codon
Stu | Not |

EcoRV/Pmel blunt

pcDNA3.1 (+/-)
5428/5427 bp

3" end of RCMV I—b
l plltﬂti\E tmns:npti onal start

8089 RAGCAGAGCT CTCTGGCTAAR CTAGAGARCC CACTGCTTAC TGGCTTATCG ARATTARATAC
T7 promoter/primer binding site Nhel Pmel AU Hind 111 Asp7181 Kpnl
| | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC
BamH 1 Bm‘)‘( * ECiIR I EcoRV BnﬁIX I* ‘\'ult 1 Xhol
| o . ~ [ o ~ ~ -
929 GGATCCACTA GTCCAGTGTG GTGGARATTCT GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal Apal  Pmel pcDNA3J. 1/BGH reverse priming site
| | | f 1
989 AGTCTAGAGG GCCCGTTTAA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC
- et
1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG ( " ‘:
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Htt-Q103, rdm, 1-90, human

= e

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Human Htt Exon 1 with Q103 random (rdm) codon, ~540 bp

Codon scheme:; rdm: x/CAG/CAA/X;

Cloning site: fused EcoRV/Pmel at 5" and Not | at 3’, EcoRV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.5kb); Stul digestion should release two bands: 4.4 kb, 1.6 kb

Selection: Ampicillin

Kozak ATG hU Htt El STOP codon
Stu | Not |

EcoRV/Pmel blunt

pcDNA3.1 (+/-)
5428/5427 bp

3" end of RCMV I—b
l plltﬂti\E tmns:npti onal start

8089 RAGCAGAGCT CTCTGGCTAAR CTAGAGARCC CACTGCTTAC TGGCTTATCG ARATTARATAC
T7 promoter/primer binding site Nhel Pmel AU Hind 111 Asp7181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC
Btu)‘FH 1 Bm‘)‘( * ECiIR I Et.‘l‘iR v BnﬁIX I* ‘\'ult 1 Xh‘u 1
929 GGATCCACTA GTCCAGTGTG GTGGARATTCT GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal Apal  Pmel pcDNA3J. 1/BGH reverse priming site
I I (N T 1
i |

CT

ARGAGG GCCCGTT ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC /\
| J —




Htt-Q145, [codon scheme], 1-90, human

Cloning vector: pcDNA3.1(+), 5428 bp

Insert: Human Htt Exon 1 with Q145 XXX codon, ~666 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAAIX;
Cloning site: fused EcoRV/Pmel at 5" and Not | at 3’, EcoORV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.66kb); Stul digestion should release two bands: 4.4 kb, 1.7 kb
Selection: Ampicillin

Kozak ATG hU Htt El STOP codon
tu |

EcoRV/Pmel blunt:

pcDNA3.1 (+/-)
5428/5427 bp

3 end of RCMV
1 putative transcriptional start

809 RRGCAGAGCT CTCTGGCTAR CTAGAG

BACC CACTGCTTAC TGGCTTATCG AREZ

T7 promoter/primer binding site Pmel Af 1 Hind 11 - 181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC

BUH‘FH I Bm‘)‘( * ECiIR I EcoRV BsiX T* ‘\'ult 1 Xh‘u[
"TCT GCAGATATCC AGCACAGTGG CGGCCGCTCG

riming site
1

CCTTGACCCT GGAAGGTGCC ACTCCCACTG ( ‘

=
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Htt-Q23-myc, [codon scheme], 1-3144, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb
Insert: Human Htt full-length with Q23 XXXX codon, 9454 bp
Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: Xhol digestion should release two bands: 8.9 kb, 6 kb; Not | digestion should linearize the 15 kb band
g g g
Selection: Ampicillin
Kozak ATG Xho | hU Htt FL STOP codon
EcoRV/Pmel blunt B
DNA™3.1/
pc :
T7 promoter/priming site Hind 1l _H I

Bel ATTAATACGA CTCACTATAG GGAGACCCAA GCTGGCTAGT TA f‘\ 'TG \_:I.'_I myc IS
BamH | BstX| EcoR| EcoRV BstX | A, B, C

P18 et Atp bro Len val Gin Cys Gly Gly Tla Lew Gin Tie Ser Ser Thr vai 55 kb
Not | Xhol BstE Nl Sful myc epitope

969 GCG GCC GCT CGA GGT CAC CCA| TTC GAA CARA ARA CTC ATC TCA GAA GAG GAT
Ala Ala Ala Arg g 1 o Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp

Agel Paolyhistidine tag Pme |

1020 CTG AAT ATG CAT ACC T CAT CAC CAT CAC CAT TGA GTTTARACCC

Leu Asn Met His Thr His His His His Hig **x
BGH Reverse priming site . N i

1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( g | 3 I
Page 10 [ i



Htt-Q73-myc, [codon scheme], 1-3144, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb
Insert: Human Htt full-length with Q73 XXXX codon, ~9.6 kb
Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: Xhol digestion should release two bands: 8.9 kb, 6 kb; Not | digestion should linearize the 15 kb band
Selection: Ampicillin
Kozak ATG Xho | hU Htt FL STOP codon
EcoRV/Pmel blunt B
DNA™3.1/
pc :
T7 promoter/priming site Hind 1l _H I
861 ATTAATACGAR CTCACTATAG GGAGACCCAA GCTGGCTAGT TA ﬁ.{_:(‘ TG \_:I.'_I myc IS
BamH | BstX| EcoR| EcoRV BstX | A, B, C
P18 Ser Aep Bro Len Val Gln Cys Gly Giy Tie Len Gln Tie Ser Ser Thr val 55 kb
Not | Xho BstE Nl Sful myc epitope
969 GCG GCC GCT CGA GGT CAC CCA| TTC GAA CARA ARA CTC ATC TCA GAA GAG GAT
Ala Ala Ala Arg g 1 o Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp
Agel Paolyhistidine tag Pme |
1020 CTG ARAT ATG CAT ACC T CAT CAC CAT CAC CAT TGA GTTTARACCC
Leu Asn Met His Thr His His His His Hig **¥
BGH Reverse priming site X i

1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( g | 3 I
Page 11 [ i



Htt-Q145-myc, [codon scheme], 1-3144, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb
Insert: Human Htt full-length with Q145 XXXX codon, ~9.8 kb
Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: Xhol digestion should release two bands: 9.2 kb, 6 kb; Not | digestion should linearize the 15.2 kb band
Selection: Ampicillin
Kozak ATG Xho | hU Htt FL STOP codon

EcoRV/Pmel blunt B

pcDNA™3.1/

=
T7 promoter/priming site Hind 1l m c H IS
-
861 ATTAATACGAR CTCACTATAG GGAGACCCAA GCTGGCTAGT TA AGC TTG GC y
Ser er
BamH | BstX| EcoR| EcoRV BstX | A, B, C
918 TCG GAT CCA CTA GTC CAG TGT GGT GGA ATT CTG CAG ATA TCC AGC ACA GTG
Ser Asp Pro Leu Val Gln Cys Gly Gly Ile Leu Gln Ile Ser Ser Thr Val 5_5 kb
Nat| Xhol BsiEll Sfu | myc epitope
969 GCG GCC GCT CGA GGT CAC CCA| TTC GAA CAA AAA CTC ATC TCA GAA GAG GAT

Ala Ala Ala Arg o Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp
Polyhistidine tag Pme |
T CAT CAC CAT CAC CAT TGA GTTTARACCC
*w

His His His His His

Agel

1020 CTG AAT ATG CAT ACC
Leu Asn Met His Thr

; =
BGH Reverse priming site | N g— e,
1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( \: | e —
069 GCTGATCAGC CTCGACTGTG CCTTCTAG! GC g I
Page 12 o —



Htt-Q23-myc, [codon scheme], 1-90, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb

Insert: Human Htt Exon 1 with Q23 XXXX codon, ~ 300 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.

Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, ECoORV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.3kb); Stul digestion should release two bands: 4.4 kb, 1.3 kb.
Selection: Ampicillin

Kozak ATG St hU Htt El STOP codon

EcoRV/Pmel blunt

T7 promoter/priming site Hind 1l

861 ATTAATACGAR CTCACTATAG GGAGACCCAA GCTGGCTAGT TA AGC TTG : AGC

Ser Ser

BamH | BstX | EcoRI EcoRV BstX 1
918 TCG GAT CCA CTA GTC CAG TGT GGT GGA ATT CTG CAG ATA TCC AGC ACA GTG
Ser Asp Pro Leu Val Gln Cys Gly Gly Ile Leu Gln Ile Ser Ser Thr Val

Nat| Xhol BsiEll Sfu | myc epitope

969 GCG GCC GCT CGA GGT CAC CCA| TTC GAA CARA ARA CTC ATC TCA GAA GAG GAT
Ala Ala Als Pro Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp

Polyhistidine tag Pme |
T CAT CAC CAT CAC CAT TGA GTTTARACCC
iis His His His His Hisg **¥*
BGH Reverse priming site ('\\/,'T_ —\
1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( % | -7 I
Page 13 LA —

1020 CTG AAT A
Leu Asn Met



Htt-Q73-myc, [codon scheme], 1-90, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb

Insert: Human Htt Exon 1 with Q73 XXXX codon, ~ 450 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3', ECoRV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.45kb); Stul digestion should release two bands: 4.4 kb, 1.5 kb
Selection: Ampicillin

Kozak ATG St hU Htt El STOP codon

EcoRV/Pmel blunt

T7 promoter/priming site Hind 1l

861 ATTAATACGAR CTCACTATAG GGAGACCCAA GCTGGCTAGT TA AGC TTG : AGC

Ser Ser

BamH | BstX | EcoRI EcoRV BstX 1
918 TCG GAT CCA CTA GTC CAG TGT GGT GGA ATT CTG CAG ATA TCC AGC ACA GTG
Ser Asp Pro Leu Val Gln Cys Gly Gly Ile Leu Gln Ile Ser Ser Thr Val

Nat| Xhol BsiEll Sfu | myc epitope

969 GCG GCC GCT T CCA| TTC GAA CAA AAA CTC ATC TCA GAA GAG GAT
Ala Ala Als Pro Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp

Polyhistidine tag Pme |
T CAT CAC CAT CAC CAT TGA GTTTARACCC
iis His His His His Hisg **¥*
BGH Reverse priming site ('\\/,'T_ —\
1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( % | -7 I
Page 14 LA —

1020 CTG AAT A
Leu Asn Met



Htt-Q103-myc, rdm 1-90, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb

Insert: Human Htt Exon 1 with Q103 rdm codon, ~ 540 bp

Codon scheme: rdm: x/CAG/CAA/X;

Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.5kb); Stul digestion should release two bands: 4.4 kb, 1.6 kb
Selection: Ampicillin

RSN e ey e cana, : = o

K k ATG
ozal Stul hU Htt El STOP codon

EcoRV/Pmel blunt

cDNA™3.1/ Sl
]
u
myc-His
T7 promoter/priming site Hind Il Kpn |
861 ATTAATACGAR CTCACTATAG GGAGACCCAA GCTGGCTAGT TA A B C
* ] ]
BamH | BstX | EcoRI EcoRV BstX 1
918 TCG GAT CCA CTA GTC CAG TGT GGT GGA ATT CTG CAG ATA TCC AGC ACA GTG
Ser Asp Pro Leu Val Gln Cys Gly Gly Ile Leu Gln Ile Ser Ser Thr Val
Nat| Xhol BsiEll Sfu | myc epitope
969 GCG GCC GCT CGA GGT CAC CCA| TTC GAA CAA AAA CTC ATC TCA GAA GAG GAT
Ala Ala Ala Arg Gly His Pro Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp
Agel Paolyhistidine tag Pme |
1020 CTG ARAT ATG CAT ACC GGT CAT CAT CAC CAT CAC CAT TGAR GTTTARACCC
Leu Asn Met His Thr Gly His His His His His Hig *w*«*
BGH Reverse priming site ('\\/,'T_ _\
1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( ._:\‘: | I
—
Page 15 e S i
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Htt-Q145-myc, [codon scheme], 1-90, human

Cloning vector: pcDNA3.1(+) myc tagged frame C, ~5.5 kb

Insert: Human Htt Exon 1 with Q73 XXXX codon, ~ 666 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.

Cloning site: fused EcoRV/Pmel at 5" and Not | at 3’, EcoRV and Pmel were deleted

Diagnostic check: BamHI / Not | digestion should release two bands (5.4kb,0.66kb); Stul digestion should release two bands: 4.4 kb, 1.7 kb
Selection: Ampicillin

k
Kozak ATG S| hU Htt El STOP codon

EcoRV/Pmel blunt

cDNA™3.1/ s
]
L}
myc-His
T7 promoter/priming site Hind 1l A B C
861 ATTAATACGAR CTCACTATAG GGAGACCCAA GCTGGCTAGT TA AGC TTG 3 3
Ser
BamH | BstX | EcoRI EcoRV BstX 1
918 TCG GAT CCA CTA GTC CAG TGT GGT GGA ATT CTG CAG ATA TCC AGC ACA GTG
Ser Asp Pro Leu Val Gln Cys Gly Gly Ile Leu Gln Ile Ser Ser Thr Val
Nat| Xhol BsiEll Sfu | myc epitope
969 GCG GCC GCT I' CAC CCA| TTC GAA CAA AAA CTC ATC TCA GAA GAG GAT
Ala Ala ro Phe Glu Gln Lys Leu Ile Ser Glu Glu Asp
Polyhistidine tag Pme|
1020 CTG AAT A T CAT CAC CAT CAC CAT TGA GTTTAARACCC
Leu Asn Met His Th iis His His His His Hig ***
BGH Ravarse priming site ('\\/,'T_ _\
1069 GCTGATCAGC CTCGACTGTG CCTTCTAGTT GC ( ‘: | I
—
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Htt-Q23-FRT, [codon scheme], 1-3144, human

R e ey e cana, : e o

Cloning vector: pcDNA5/FRT, 5070 bp

Insert: Full human Htt Q23 with XXXX codon, ~9.5 kb

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.

Cloning site: fused EcoRV/Pmel at 5" and Not | at 3’, RV and Pmel were deleted.

Diagnostic check: Xhol digestion should release two bands: 9 kb, 6 kb; Not | digestion should linearize the 15 kb band
Selection: Ampicillin

Kozak ATG hU Htt FL STOP codon
Xho |

EcoRV/Pmel blunt

3 end of RCMV - —>
1 putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC

T7 promoter/primer binding site Nhel Pinel AN Hind 11T Asp7181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC
BamH 1 Bs()‘( * Et.‘iJR I EcoRV leIX I* ,\"nlz 1 Xh‘n 1
929 GGATCCACTA GTCCAGTIGTG GTGGAATTCT GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal Apal  Pmel pcDNA3J. 1/BGH reverse priming site
| [

| 1
989 AGTCTAGAGG GCCCGTTTAA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC

" (\/’T
1049 CATCTGTTGT TTGCCCCTCC COCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG puc ori ( ":'Q' | ,l I
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Htt-Q73-FRT, [codon scheme], 1-3144, hu

Cloning vector: pcDNA5/FRT, 5070 bp
Insert: Full human Htt Q73 with XXX codon, ~9.6 kb

man

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG.
Cloning site: fused EcoRV/Pmel at 5" and Not | at 3, RV and Pmel were deleted.
Diagnostic check: Xhol digestion should release two bands: 9 kb, 6 kb; Not | digestion should linearize the 15 kb band.

Selection: Ampicillin

Kozak ATG

EcoRV/Pmel blunt

3 end of RCMV - —>
1 putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC

T7 promoter/primer binding site Nhel Pinel AN Hind 11T Asp7181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC
BamH 1 Bs()‘( * Et.‘iJR I EcoRV leIX I* ,\"nlz 1 Xh‘n 1
929 GGATCCACTA GTCCAGTIGTG GTGGAATTCT GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal Apal  Pmel pcDNA3J. 1/BGH reverse priming site
| [

989 AGTCTAGAGG GCCCGTTTAA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC

1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG

Page 19
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Htt-Q145-FRT, [codon scheme], 1-3144, h

uman

Cloning vector: pcDNA5/FRT, 5070 bp
Insert: Full human Htt Q145 with XXX codon, ~9.8 kb

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/X;

Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, RV and Pmel were deleted.
Diagnostic check: Xhol digestion should release two bands: 9.2kb, 6kb; Not | digestion should linearize the 15.2kb band.

Selection: Ampicillin

Kozak ATG

EcoRV/Pmel blunt

3 end of RCMV - —>
1 putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC

T7 promoter/primer binding site Nhel Pinel AN Hind 11T Asp7181 Kpnl
] | | | | | |
869 GACTCACTAT AGGGAGACCC ARAGCTGGCTA GCGTTTAAAC TTAAGCTTGG TACCGAGCTC
BamH 1 Bs()‘( * Et.‘iJR I EcoRV leIX I* ,\"nlz 1 Xh‘n 1
929 GGATCCACTA GTCCAGTIGTG GTGGAATTCT GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal Apal  Pmel pcDNA3J. 1/BGH reverse priming site
| [

989 AGTCTAGAGG GCCCGTTTAA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC

1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG
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Xho |

hU Htt FL STOP codon

Y
pPUC ori O —



Htt-Q23-FRT, [codon scheme], 1-90, human

Cloning vector: pcDNA5/FRT, 5070 bp
Insert: Human Htt Exon 1 with Q23 XXX codon, ~300 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: BamHI/Notl digest should release two bands: 5.0kb + 0.3 kb.

Selection: Ampicillin

3 end of RCMV
l putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC
T7 promoter/primer binding site Nhel Pine 1 4ﬂIIHmd. 1 Asp7 HH K,'ml
] | |
869 GACTCACTAT AGGGAGACCC AAGCTGGCTA “,CGTT'Z‘AAAC AA\. C ”‘”CC TAC \ GAGCTC
BamH 1 BWX * .EuJR I EcoRV leIX I* ,\‘nlz 1 Xh‘nI
929 GGATCCACTA GTCCAGTGTIG G "‘CCAA"‘"‘L T GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal 4/"’ 1 Pmel pcDNA3.1/BGH reverse priming si[a
f

!
989 AGTCTAGAGG GCC \ GTTTRA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AG

1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG
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Kozak ATG
Stu |

EcoRV/Pmel blun

hu Htt E1

STOP codon

Not |

pUC ori




Htt-Q73-FRT, [codon scheme], 1-90, human

Cloning vector: pcDNA5/FRT, 5070 bp
Insert: Human Htt Exon 1 with Q73 XXX codon, ~450 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/x; CAG: pure CAG
Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: BamHI/Notl digest should release two bands: 5.0kb + 0.45 kb

Selection: Ampicillin

3 end of RCMV
l putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC
T7 promoter/primer binding site Nhel Pine 1 4ﬂIIHmd. 1 Asp7 HH K,'ml
] | |
869 GACTCACTAT AGGGAGACCC AAGCTGGCTA “,CGTT'Z‘AAAC AA\. C ”‘”CC TAC \ GAGCTC
BamH 1 BWX * .EuJR I EcoRV leIX I* ,\‘nlz 1 Xh‘nI
929 GGATCCACTA GTCCAGTGTIG G "‘CCAA"‘"‘L T GCAGATATCC AGCACAGTGG CGGCCGCTCG
Xbal 4/"’ 1 Pmel pcDNA3.1/BGH reverse priming si[a
f

989 AGTCTAGARGG {‘FL\\ TRA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AG

1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG
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Kozak ATG
Stu |

hu Htt E1

EcoRV/Pmel blun

STOP codon

Not |

pUC ori




Htt-Q103-FRT, rdm, 1-90, human

Cloning vector: pcDNA5/FRT, 5070 bp

Insert: Human Htt Exon 1 with Q103 random (rdm) codon, ~540 bp

Codon scheme:; rdm: x/CAG/CAA/X;

Cloning site: fused EcoRV/Pmel at 5’ and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: BamHI/Notl digest should release two bands: 5.0kb + 0.5 kb
Selection: Ampicillin

Kozak ATG STOP codon

Stu | hu Htt E1

Asp718 1|
Kpn |
BamH |
BsitX |
EcoR V
BsitX |
Not |

Nhe |
Pme |
Hind 111
Xho |
Apal
Pme |

Aff

3 end of RCMV
1 putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC

T7 promoter/primer binding site \'}u 1 PML 1 4ﬂ 1 Hmd. 1 Asp7 HH K,'ml
1
869 GACTCACTAT AGGGAGACCC AA\L”‘CC\"‘A “,C.?T_'Z‘AAAC AA\.L L\. AL\.LAKL TC
BamH 1 BWX * .EuJR I EcoRV leIX I* ,\"nlz 1 Xhol
| |
929 GGATCCACTA GTCCAGTGTG GTGG AA"‘” T GCAGATATCC AGCACAGTGG CGGCCGCTCG
&
Xbal 4/"’ 1 Pmel pcD\'A] I/BGH reverse priming site DUC Dﬂ
| 1
989 AGTCTAGARGG LF'L\(""’“"‘AA ACCCGCTGAT \A\L\"‘C[‘AL TGTGCCTTCT AGTTGCCAGC
1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG
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Htt-Q145-FRT, [codon scheme], 1-90, human

Cloning vector: pcDNA5/FRT, 5070 bp

Insert: Human Htt Exon 1 with Q145 XXX codon, ~666 bp

Codon scheme: mix [CAA-CAG-CAG-CAA-CAG-CAA]n; rdm: x/CAG/CAA/X;
Cloning site: fused EcoRV/Pmel at 5" and Not | at 3’, EcoRV and Pmel were deleted
Diagnostic check: BamHI/Notl digest should release two bands: 5.0kb +0.66kb
Selection: Ampicillin

Kozak ATG STOP codon

Stu | hu Htt E1

EcoRV/Pmel blunt

3 end of RCMV
1 putative transcriptional start

—
809 AAGCAGAGCT CTCTGGCTAA CTAGAGRACC CACTGCTTAC TGGCTTATCG AARATTAATAC

T7 promoter/primer binding site \}1 1 Pine 1 .4ﬂIIHmd. 1 iv,'f'H%I K,'ml
1 |
869 GACTCACTAT AGGGAGACCC AAGC "‘CC\ TA “,CGTT'Z‘AAAC AA\. C ”‘”CC TAC \ GAGCTC
BamH 1 BWX * .EuJR I EcoRV leIX I* ,\‘nlz 1 Xh‘nI
929 GGATCCACTA GTCCAGTGTIG G "‘CCAA"‘"‘L T GCAGATATCC AGCACAGTGG CGGCCGCTCG
&
Xbal 4/"’ 1 Pmel pcDNA3J. 1/BGH reverse priming site DUC Dﬂ

989 AGTCTAGARGG LLL\\

/,-T— —\
1049 CATCTGTTGT TTGCCCCTCC CCCGTGCCTT CCTTGACCCT GGAAGGTGCC ACTCCCACTG </ ..:u | I
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TRA ACCCGCTGAT CAGCCTCGAC TGTGCCTTCT AGTTGCCAGC




	Construct Maps
	Slide Number 2
	Slide Number 3
	Slide Number 4
	Slide Number 5
	Slide Number 6
	Slide Number 7
	Slide Number 8
	Construct Maps
	Slide Number 10
	Slide Number 11
	Slide Number 12
	Slide Number 13
	Slide Number 14
	Slide Number 15
	Slide Number 16
	Construct Maps
	Slide Number 18
	Slide Number 19
	Slide Number 20
	Slide Number 21
	Slide Number 22
	Slide Number 23
	Slide Number 24

