Cloning of I-Ppol into pPBABE-HA-ER:
The cloning site at pPBABE-HA-ER was an
in-frame BamHI site after the ORF of the
ER.

As the |-Ppol ORF has an internal BamHl|
site we could not cut it out of the parental
plasmid we used PCR oligos with Bglll
which has compatible cohesive ends with

BamHil.
I-Ppol ORF was amplified by PCR (52°C
PBABE-HA-ER-IPpol annealing) with
5'CGAGATCTATGGCGCTCACCAATGC
6683 bp and

5'CGAGATCTTTATACCACAAAGTGACT
GC where in RED are the start and stop
codons for |-Ppol and in BLUE is the Bglll
site. The PCR fragment was ligated to
pBABE-HA-ER cut with BamHI (resulting
in loss of restriction cut site). The way to
take out the I-Ppol is by PCR. Please
refer to the Sequence file attached.
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ctgcagcctgaatatgggccaaacaggatatctgtggtaagcagttcctgecccggectcagggeccaagaa

gacgtcggacttatacccggtttgtcctatagacaccattcgtcaaggacggggeccgagtcecggttett
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cagatggaacagctgaatatgggccaaacaggatatctgtggtaagcagttcctgecccecggectecagggec
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gtctaccttgtcgacttatacccggtttgtecctatagacaccattcgtcaaggacggggccgagtececcgg
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aagaacagatggtccccagatgcggtccagecctcagecagtttctagagaaccatcagatgtttceccaggg

- e
ttcttgtctaccaggggtctacgccaggtcgggagtcgtcaaagatctecttggtagtctacaaaggtcce
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tgccccaaggacctgaaatgaccctgtgeccttatttgaactaaccaatcagttecgecttctegettetgtt

e
acggggttcctggactttactgggacacggaataaacttgattggttagtcaagcgaagagcgaagacaa
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cgcgecgcttctgctecoceccgagetcaataaaagageccacaaccecctecacteggggegecagtecctecgat
l
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gcgcgcgaagacgaggggctcgagttattttcectegggtgttggggagtgagecceccgecggtcaggaggeta
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tgactgagtcgcccgggtaccecgtgtatccaataaaccctcttgcagttgecateccgacttgtggtectege
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actgactcagcgggcccatgggcacataggttatttgggagaacgtcaacgtaggctgaacaccagagcg
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tgttccttgggagggtctcctectgagtgattgactaccecgtcagecgggggtectttcatttgggggectegt
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acaaggaaccctcccagaggagactcactaactgatgggcagtcgeccecccagaaagtaaacccccgagea

5 LTR2 >
3MoMuLV_LTR ::>

ccgggatcgggagacccctgcccagggaccaccgacccaccaccgggaggtaagetggeccagecaacttat
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ggccctagccctectggggacgggtccctggtggectgggtggtggeccteccattecgaccggtegttgaata

ctgtgtctgtccgattgtctagtgtctatgactgattttatgcgecctgecgtcggtactagttagectaact

gacacagacaggctaacagatcacagatactgactaaaatacgcggacgcagccatgatcaatcgattga

agctctgtatctggcggacccgtggtggaactgacgagttctgaacaccecggccgcaaccctgggagacg

+++++++++++++++++++++++++++**+ﬁﬁﬁﬁ+ﬁﬂﬂﬂﬁﬂﬂﬂﬂﬂﬂﬂﬂﬂﬁﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬁﬁ*ﬁw¢+

tcgagacatagaccgectgggcaccaccttgactgctcaagacttgtgggeccggegttgggacecctcectge

tceccagggactttgggggecgtttttgtggecccgacctgaggaagggagtcgatgtggaateccgacceeg
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agggtccctgaaaccccecggcaaaaacaccgggctggacteccttececctcagectacaccttaggetggggce
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tcaggatatgtggttctggtaggagacgagaacctaaaacagttccecgectcececgtetgaatttttgettt
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agtcctatacaccaagaccatcctctgctcttggattttgtcaagggcggaggcagacttaaaaacgaaa

cggtttggaaccgaagccgcgegtettgtectgectgecagecatecgttctgtgttgtectetgtetgactgtygt

gccaaaccttggcttcggcgecgcagaacagacgacgtcgtagcaagacacaacagagacagactgacaca

ttctgtatttgtctgaaaattagggccagactgttaccactcccttaagtttgaccttagatcactggaa
|

aagacataaacagacttttaatcccggtctgacaatggtgagggaattcaaactggaatctagtgacctt

gcagaatggccaacctttaacgtcggatggeccgcgagacggcacctttaaccgagacctcatcacccagg
|
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cgtcttaccggttggaaattgcagectaccggcgetctgecgtggaaattggetctggagtagtgggtee
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agccttggcttttgacccccctccctgggtcaagccctttgtacaccctaagcctccgcctcctcttctt
1

tcggaaccgaaaactggggggagggacccagttcgggaaacatgtgggattcggaggcggaggagaagaa
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tcactccttctctaggecgececggecggatcATCGAATTCACCATGGCATACCCATACGATGTTCCAGATTA
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agtgaggaagagatccgcggccggectagTAGCTTAAGTGGTACCGTATGGGTATGCTACAAGGTCTAAT

® insert containing |-Ppol
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CGCTAGCGGATCTCGARATGAAATGGGTGCTTCAGGAGACATGAGGGCTGCCAACCTTTGGCCARGCCCT

GCGATCGCCTAGAGCTTTACTTTACCCACGAAGTCCTCTGTACTCCCGACGGTTGGARACCGGTTCGGGA

insert containing |-Ppol
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CTTGTGATTAAGCACACTAAGAAGAATAGCCCTGCCTTGTCCTTGACAGCTGACCAGATGGTCAGTGCCT

GAACACTAATTCGTGTGATTCTTCTTATCGGGACGGAACAGGAARCTGTCGACTGGTCTACCAGTCACGGA

insert containing I-Ppol
L v I K H i K K N 5 P A L S L T A D Q M v 5 A
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TETTGCATGCTGAACCGCCCATGATCTATTCTGAATATGATCCTTCTAGACCCTTCAGTGAAGCCTCAAT

ACAACCTACGACTTGGCGGGTACTAGATAAGACTTATACTAGGAAGATCTGGGAAGTCACTTCGGAGTTA

insert containing I-Ppol
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GATGGGCTTATTGACCAACCTAGCAGATAGGGAGCTGGTTCATATGATCAACTGGGCARAGAGAGTGCCA

L o P ] PP PR PREPU Y PP PEEPET | PRSI |
—u—l—lulsuaul--lnlu-.uln||||-||-|-|nnluuual.auulu---luuaaluun-luuuulu.--l

CTACCCGAATAACTGGTTGGATCGTCTATCCCTCGACCAAGTATACTAGTTGACCCGTTTCTCTCACGGT

insert containing I-Ppol

GGCTTTGGGGACTTGAATCTCCATGATCAGGTCCACCTTCTCGAGTGTGCCTGGCTGGAGATTCTGATGA
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CCGAAACCCCTGAACTTAGAGGTACTAGTCCAGGTGGAAGAGCTCACACGGACCGACCTCTAAGACTACT

insert containing I-Ppol

TTGGTCTCGTCTGGCGCTCCATGGAACACCCGGGGARGCTCCTGTTTGCTCCTAACTTGCTCCTGGACAG
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AACCAGAGCAGACCGCGAGGTACCTTGTGGGCCCCTTCGAGGACRARCGAGGATTGAACGAGGACCTGTC

insert containing I-Ppol
| G L \ w R S M E H P G K L 15 F A P N L L L D R
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GAATCAAGGTAAATGTGTGGAAGGCATGGTGGAGATCTTtGACATGTTGCTTGCTACGTCAAGTCGGTTC

CTTAGTTCCATTTACACACCTTCCGTACCACCTCTAGARaCTGTACAACGAACGATGCAGTTCAGCCAAG

insert containing I-Ppol
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CGCATGATGAACCTGCAGGGTGAAGAGTTTGTGTGCCTCAAATCCATCATTTTGCTTAATTCCGGAGTGT
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GCGTACTACTTGGACGTCCCACTTCTCAAACACACGGAGTTTAGGTAGTAARACGAATTAAGGCCTCACA

insert containing |-Ppol
R M M N L [#] G E E F v Cc L K S | | L L N S G v

v
pu o
o
m
o
p-J
(9]
o)
<
(9]
<
o
o
m =
I
m
»
n
]
w
<

ACACGTTTCTGTCCAGCACCTTGAARGTCTCTGGAAGAGARAGGACCACATCCACCGTGTCCTGGACARGAT

TGTGCARAGACAGGTCGTGGAACTTCAGAGACCTTCTCTTCCTGGTGTAGGTGGCACAGGACCTGTTCTA

insert containing I-Ppol
¥ T F L S S T L K s L E E K D H | H R v L D K

CACAGACACTTTGATCCACCTGATGGCCAAAGCTGGCCTGACTCTGCAGCAGCAGCATCGCCGCCTAGCT

GTGTCTGTGAAACTAGGTGGACTACCGGTTTCGACCGGACTGAGACGTCGTCGTCGTAGCGGCGGATCGA

insert containing I-Ppol
T D T L I H L M A K A G L T L Q Q Q H R R L A
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CAGCTCCTTCTCATTCTTTCCCATATCCGGCATATGAGTAACAAACGCATGGAGCATCTCTACAACATGA

CTCGAGGAAGAGTAAGAAAGGGTATAGGCCGTATACTCATTGTTTGCGTACCTCGTAGAGATGTTGTACT

insert containing I-Ppol
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AATGCAAGAACGTGGTACCCCTCTATGACCTGCTCCTGGAGATGTTGGATGCCCACCGCCTTCATGCCCC

TTACGTTCTTGCACCATGGGGAGATACTGGACGAGGACCTCTACRACCTACGGGTGGCGGAAGTACGGGE

insert containing I-Ppol
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AGCCAGTCGCATGGGAGTGCCCCCAGAGGAGCCCAGCCAGACCCAGCTGGCCACCACCAGCTCCACTTCA
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TCGGTCAGCGTACCCTCACGGGGGTCTCCTCGGGTCGGTCTGGGTCGACCGGTGGTGGTCGAGGTGAAGT

insert containing |-Ppol
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GCACATTCCTTACAAACCTACTACATACCCCCGGAAGCAGAGGGCTTCCCCAACACGATCGGATCTATGG

CGTGTAAGGAATGTTTGGATGATGTATGGGGGCCTTCGTCTCCCGAAGGGGTTGTGCTAGCCTAGATACC

insert containing 1-Ppol
A H S L a T Y Y 1 P P E A E G F P N 1 1 G S
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CGCTCACCAATGCTCAAATCTTGGCTGTGATTGACAGCTGGGAAGARAACAGTCGGTCAGTTTCCAGTGAT

GCGAGTGGTTACGAGTTTAGAACCGACACTAACTGTCGACCCTTCTTTGTCAGCCAGTCAAAGGTCACTA

insert containing I-Ppol
A L T N A @ | L A VvV I D s wW E E T Vv G @ F P VvV |

BACGCACCATGTACCATTAGGTGGCGGTcTGCAAGGAACGCTCCATTGTTACGAGATCCCCCTAGCAGCT

TTGCGTGGTACATGGTAATCCACCGCCAGACGTTCCTTGCGAGGTRAACAATGCTCTAGGGGGATCGTCGA

insert containing |-Ppol
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CCTTATGGGGTTGGCTTTGCTAAGAATGGGCCTACCCGCTGGCAATACARACGGACAATCAATCAAGTCG

GGAATACCCCAACCGARACGATTCTTACCCGGATGGGCGACCGTTATGTTTGCCTGTTAGTTAGTTCAGC

insert containing I-Ppol
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TCCACAGATGGGGATCCCACACAGTCCCTTTTCTATTAGAACCGGATAACATCAACGGCAAAACCTGCAC
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AGGTGTCTACCCCTAGGGTGTGTCAGGGAARAAGATAATCTTGGCCTATTGTAGTTGCCGTTTTGGACGTG

insert containing I-Ppol
v H R w G s H T v P F L L E B D N | N G K T c
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AGCATCGCACCTATGTCATAATACTCGATGCCACAATCCCTTGCACTTGTGCTGGGAGTCACTAGACGAC

TCGTAGCGTGGATACAGTATTATGAGCTACGGTGTTAGGGAACGTGAACACGACCCTCAGTGATCTGCTG

insert containing |-Ppol

AACAAAGGCAGAAACTGGTGCCCGGGTCCCAACGGGGGATGTGTCCATGCGGTGGTTTGTTTAAGGCAGG

TTGTTTCCGTCTTTGACCACGGGCCCAGGGTTGCCCCCTACACAGGTACGCCACCAAACARATTCCGTCC

insert containing I-Ppol
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GTCCGTTGTACGGCCCGGGGGCGACTGTGGCAGGTCCTCARCARRAGGGGCAGTCACTTTGTGGTATARA]G

CAGGCAACATGCCGGGCCCCCGCTGACACCGTCCAGGAGTTGTTTCCCCGTCAGTGARAACACCATATTEC

insert containing I-Ppol a
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atcccagtgtggtggtacgtaggaattcgccagcacagtggtcgaccectgtggaatgtgtgtcagttagg

tagggtcacaccaccatgcatccttaagcggtcgtgtcaccagctgggacaccttacacacagtcaatcce

SV40_enhancer
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gtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaacc
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cacacctttcaggggtccgaggggtcgtccgtcttcatacgtttcgtacgtagagttaatcagtcgttgg
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aggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagceaa
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tccacacctttcaggggtceccgaggggtegteccgtecttcatacgtttegtacgtagagttaatecagtegtt
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ccatagtccecgeccectaactcecgeccateccgeccctaactecgeccagttecgeccattetecgeccca

ggtatcagggcggggattgaggcgggtagggcggggattgaggecgggtcaaggecgggtaagaggcggggt
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tggctgactaattttttttatttatgcagaggccgaggececgectecggectctgagetattccagaagtag
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accgactgattaaaaaaaataaatacgtctccggctcecggecggagceccggagactcgataaggtettcate
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tgaggaggcttttttggaggcctaggcttttgcaaaaagcttaccatgaccgagtacaagcccacggtge

PERPIPREP | 1 | 1 | 1 ] P aoaoe 1 o I
e e

actcctccgaaaaaacctccggatccgaaaacgtttttcgaatggtactggctcatgttcgggtgceccacyg
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gcctcgccacccegegacgacgtcceccagggccgtacgecaccctegeccgecgegttegecgactaccecge
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cggagcggtgggcgctgectgcaggggteccggcatgegtgggageggceggegecaageggetgatggggcy

gctggccgcgcagcaacagatggaaggecctectggegeccgcaccggecccaaggageccgegtggttectyg
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cgaccggcgcgtcecgttgtctaccttcecggaggaccgcecggegtggeccgggttecctecgggegecaccaaggac
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4 P s PR | P " §—t
RPN NN I T IR R S S

ttcgggccacggactgcgggcggggtgctgggegtcgegggetggetttectegegtgetggggtacgta

=]
b
o
O
e
<
o
>
o
I
o
b
b
o
o
i)
=
m
I
-
Ay
o
(]

cgataaaataaaagattttatttagtctccagaaaaaggggggaatgaaagaccccacctgtaggtttgg
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gctattttattttctaaaataaatcagaggtctttttcceccecttactttctggggtggacatccaaace

< 3MoMuLV_LTR

caagctagcttaagtaacgccattttgcaaggcatggaaaaatacataactgagaatagagaagttcaga

e PERPEIT | 1 | P [ el 1 PR 1 | AP 1

- L . 7L N 20 T A I N N DL A X LA B e TR G T I L TR

gttcgatcgaattcattgcggtaaaacgttccgtacctttttatgtattgactcttatctcttcaagtct
3MoMuLV_LTR
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tcaaggtcaggaacagatggaacagctgaatatgggccaaacaggatatctgtggtaagcagttcctgee
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ccggctcagggccaagaacagatggaacagctgaatatgggccaaacaggatatctgtggtaagecagttce
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ggccgagtcceggttettgtcoctaccttgtcgacttatacccggtttgtectatagacaccattecgtcaag
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ctgccececggcectcagggccaagaacagatggtceccccagatgecggtceccagecctcagecagtttctagagaac
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gacggggccgagtcccggttcttgtctaccaggggtctacgccaggtcgggagtcgtcaaagatctecttyg
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catcagatgtttccagggtgccccaaggacctgaaatgaccctgtgecttatttgaactaaccaatcagt

gtagtctacaaaggtcccacggggttecctggactttactgggacacggaataaacttgattggttagtea
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tcgecttctecgettectgttegegegettetgetecceccgagectcaataaaagageccacaacccctcacteg
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agcgaagagcgaagacaagcgcgcgaagacgaggggctcgagttattttetegggtgttggggagtgage
3MoMuLV_LTR
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gggcgccagtccteccgattgactgagtcgecccgggtacccgtgtatccaataaaccctettgecagttgea
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cccgcecggtcaggaggctaactgactcagecgggcecccatgggcacataggttatttgggagaacgtcaacgt

3MoMuLV_LTR
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