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Purpose ector Parental Insert (,l(?nm,\z Primers/Oligos Source of inserts Remarks
# vector sites
PAMCSF:TCGAAGAATTCACCGCGGAATCGATAACCGGTAGGCGCGCCAG ] ] )
00es anea 2 o ac V-
GATCCACTCGAGAATGACGGCAATAAAAAGACAGAATAAAACCCACGGG g‘;;’ l::":;m’: :‘l:‘:ilsd]:‘:;l vl‘:;‘:’er‘l Xg‘e’fhcitcli“l’;:ﬁ :d]‘: ™M
. cscG | PAand multiple cloning site | BamI, |TGTTGGGTCGTTTGTTCATAAACGCGGA; sligos o fsm (ExoR] S:cll onl Al Asél Bt )’Z]M) nd
L (MCS) Xhol |pAMCSR:GATCTCCGCGTTTATGAACAAACGACCCAACACCCGTGGGTTTT|® & the w; sequence of Herplox Sim l:x Viras (I’-ISV) thvmidine
ATTCTGTCTTTTTATTGCCGTCATTCTCGAGTGGATCCTGGCGCGCCTACC inase hol qA were imw;‘fm 4 P Y
GGTTATCGATTCCGCGGTGAATTCT poy :
BamHI, wbelone fi subcl
Parental vectors 2 1 CMV_GFP Xhol subclone from pCSCG subclone
. Nhel_DsRed2F:AACAACGCTAGCTCGCCACCATGGCCTCCTCC; N : DsRed2 was amplified with PCR and cloned into vector 2 to
3 2 DsRed2 Nhel, Xhol| 1ol DsRed2R:TGTTGTCTCGAGGGGGGAGGTGTGGGAGGTTT PCR from pDsRed2-1 | 1ace GFP
P N 76 BamHI, |BamHI ZsGR:TGGAGGGGATCCTCTAGAAGTTAGGGCAAGGCGGA; PCR from pSIREN- f:‘ivl:’:e‘:’:gjfilwo':}; Pﬁi‘:ﬁ: ff:;’i:if:;%jﬁ:i:‘;e g
; Agel  [Agel_ZsGF:ACAACAACCGGTATCCGCCACCATGGCCCAGT RetroQ-ZsG . > e
upstream of BamHI
Clal_hPGKF:ACAACAATCGATAATTCCACGGGGTTGGGGTT; ) o ]
5 4 phPGK Clal, Agel Agel hPGKR:TGTTGTACCGGTTACAGCTGGGGAGAGAGGTC PCR from hgDNA phPGK was amplified from hgDNA
6 5 hGHpA ;ft:;l Xbal_hGHpAF: ACAACATCTAGAGCAGTGCCGCTCTGTGGAGG; PCR from hgDNA hGHpA was amplified from hgDNA
A BamHI_hGHpAR: TGTTGTGGATCCGGCATGGCCAGGTAGCCTAT
Clone polyAs downstream | 7 5 [GBpA Xbal, |xpal_rGBpAF:ACATGTTCTAGAGGGCAACGTGCTGGTTGTTG; PCR from pCASI-FMA- | <5 A was amplified from vector pC4S1-FM4-FCS-hGH
of vector #5 BamHI |, mHI_rGBpAR TGTTGTGGATCCAGAGAAGAGGGACAGCTATG FCS-hGH
Xbal_SPAF:CTAGCAATAAAAGATCTTTATTTTCATTAGATCTGTGTGTTGG ] A ] )
- N . the oligoes of SPA were anealed and ligated into vector 5. Note
8 5 SPA Xbal, |TTTTTTGTGTGTCTAGAG; oligos that after ligation the original Xbal was lost and a new Xbal was
BamHI |BamHI_SPAR:GATCCTCTAGACACACAAAAAACCAACACACAGATCTAAT [ created dw‘jnsueam of SI; A for clonine other sequences
GAAAATAAAGATCTTTTATTG € duences.
Xbal, |BamHI_SF: ACAACAGGATCCAGGCGTAAATTGTAAGCGTT; ) ] . R ) o
9 8 S BamHI |Xbal SRTGTTGTGGATCCCCCTGTAGCGGCGCATTAAG PCR from pEGFP-1 the spacer sequence was amplified by PCR from vector pEGFP-1
Xbal Xbal_CoTCF:ACAACATCTAGAATGTCCCTTATGGTGCTTCT; the CoTC sequence was amplified by PCR from hgDNA. Note a
10 8 CoTC Ba ml-;l BamHI_CoTCR:ACAACAGGATCCGTGTTAATTAATTGTTGCCTTTGCTTCT |PCR from hgDNA Pacl site was created downstream of CoTC for cloning other
CAT sequences.
Xoa | XPALTaoF:ACAACATCTAGAGGTGGGGCAGTGGGGGCCAA; the CoTC sequence was amplified by PCR from hgDNA. Note a
11 8 Tacr Ban?l—il BamHI_T,,R:ACAACAGGATCCACATTAATTAACTGACAGCCACGATCCC |PCR from hgDNA Pacl site was created downstream of T, for cloning other
Clone ter /pause ATA sequences.
sites downstream of SPA Xbal_MAZ4F:CTAGAGCCTTGGGGGAGGGGGAGGCCAGAAGGCCTTGGG
using vector #8 GGAGGGGGAGGCCAGAAGGCCTTGGGGGAGGGGGAGGCCAGAAGGCCT the olioes for MAZA were ancaled and lizated info vector 8. Not
" . MAZe Xbal, |TGGGGGAGGGGGAGGCCAGAATTAATTAATGTG; _— o o o e MATA o om0
BamHI |BamHI_MAZ4R:GATCCACATTAATTAATTCTGGCCTCCCCCTCCCCCAAG | 8% 2 Pac site was created cownstream o or clonime ofher
GCCTTCTGGCCTCCCCCTCCCCCAAGGCCTTCTGGCCTCCCCCTCCCCCA sequences.
AGGCCTTCTGGCCTCCCCCTCCCCCAAGGCT
Xbal Xbal_T,,,F:ACAACATCTAGACTCCCCTCGTGCCCCACACT; the CoTC sequence was amplified by PCR from mouse
13 8 Toa Bar:l-l’l BamHI_T,,,R:ACAACAGGATCCACATTAATTAACCTCTCAAAAACAGAGC |PCR from mouse gDNA  [gDNA Note a Pacl site was created downstream of Ty, for cloning|
TCACT other sequences.
Pacl_SMAR4F:GATCCACATTAATTAATTCTAAATATATTAGAAATTAAAGA
TTCTAAATATATTAGAAATTAAAGATTCTAAATATATTAGAAATTAAAGAT he oficos of SMARA ed and lieated into vector 11 Not
wl o swe | e AT TAGAA TG i
° BamHI |BamHI_sMAR4R:TCTTTAATTTCTAATATATTTAGAATCTTTAATTTCTAAT |* €% created do \f“mam o hf/l AR for clonine other sequences.
ATATTTAGAATCTTTAATTTCTAATATATTTAGAATCTTTAATTTCTAATAT ’ ’ o sequences.
ATTTAGAATTAATTAATGTG
Clone insulators Pacl_SMAR4F:GATCCACATTAATTAATTCTAAATATATTAGAAATTAAAGA
downstream of Tactb using TTCTAAATATATTAGAAATTAAAGATTCTAAATATATTAGAAATTAAAGAT
vector #11 Pacl, |TCTAAATATATTAGAAATTAAAGAAT; s I ) . ) o
15 14 sMARS BamFl |BamHI sMARARTCTTTAATTTCTAATATATTTAGAATCTTTAATTTCTAAT [PHE% similar to cloing vector 14, another copy of sSMAR4 was cloned.
ATATTTAGAATCTTTAATTTCTAATATATTTAGAATCTTTAATTTCTAATAT
ATTTAGAATTAATTAATGTG
Pacl, [Pacl_cHS4F:ACAACATTAATTAACCTTCCGCGGGAGCTCACGG; . ) ) )
16 11 cHS4 BamHI |BamHI cHS4R-TGTTGTGGATCCGTGACGCACTGAACAGGTTG PCR from chicken gDNA [cHS4 sequence was amplified from chicken gDNA
Pacl, [Pacl_cHS4F:ACAACATTAATTAACCTTCCGCGGGAGCTCACGG; ) ) . )
17 15 cHS4 BamHI |BamHI cHS4R-TGTTGTGGATCCGTGACGCACTGAACAGGTTG PCR from chicken gDNA [cHS4 sequence was amplified from chicken gDNA
NpAMCSF:TCGAAGAATTCACTCGAGAATGACGGCAATAAAAAGACAGAA |oligos After ligation, original BamHI and Xhol were. Note new MCS (Afel,
TAAAACCCACGGGTGTTGGGTCGTTTGTTCATAAACGCGGAAGCGCTACG Rsrl,Xhol, EcoRI, Hpal) and the same TKpA as in vector 1 were
BamHI, |GTCCGAGTTAACA; introduced.
CSCG New MCS ’ .
18 Pt o Xhol  |NpAMCSR:GATCTGTTAACTCGGACCGTAGCGCTTCCGCGTTTATGAACAA
ACGACCCAACACCCGTGGGTTTTATTCTGTCTTTTTATTGCCGTCATTCTC
GAGTGAATTCT
Afel_M9F:ATTTCCATATAGAACAATGTAAATTCTTTCCTAGAGTTAAGCAG |oligos oligoes for M9 were ancaled and ligated into vector 18
GGCTTTTTCATAAGCTGAAGCGCTACG;
19 18 M9 Afel, Rsrll

RsrlI_M9I9R:GACCGTAGCGCTTCAGCTTATGAAAAAGCCCTGCTTAACTCT
AGGAAAGAATTTACATTGTTCTATATGGAAAT




Afel_m3'HSI1F:
TCATTTCTCTAATGATCCTGTTGCATACCAGTAGGGGGCAGAAGTGTTCC
ACTGATTTCCGCCCTCCTCTCCAGCGCTACG;

oligos

oligoes for m3'HS1 were anealed and ligated into vector 18

3 el, Rs
2 18 m3HS1 Afel, Rrll| p oril_m3'HSIR:GACCGTAGCGCTGGAGAGGAGGGCGGAAATCAGTGGAA
CACTTCTGCCCCCTACTGGTATGCAACAGGATCATTAGAGAAATGA
Rsrll_H19HS2F:ACAACACGGTCCGCCAGCCAGTGTGGCTCACTA; PCR from mouse gDNA  |insulator HI9HS2 was amplified from mouse gDNA
21 18 HI9HS2 Afel, Rstll [Afel_H19HS2R:ACAACAAGCGCTGTCTGCCGAGCAATATGTAG
Clone insulators 1 " DsRed2 CMV_cHS4 Tactb | EcoRl, subclone from vector 16 Th:e;n:en I?rRe{lﬁZTC“I‘VI‘ l;f,lHS‘t; T‘:“bfiPAlngbephPGK was
downstream of TKpA _SPA_ZsG_phPGK Xhol cut trom veetro 16 and subeloned nto vector
N N DeRed2 CMY cl1S4 Tacth| EcoRl, subclone from vector 16 Thtefmsen QTReIJ§7C‘?A-VQ3HS% jl'z:cttﬁiPAziOZsGiphPGK was
7SPA72;G4phPGK Xhol cut from vectro and subcloned mnto vector
N N DeRed2 CMY cliS4 Tacth| EcoRl, subclone from vector 16 Thtefmsen QTReIJ§7C‘?A-VQ3HS% jl'z:ctsiiPAiZsGiphPGK was
7SPA72;G4phPGK Xhol cut from vectro and subcloned mnto vector
Xhol_sSMAR4F:-TCGAGTGTGGATCCTTCTAAATATATTAGAAATTAAAGAT
TCTAAATATATTAGAAATTAAAGATTCTAAATATATTAGAAATTAAAGATT The oligoes for sMAR4 were anealed and ligated into pCSCG to
2 . MARS BamHI, |CTAAATATATTAGAAATTAAAGAT; slizos replace CMV-GFP segment in the original vector. After ligation,
Lo Xhol  |BamHI_SMAR4R:GATCATCTTTAATTTCTAATATATTTAGAATCTTTAATTT & the original BamHI was lost but a new BamHI was created
CTAATATATTTAGAATCTTTAATTTCTAATATATTTAGAATCTTTAATTTCT upstream of SMAR4
AATATATTTAGAAGGATCCACAC
26 25 sMAR4 BamHI, same oligos as used in similar to cloing vector 25, another copy of sMAR4 was cloned.
Xhol vector 25
. I New MCS BamHl, same oligos as used in | similar 1o cloing vector 1, HSV TKpA together with mutiple
Xhol vector 1 cloning sites was cloned.
N N DsRed2 CMY cl1S4 Tac] EeoRL, subclone from vector 16 Thtefmsen QTReIJ§7C‘?A-VQ3HS% jl'z:ctsiiPAﬁZsGiphPGK was
7SPA7ZSGAPhPGK Xhol cut from vectro and subcloned mnto vector
Use BGFP 1o renlac Agel_EGFP_SPAF:ACAACACTCTAGACACACAAAAAACCAACACACAGAT
s 746 o replace 29 28 SPA-EGFP CTAATGAAAATAAAGATCTTTTATTGCTACCGCTTTACTTGTACAGCTC;
shreen Agel, [Xbal_EGFP_SPAR:ACAACACTCTAGACCGCTTTACTTGTACAGCTC EGFP was amplified from pEGFP-1 with primer containing SPA
Xbal PCR from pEGFP-1 and cloned into vector 29 to replace ZsG-SPA
DsRed2_ CMV_cHS4_Tactb The insert DsRed2_CMV_cHS4_Tactb_SPA_EGFP was cut from
30 27 SPA _EGFP Xhol, Agel subelone from vector 29 vector 29 and subcloned into vector 27
EcoRI, |EcoRI_hEEF1A1F:ACAACAGAATTCGGAGAAGAGCATGCGTGAGG
3 30 hEEFIA1 g - PCR from hgDNA hEEF1A1 was amplified from hgDNA
1 P Clal  |Clal_hEEF1A1R:ACAACAATCGATAGGGGTAGTTTTCACGACAC rom g P was ampitfied from hg
Clone promoters in place of| 32 30 phD314PGK Clal_hD314PGKF:ACAACAATCGATTGGGCTGTGGCCAATAGCGG; PCR from hgDNA phD314PGK was amplified from hgDNA
PGK Clal, Agel|Agel_hPGKR:TGTTGTACCGGTTACAGCTGGGGAGAGAGGTC
EcoRI, |EcoRI_pSV40F: ACAACAGAATTCCTGAGGCGGAAAGAACCAGC; A B
¥ SGFP. V40 was 4 “GFP-
3 30 pSV40 Agel  |Agel_pSV40R:TGTTGTACCGGTCGATCCTCATCCTGTCTCTT PCR from pd2EGFP-1 — |pSV40 was amplified from pEGFP-1
Clal_ACTA2F: ACAACAATCGATAACAGCTGGTCATGGCTGTA;
3 30 ACTA2 Clal, Agel | 7 - ; PCR from hgDNA ACTA2 was amplified from hgDNA
4 P @ A8 Agel ACTA2ZR: TGTTGTACCGGTGCATGAACCCAGCCAAATCC rom g P Was ampiified from hg
Agel_d2EGFP:ACAACAACCGGTGGTCGCCACCATGGTGAGCA; ) ) . o
35 30 SPA-d2EGFP Agel, Xbal|Xbal_SPA_d2EGFP:ACAACATCTAGACACACAAAAAACCAACACACAGAT |PCR from pd2EGrp-1 | ST Ad2EGEP was amplified from pd2EGFP-1 with primer
use 2EGFP to replace containing SPA and cloned into vector 30 to replace EGFP-SPA
EGFP CTAATGAAAATAAAGATCTTTTATTGCTAGAGCGCATCTACACATTGATC
16 35 RE-NFKB Clal, Agel ;‘l"]f‘j](&l;nec‘;/‘[)\r;‘ p'R'E-dZEG RE-NFKB together with CMV,;,; was cut from vector pRE-
8 ah Age i ot NFKB_CMV,;; d2EGFP and cloned into vector 35
Clone response elements
37 35 RE-API Clal, Agel subclone from pRE- RE-NFKB together with CMV,,;; was cut from vector pRE-

AP1_CMVmini_d2EGFP

AP1_CMV i, d2EGFP and cloned into vector 35

Note: all genomic DNA used was obtained from EMD (Gibbstown, NJ)






