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Supplementary Figure2: Promoter methylation analysis of lentiviral vectors in P19 cells 

(A) Lentiviral constructs (abbreviation used in main text). (B) Methylation analysis of SFFV promoter 20 

days after transduction of P19 cells. Horizontal arranged circles represent CpG dinucleotides within 

individual subcloned PCR products. White circles: unmethylated CpGs, black circles: methylated CpGs. 

 
Supplementary Methods 
 
Reagents were from ThermoFisher (Invitrogen) unless stated otherwise. 

Construction of gamma-retroviral and lentiviral GT vectors 

A previously described plasmid with full length UCOE sequence[1] was used to generate UCOE deletion 

constructs (Supplementary Figure1A) with Quick Change® site directed mutagenesis Kit (Stratagene) 

followed by cloning into TOPO plasmids. Thereof they were cloned via NdeI restriction site into gamma-

retroviral SIN GT vector 5’ to the constitutively active SFFV promoter driving p47phox expression. UCOE 

was inserted in forward as well as in reverse orientation as defined in Supplementary Figure1A. For 

lentiviral contstructs UCOE1662 was inserted via NdeI restriction site in Lenti SFFV p47 (abreviated SF in 

main text of this publication).  



 

 

P19 cell culture and transduction with GT vectors 

P19 cells (ACC 316) were cultured in MEM alpha modified with nucleosides and L-Glutamine (PAA 

Laboratories GmbH, Cat. No: E15-862), 10% FCS (PAA Laboratories GmbH), 100 U/ml penicillin and 100 

μg/ml streptomycin (PAA Laboratories GmbH). The cells grew adherently and were split every 2-3 days with 

Trypsin/EDTA (PAA). For transduction 200’000 cells were seeded in a 24 well plate. The following day half 

of the medium was removed and replaced by medium containing viral supernatant supplemented with 8 

ng/ml polybren and centrifuged for 90 min at 1200 g, 32°C followed by incubation at 37°C over night. Cells 

were split the first time 3 days after transduction. 

  

Virus production and titration 

Ecotropic gamma-retroviral SIN viruses were produced in PhoenixTM eco cells (Orbigen Inc.) by transient 

transfection with the three plasmids (gene transfer vector, pUMVC Gag/Pol and M187 ecotropic envelope) 

using TransIT®-293 transfection reagent (Mirus Bio LLC). Amphotropic gamma-retroviral SIN viruses were 

produced in PhoenixTM ampho cells (Orbigen Inc.) by cotransfection of the gene transfer vector, the pUMVC 

Gag/Pol plasmid and with the amphotropic envelope coding plasmid pMD2.VSV.G. Amphorophic lentiviral 

SIN virus were produced in 293T cells by cotransfection of the gene transfer vector with the pCMV ΔR8.91 

Gag/Pol plasmid and with the amphotropic envelope coding plasmid pMD2.VSV.G using TransIT®-293 

transfection reagent (Mirus Bio LLC). Virus particles were collected 24 h, 48 h and 60 h after transfection, 

sterile filtered and 30 fold concentrated with a 100K filter unit (Millipore). Aliquots of concentrated virus were 

immediately frozen on dry ice and stored at -80°C until further use. Ecotropic viruses were titrated in murine 

BaF3 cells cultured in RPMI (PAA Laboratories GmbH) and 10% FCS (PAA Laboratories GmbH) 

supplemented with 10 ng/ml murine IL-3 (ProSpec-Tany TechnoGene Ltd.,) and 100 units/ml penicillin, and 

100 μg/ml streptomycin (PAA Laboratories GmbH). Amphotrophic vectors were titrated in murine 32D cells, 

which were cultured in RPMI (PAA Laboratories GmbH) and 10% FCS (PAA Laboratories GmbH) 

supplemented with 10 ng/ml murine IL-3 (ProSpec-Tany TechnoGene Ltd.) and 100 units/ml penicillin, and 

100 μg/ml streptomycin (PAA Laboratories GmbH).Titration was done by transduction with serial dilutions of 

the virus particles followed by p47phox FACS analysis upon intracellular staining. For titration of 

myelospecific GT vectors 32D cells were propagated to neutrophils by addition of 100 ng/ml murine G-CSF 

(ProSpec-Tany TechnoGene Ltd.) as described previously [2]. 
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