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B1. Luciferase expression levels depend on vector backbones. We looked at luciferase expression at 4, 24 and 48 hours in THP-1 and HUVEC cells.
The amount of DNAwas held at equimolar amounts based on plasmid size. For THP-1, the DNAamount ranged from 0.3 — 0.5 pg per reaction (A). For HUVECs,

we used 2.5 — 4.4 pg of plasmid (B).
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2. Reporter gene expression is dependent on the position in an IRES expression vector. HL-60 and HUVEC cells were transfected by Nucleofection™ with
either pmaxGFP™ Vector or pIRES variants containing maxGFP™ Reporter Protein cloned in either the Multiple Cloning Site (MCS) upstream (construct
A) or downstream of the IRES sequence (construct B; 2A). Figure (2B) shows reduced GFP expression using IRES plasmids especially if GFP is located
downstream of the IRES sequence.
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3. Expression kinetics are reporter gene dependent. HUVEC cells were transfected by Nucleofection™ with either a luciferase or a f3-gal expression
vector. While luciferase expression shows a maximum 6 — 16 hours post-transfection, 3-gal expression is sustained for several days after transfection.
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