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Supplemental Information

SL.1 Supplemental CSP Plasmid Description

The combined single plasmid (CSP) contains cDNA's for all three fibrinogen chains, and two copies of the fibrinogen y-
chain in accordance with the design in [1]. The CSP deviates from the previous plasmid at several important points.
While the original design used the same promoter/poly-A tail for all four genes [1], the CSP contains four different
promoters in order to avoid repetitive sequences [2]. For similar reasons, and to limit the size of the plasmid, the ARS
insulator sequence [3] was not included in the CSP. Promoters were all selected for their relatively high expression
levels in mammalian cells and include the cytomegalovirus (CMV) [4], CMV early enhancer/chicken beta-actin (CAG)
[5], eukaryotic translation elongation factor 1 a (EF-1«) [6], and simian vacuolating virus 40 (SV40) [7]. In addition, each
gene is proceeded by a Kozak sequence, which has been shown to facilitate the initial binding of mRNA to the ribosome

[8,9]. The second y-chain gene was codon optimized by Genscript to enable site-specific mutations in future studies.
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Figure S1: Map of Combined Single Plasmid. Plasmid map showing the locations of the main elements of the CSP,

including promoters, genes, and poly (A) signals.
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SI.2 Supplemental Results

SI.2.1 Comparison of PEI and Expifectamine™ transfection yields
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Figure S2: Cell viability and protein expression levels in HEK Expi293™ cells. Cell density values for the day of
transfection and subsequent five days post-transfection of live (colored) and dead (black) cells transiently transfected
with the 3P system using (A) PEI or (B) Expifectamine™. (C) ELISA assay results of average amount of protein harvested

(mg/L) 3-5 days post-transfection from recombinant cells having used PEI or Expifectamine™. (D) ELISA assay results

of protein harvested (mg/L) 3-5 days post-transfection from recombinant cells transfected with the CSP or 3P systems
using a PEL:DNA ratio of 1:1 or 3:1.
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SI.3 Supplemental Materials and Methods

S1.3.1 ELISA Standard Curve
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Figure S3: Representative ELISA assay standard curve. Absorbances of Peak 1 fibrinogen at the concentrations 100
ug/L, 50 pug/L, 25 pg/L, 12.5 ug/L, 6.25 ug/L, 3.125 pg/L, and 1.56 pg/L.
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S1.3.2 Peptide Column Preparation
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DMSO, and coupling vated Sepharose activated Sepharose peptide with alternating high and
buffer beads beads piperidine low pH washes

Figure S4: Fmoc-GPRPFPAWK peptide coupling to NHS-activated Sepharose. Flow diagram of peptide coupling
protocol with indication of sample collection for use in Coomassie gel staining against standard peptide amounts. Final

product is a Sepharose bead with activated GPRPFPAWK coupled peptide, shown below (not to scale).
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Figure S5: Representative peptide coupling efficacy for column development. (A) Coomassie gel staining of pre-
coupling (PC), coupling supernatant (CS), blocking supernatant (BS), and peptide standards 100 ng, 300 ng, 600 ng, and
1000 ng. (B) Average pixel intensity correlation with peptide amount (ng) using Coomassie gel band’s plot profiles taken
from Image]/FIJI [10].
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