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In vitro Enzymatic DNase Purification Formulation Final Sterile
linearisation transcription capping digestion (Chromatography) (LNP) Filtration

eGFP mRNA reporter IVT optimisation and scale up
production

* Linear scalability of mRNA IVT from 20uL to 540 pL reaction volume

Clone into Cold fusion cloning Predicted size mRNA 2021-8 B1 = 1187 nt
standardized construct ificati
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Plasmid template plasmid DNA (pDNA) amplification in E. coli 1 UTP 32°C BASE T7 1189 6.4 2
preparation pDNA isolation, linearization and purification NEB T7 1212 6.1 75

2
3 37°C BASE T7 1160 5.2 -27
MRNA IVT with CleanCap AG reagents

: 4 NEB T7 1164 5.9 -23
mRNA production Purification and buffer exchange 20

5 1-Methylpseudo-UTP 32°C BASE T7/ 1109 3.9 -78

mRNA with Cap1, 3’ and 5 UTR and poly(A) tail £ NEE 1 1122 e =

Final product Quantification (UV spec, QUBIT, HPLC) 7 37°C BASE T7 1090 4.4 -97

Sequencing (Nanopore) 8 NEB T7 1100 4.1 -87
Purity (HPLC) 9 32°C  BASET7 1106 4.5 81 540
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