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Figure S1: Functional analysis of unmodified and base modified eGFP mRNAs in HEK-293T cell lines. After
transfection in HEK-293T cells, depth of translation efficiencies between unmodified and base modified eGFP
mMRNAs were determined by fluorescent microscopy and the scale bar indicates 250um (A) and % of eGFP
positive cells (B) and MFI (C) were quantified by flow cytometry at 24 and 48 hours. Fold change of % eGFP
positive cells (D) and MFI (E) between unmodified and base modified of eGFP mRNAs. (n = 2); (statistical
significance compared to U-eGFP mRNA given in Table S1).
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Figure S2: Transfection of m®A eGFP mRNA in HEK-293T cell line (A) Fluorescent images and (B) GFP positive
population (analysed by flow cytometry) of non-transfected (NT) HEK-293T cells in comparison with HEK-
293T cells transfected with m®A eGFP mRNA 2 days post-transfection.
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Figure S3: Toxicity levels of each base-modified eGFP mRNAs were analysed in SK-HEP-1 (A) and Hepa 1-6
(B) cell lines by MTT assay after 48 hours post-transfection. *p < 0.05 **p < 0.01 compared with U-eGFP

mRNA.
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Figure S4: Toxicity levels of LNPs and Gal-LNPs in SK-HEP-1 cell lines by MTT assay after 48 hours post-
transfection (n=2).
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Figure S5: Localisation of LNPs and Gal-LNPs in mice evaluated by /n-Vivo Imaging System (IVIS) (n=3).
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Figure S6: Schematic diagram of m'WU- modified FVIIl mRNA (A). The RNA Dot-Blot analysis of purified
m!WU- modified FVIII mRNAs (B). The integrity of synthesized (unpurified, UP) and dsRNA removed
(purified, P) m'WU- modified FVIIl mRNAs were analysed in RNA agarose electrophoresis (C).
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Figure S7: Photographic images of tail vein transverse assay.
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Figure S8: Mason trichome staining of WT-C57B/6, HemA, Gal-LNPs -Vehicle control (VC) and Gal-hFVIII-
LNPs (A) Haemoxylin and Eosin staining (B).

Post-Transfection After 24 hrs 48 hrs
Graph WU | mwu | mo’u m*C wu mWU | mo°U | m3C
% GFP Positive Cells (Fig. S1B) NS NS NS NS *ok o ke | kokok
Fold Change of % GFP Positive Cells - - - G *ok ok *k I sk
(Fig. S1D)
MFI (Fig. SlC) % %k * %k % NS %k k % %k EE 3 3 *
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Table S1: Statistical significance computed using Multiple t-tests for HEK-293T cells transfected with base
modified eGFP mRNAs. Each data point was compared with corresponding data for Unmodified (U) eGFP
MRNAs. (n = 2); NS — Non-Significant p > 0.05, *p < 0.05, **p < 0.01, ***p < 0.001, ****p <0.0001). Related to

Figure S1.
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Table S2: Statistical significance computed using Multiple t-tests for SK-HEP-1 cell lines transfected with modified
eGFP mRNAs. Each data point was compared with corresponding data for U-eGFP mRNA. (n = 2); NS - Non-
Significant p > 0.05, *p < 0.05, **p <0.01, ***p <0.001, ****p < 0.0001). Related to Figure 2.

Post-Transfection After 24 hrs 48 hrs
Graph WU | mWU | mo’U m3C WU | mWU [ mo’U | mC
% GFP Positive Cells (Fig. 3B) NS W NS NS WS BIE3E e *k
Fold Change of % GFP Positive Cells * NS NS NS o e o3 sy
(Fig. 3D)
MFI (Fig. 3c) % Kk %k NS * %K K % %k %k * %k
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Table S3: Statistical significance computed using Multiple t-tests for Hepa 1-6 cell lines transfected with
modified eGFP mRNA. Each data point was compared with corresponding data for U-eGFP mRNA. (n = 2); NS -
Non-Significant p > 0.05, *p < 0.05, **p < 0.01, ***p <0.001, ****p < 0.0001). Related to Figure 3.



