Figure S1: Comparison of the complete original and the optimized sequences of GALVenv.
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Figure S1: Comparison of the complete original and the optimized sequences of GALVenv.
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phCMV-GALVenv-Cao70a:

Xbal - 6884 - T'CTAG_A
Notl - 6877 - GC'GGCC_GC

Sacll - 6871 - CC_GC'GG

BssHII - 6826 - G'CGCG_C

Nael - 6537 - GCC'GGC
NgoMIV - 6535 - G'CCGG_C
Krol - 6535 - G'CCGG_C

BsrGI -41 -T'GTAC_A

(I}

EcoRI -1399 - G'AATT_C
BamHI - 1411 - G'GATC_C

Bell - 1505 - T'GATC_A - dam methylated!
AfII - 1515 - C'TTAA_G
EcoRV -1713 - GAT'ATC

Bglll - 3576 - A'GATC_T
EcoRI - 3496 - G'AATT _C
BamHI - 3484 - G'GATC_C

Pacl -2966 - TTA_AT'TAA
Clal - 3381 - AT'CG_AT

BamHI Ncol

1401 ATTCCTCGACGGATCCGCCATGGTATTGCTGCCTGGGTCCATGCTTCTCA
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phCMV-coGALVenv-Cao70a:

Xbal - 6887 - T'CTAG_A
Notl - 6880 - GC'GGCC_GC

Sacll - 6874 - CC_GC'GG

BssHII - 6829 - G'CGCG_C

Nael - 6540 - GCC'GGC
NgoMIV - 6538 - G'CCGG_C
Krol - 6538 - G'CCGG_C

BsrGI-41-T'GTAC_A
Spel -97 - A'CTAG_T
SnaBI - 438 - TAC'GTA
Sall - 753 - G'TCGA_C

Mfel - 1130 - C'AATT_G

EcoRI -1399 - G'AATT_C
BamHI - 1411 - G'GATC_C

Afel -2346 - AGC'GCT

Bglll - 3579 - A'GATC_T
EcoRI - 3499 - G'AATT_C

Clal - 2981 - AT'CG_AT - dam methylated!
BamHI - 3487 - G'GATC_C

Sbfl - 3044 - CC_TGCA'GG

BamHI Ncol

1401 ATTCCTCGACGGATCCGCCACCATGGTTTTGCTGCCTGGCTCTATGCTGC
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Figure S2: Plasmid maps of GALVenv and coGALVenv. Size differs by 3 bp because of shown

differences in Kozak sequence (bold). hCMVie: human CMV immediate early promoter; C_4070A:
contains C-terminus of amphotropic MLV strain 4070A; AmpR: ampicillin resistance.
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Figure S3: Dose-finding of coGALVenv plasmid amount needed for efficient packaging of lentiviral vectors. (a) Starting with
conventional amounts of GALVenv and coGALVenv expressing plasmids, the codon-optimized coGALVenv plasmid resulted in
lower titers than the non-optimized GALVenv. (b) Titer analysis of a larger range of plasmid amounts, the optimum of
coGALVenv plasmid amount is still not visible. (c) Titer analysis with further reduced amounts of coGALVenv plasmid. The
expression strength of the coGALVenv plasmid is more than a log step stronger than the expression strength of the non-
optimized GALVenv. (d) Vector production at an even further extended range of plasmid amounts, ranging from 0.5 ng to 0.5
ug of coGALVenv expressing plasmid per 10° 293T producer cells and 8 ng to 8 ug of GALVenv expressing plasmid per 10°
293T producer cells (data of Fig. S3d also shown as Fig. 1b in main text). Foratod:n=3



