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in Aedes aegypti Mosquitoes
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Figure S1. Plasmid maps: (A) pLAeRzARH plasmid used for the cloning of ribozymes. The plasmid
was derived from pQCXIH by adding the RSV promoter to drive the independent expression of the
hygromycin resistance gene. The transgene t-RNAV?! + hRzs + Pol Aso cloned using BamHI and NotI
restriction sites.followed by the cloning of CMV-DsRed using PSpomlI and Notl restriction sites. (B)
piggyBac vector map containing hRz #9. Figure showing the location of tRNAv hRz #9 + poly Ao
downstream of 3XP3-ECFP, cloned using Sacll and BglII restriction sites.
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Figure S2. FACS sorting for establishing hRz transformed cell clones. (A) Untransformed Vero cells;
(B) hRz #12 transfected and selected cells display 34% transformation (P1); (C) hRz #15 transfected

and selected cells display 49% transformation (P1). P1 = percentage of transformed cells and wt =
untransformed Vero cells.

Table S1. Reverse primer specific for each hRz, used in RT-PCR to detect the expression of each
ribozyme in transformed cells.

hRz Reverse Primers

#9  ataagaatgcggccgcegtttaacgtacggeggtttcggecttteg
#10  ataagaatgcggccgcgtttaaccacatgaagtttcggectttc
#11  ataagaatgcggccgcegtttaaccecctetggttteggecttte
#12  ataagaatgcggccgcgtttaacaaaacaagtttcggectttcg
#13  ataagaatgcggccgcgtttaactcaccggegtttcggectttc
#14  ataagaatgcggccgegtttaacgggccaatgtttcggecttte
#15 ataagaatgcggccgegtttaacgtatagtgtgtttcggecttteg
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Table S2. Primers used for direct PCR of mosquito transgenes.

Transgenic Line

Supercontig Number

Forward Primer

Reverse Primer

CM>5 Supercont 1.150 tgggcgtttatgggtatagg  tatctacagggatcaccecg
BF3 Supercont 1.371 caacattccgatgatgcaaa  aacttttcccaaacggcttt
BM16 Supercont 1.607 cgcaaggttgtttggatttt ~ agaccaccaatcccctatce
BM16 Supercont 1.373 tacggaattgcgttgaaaca agacggggtacactttggaa
BF2 Supercont 1.1014 gtgacagcgagcaactctga gaaaggattctcgacaggea
BMS8 Supercont 1.94 ttgaagggaccatggaactc  aagtttgccgagagtcagcet

Table S3. Establishment of transgenic mosquito lines from injected embryos.

Constructs Total Injected  Go Adults % Survival Lines Obtained Lines Established
Pxl-BaclI-3xP3-ECFP-hRz#9 660 357 54% 9 7
Px]-BaclI-3xP3-ECFP-hRz#14 731 317 43% 3 2

Table S4. The total number of positive larvae obtained and the percentage transformation efficiency

for each established transgenic line at Gi.

Transgenic Lines Total Screened Positives % Transformation

CM5 548 6 1.1

CM10 345 5 1.5
BF5 1113 6 0.54
BF2 1026 16 1.6
BF4 939 14 1.5

BM2 946 14 1.5

BMS 618 7 1.1

BM16 1119 1 0.1
BF3 2495 3 0.1

Table S5. Splinkerette PCR analysis of integration sites of transgenes in the mosquito genome of each
line: The supercontig each transgene insertion is shown, and, where possible, the chromosome
number to which the supercontig has been mapped.

Transgenic Line = Chromosome Number Supercontig Number

BF2 (5-BST) unknown 1.1014
BF4 (5-BST) unknown 1.121
BF5 (5-BAM) unknown 1.131
BF5 (5-BFU) unknown 1.17
CMS5 (5-BAM) unknown 1.5
CM10 (5-BFU) unknown 1.64
CM10 (5-BST) 1p 1.4
BF3 (5-BAM) unknown 1.172
BF3 (5-BGL) unknown 1.371
BM2 (5-BGL) unknown 1.3
BM16(5-BGL-BST) unknown 1.607
BM16 (5-BAM) unknown 1.373
BMS (5-BAM) 3p 1.94
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Table S6. Genes upstream and downstream of transgene insertions.

B2 (>BST) i e, meter than 70 )
BF4 (5-BST) no Conservec(i lggi%tzh]i;;al protein t-RNA ala (208,919 bp)
BF5 (5-BAM) o Conserved( ngg;):’;l;e;i)cal protein Co;:g:;id(;gggf;e;)cal
wpmy  w Pl i
CM5 (5-BAM) no Conserved E%ggtlk;;;ical protein Hypot(z;i;zﬂpl:;rotein
CM10 (5-BFU)  Yes, AAEL002681 Aldehyde oxidase Z?Zéﬁrlsﬂ;f I;ﬁj:tl:\l/el
(58,099 bp) (1595 bp)
ey R
BF3 (5-BAM) no Conserved( ;gg%}:;i)cal protein Cc;r;ietzxizlfc(llkzl}zfic;tohgzsal
BF3 (5-BGL) no Cytochrome p450 (192,189 bp) Cytéé}jgggnsp};%o
BV2(BOL)  Yes(MAELOIs)  Comervedbypeeticalproten - Conserved by poteticl
(5-BBCI;\;[ngT) Yes (AAEL011736) Succinyl—coa(z;;r;;hs;se beta chain Glutatéi;),r;; 7tr;;}l;)sferase
miscs o T it
BMS (-BAM) o iomeatfor sebunt Q048 by gresterthan 801

Table S7. Percentage heterozygosity for each transgenic line: PCR was performed on genomic DNA
extracted from whole single mosquitoes at Ge.

Transgenic Line/
Supercontig Numbers

Total Number of

BM16 (1.373)
BM16 (1.607)
BF2 (1.1014)

BMS (1.94)
CM5 (1.5)
BF3 (1.172)

Total Number of Samples Percentage
Samples Used for PCR  Positive for PCR Product Heterozygosity
21 10 48%
21 11 52%
10 4 40%
18 18 100%
10 6 60%
18 7 39%
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