Figure 3

GenBank search of the cloned Ae. aegypti mosquito larval APN reveals highest identity
to the An. gambiae unannontated whole genome sequence.

(A) The top three results of the blast search.

(B) Sequence alignment between the Ae. aegypti mosquito larval APN (query) and that
of An. gambiae (Sbjct) that showed the highest sequence identity (64%).
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Sequences producing High-scoring Segment Pairs: Score P(N)

gb(ARABO1008817.1} Anopheles gambiae str. PEST CRA _x9P1GA... 864 2.4e-32
gb{AAAB01008987.1| Anopheles gambiae str. PEST CRA x54KRF... 703 4.6e-25
gb |AAABO1008968.1| Anopheles gambiae str. PEST CRA x9PI1GA. .. 522 1.0e-16
B

>gb|AAABO1I0O0O8817.1| Anopheles gambiae str. PEST CRA x9P1GAV59A7, whole
genome shotgun sequence -

Score = 864 (135.7 bits), Expect = 2.4e-32, P = 2.4e-32

Identities = 360/561 (64%}, Positives = 360/561 (64%), Strand = Plus / Plus

Query: 6 CTGCAAGTATAGAGAATCACTTGCTACTGTTCGATCCTGCCGTAACCACTTA-CGCACCC 64

T T e O O 1 T I e e I O O B
Sbjct: 737670 CTGCTTGTACAGTGAAG-AGGTCCTCCTGTTCGAGCCGGGCGTTACGACGTATCGAGCGC 737728

Query: 65 GCACGTGGATTGATACCATTATCGCTCACGAATACATTCACCAGTGGTTCGGAAATATTA 124

P I CErr e rerrr trr o rrrsrrrrv el 1
Sbjct: 737729 AAACGACCATCACCACAATCATCGCGCACGAGTACGTGCACCAGTGGTTCGGCAACGTTA 737788

Query: 125 TTACCAACGAGTGGTGGAGCTACCTATGGCTCAACGAGGGATTCGCTACTCTTTACGAAT 184

AR A A A AN R A N N e e N R R R
Sbjct: 737789 TCACCAACGAGTGGTGGAGCTATCTCTGGCTTAACGAGGGCTTCGCGACGCTGTACGAGT 737848

Query: 185 ACTACGGCGCCCATCTGGCTTCACCTGAAATGGAGTACTTCGAGCTGTTCACCCTGGATG 244

I BTt e I (111 T O 1 I 2 T I
Sbjct: 737849 TCCTGGGGGCCGATATGGCTTATCCGGAGCGCCAGTATCGGGACCTGTTCAACGTTCAGG 737908

Query: 245 TTACCCAGTGGGCACTAGATG-CTGATTCTCGCG-AGGGAACCCGACCCATGAGTTTCAG 302

I N e e R N e e e A A N N N
Sbjct: 737909 TGGTGCAGCGTGTTCTC-ATCACAGACGC-CGCGGAARGCACGCGCCCGATGACTTTCAG 737966

Query: 303 TAATGGTGCAARCATTTTATGCCATT-TGGGATCTGTTTGATAGTATAGCGTATTCGAAAG 361

NN R AR e e R R [ T I T I A I
Sbjct: 737967 CCGCGGCGCAACGTTTAATGCCATCCTCAGC-CTGTTCGACAACGTGGCGTACTCCARGG 738025

Query: 362 CTGGTGCCGTTTTGAACATGTTCCGTGGTG- TACTTGGAGATGAAGTATGGCGTCTTATG 420

0 T T I S O I O I T A A O e 0 e bl
Sbjct: 738026 GTGGCTCGGTACTTCAGATGTTCCG-GCTGCTGCTGCCGGATGCCGCCTGGCGGCAGATG 738084

Query: 421 A—GCAGCGTTTACTTGTCAGA—CAATGAACTTGAAGCTGTTAATCCAGATGATTTGATCG 478

(I
N frr it el I o [ A
Sbjct: 738085 TTGC—GCACGTACGTG—CAGGGCAACGAGTTCGGCACGGTCAACACGGATAACTTCGTGG 738142

Query: 479 CCGCAATGGARGAAGCCTCCAAGGACATGGATATTT- TGCCAGATGGTATTTCAATGCGT 537

Lo
freer ni [ O T O L Prer el v
Sbjct: 738143 CCGCACTGACGGAAGCGTTCGACGGTGTCG-TATCGCTGCCCGAGGGGAC-~CGATGTG- 738198

Query: 538 GA-C~-TTCGTCGARAGCTGG 555

) N A AR
Sbjct: 738199 GAGCGGTTTGTTCATAGCTGG 738219



Figure 4

Compérison of Ae. asgypti larval APN to adult Ae.. aegypti and other insect speacies
reveals a low to moderate degree of identity. ) _

(A) The deduced amino acid sequence of the Ae. aegypfi larval APN fragment is aligned
to those of adult Ae. aegypti APNs (AF378117; AF390100; AY064078-9). Shading of the '
alignment represents dégree of conservation; blue, red and yellow shading denote 100%, 80%
and 60% homology, respectively. Star denotes identical residues.

(B) The deduced amino acid sequence of the Ag. aegypti larval APN fragment is aligned
to those ofrH‘. punctigera APN2 (Emmerling et al., 2001), M. sexta APN3 (accession number
AF498§90)| H. armigera APN4 (AF535165), S. litura APN (Agrawal et al., 2002) and H.
virescens 110 kD APN {AF378666). Shading of the alignmé_nt represents degree of

conservation; blue, red and yellow shading denote 100%, 83% and 67% homology, respectively.
Star denotes identical residues. '
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Aedes larva - TTLIAHE VR CHEGHT I NS TLVLHEGEAT L Va0
AF378117 Ly REEVLINE SR BEMGOLERTRS {E" ) S ERWWSYLWLNEGFAT L, IS
AY064079 LUTYREEVLIYHSTKSEMGQLKRTA: YGHC ; WWSYLWLNEGEATL! e
AF390100 LYTYREBALEYNSTKEEMGO GHOFFGNLVSERWWS Y LWLNEGFATL! [0
AY064078 ! TFERATITRETR R Y I T A BHOEFGEHLYE [l CERTI 60

Aedes larva = ¥ - il A | FEI . i AN IS CE 1 2O
AF378117 S IAARRARPDLELSLMATVEARGHAFCE CARENTREMEE. IETAISALFDDIAYL | PR
AY064079 o AR CEDLEIC D \/ ALENTRPMIRG S TVETETAISALFDDTIAY ! - EEEE]
AF390100 (TAADEAYPDLRICGOMATVEA BLENTREMI  IVETETATSALFDHIAYD ENEE]
AY064078 BT PMETVEANGHAR LENTFEM ETETATSELFOEIA Y IR
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\ Figure 5

RT-PCR demonstrates expression of another APN isoform in the Ae. aegypti larval
midgut.

(A) 1% gel electrophoresis of RT-PCR product. Lane 1, Ae. aegypti larval midgut APN
amplicon (2.9 kb, arrowhead). Lane 2, Ae. aegypli asparagine synthetase (positive control).
The water control is lane 3. M = A/BstE || digested DNA standard.

(B) Partial nucleotide sequence and the deduced amino acid sequence of the 2.9 kb
APN clone.
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atgtggaaaactgcgatcttgattctgagtgtaacttcggeccgtttggtegggagttcccttagagecga
M W K T A I L I L s V T 8§ A V W 8§ G V P L E R

cagaatcttccatcaactccccgacaggaggtgecagtttcocggttatcggctaccaaacaacactatt
Q N L P &S T P R Q E V. P V &§8 G Y R L P N N T I

ccactecggtacaacgtagaactgacaacgcacgttcacgaccaccaaagtocgaatcagtttgattte
P L R ¥Y N VvV E L T T H V H D H Q &8 P N @Q F D F

aatggaaaagtcacaatttcactgcgtgtcctggaagaaaatgtacagaacattacgecttcattatcgt
N 6 K v T I 8 L R VvV L E E N V Q N I T L H Y R

caaattacggtaacccatgtgaagcttaccgatgccaccaatacagtgectogtggacgatgattccagc
Q I T v T H Vv K L T D A T N T V L. V D D D § S

ttcaccacggatgtcacctacgagttectggtcattctagocgeocttcaattttgaggatcggegattat
F T T D V T ¥ E F L VvV I L A P 58 I L R I G D ¥

tcactggaacttgaataccacggagagctccgtaccgataacgggggtttctaccgttecgtoctacacce
s L ¢ L E Y H G E L R T DN G G F ¥ R § S ¥ T

gatgccagcggaaatactcggtggattgcaacgacacagttcgagtcgacggatgcccgacatgegtoc
D A S G N TR W I A T T Q F E S8 T D A R H A F

ccdtgctacgacgaacctggcacccogaactcctatcggattgaaattaacgecatggaaacgecatacceat
p ¢C ¥Y D E P G TR T P I G L K L T H G N A Y H

gccatctccaatatgeccatcaaaagttecttgoecctggaatgecgacctataccgttaccgaatttgag
A I 5 N M P I K § §$ L P W N A T Y T V T E F E

tataccttggcaatg
Y T L A M
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