Supplementary Data:

TABLE S1. Oligonucleotide primers used for amplification of AMP cDNAs by real-time
PCR

TABLE S2. Mass spectrometry identification of plasma proteins after injection of proHP6
and M. luteus (HP6 bands) or injection of activated HP8 (HP8 bands).

FIGURE S1. Alignment of the amino acid sequences of serine proteinase domains of the
clip domain proteinases analyzed in Fig. 1. The accession numbers for the protein sequences
are given in Experimental Procedures.

FIGURE S2. Analysis of HP6 and HP8 mRNA (A) and protein (B) levels in M. sexta larvae
by RT-PCR and immunoblotting. (A) RT-PCR analysis of HP6 and HP8 transcripts. Total
RNA samples from hemocytes or fat body collected at 24 h after injection with water, E. coli, M.
luteus, or curdlan were isolated for RT-PCR and analyzed by 1.0% agarose gel electrophoresis.
M. sexta ribosomal protein S3 (rpS3) was used as an internal standard to normalize the templates.
(B) Immunoblot analysis of HP6 and HP8 protein levels in plasma. Cell-free hemolymph
samples (1 ul/lane) collected from M. sexta larvae at 24 h after injection of water, E. coli, M.
luteus, or curdlan were subjected to 10% SDS-PAGE followed by immunoblot analysis using
1:2000 diluted antiserum against M. sexta HP6 (left panel) or HP8 (right panel) as the first
antibody. Molecular masses and positions of the protein standards are marked on the left.

FIGURE S3. Effect of recombinant HP6 and HP8 on plasma proPO activation in the
absence of bacteria. Samples of plasma (3 pl) were left untreated or mixed with combinations
indicated of proHP6, proHP6,, bovine Factor Xa, and proHP8. After incubation at room
temperature for 10 min, PO activity was assayed using dopamine as a substrate, as described in
Experimental Procedures. The bars represent mean + S.D. (n=3). Bars labeled with different
letters are significantly different (analysis of variance and Newman-Keuls test, P < 0.05).



TABLE S1 Specific primers used in real-time PCR for antimicrobial genes

Gene ID Forward primer Reverse primer

moricin AY232301 5-TGCTTTCTTTAACCTTTGTCCTC-3' 5-TATTCTAACACAGCCTATAATGCG-3
cecropin BI262670 5-CCGTGTTTTATTCTTCGTCTTC-3’ 5-AATCCTTTGACCTGCACCC-3’

attacin BI262533 5-CGTGTCGAACTTCTTAAAGCC-3’ 5-CCTCTTCCACAACAACC-3
lysozyme S71028 5-GTGTGCCTCGTGGAGAATG-3 5-ATGCCTTGGTGATGTCGTC-3’
gloverin ~ AM293324 5-GCAAGTCGGCAACAATGG-3 5-ACCCTGTCCTGTCAGTTTG-3’

nS3 u12708 5-TGCGTTTCATCATGGAGTC-3 5-TCCTTGCCTGAGAAGTACG-3’




TABLE S2 Mass spectrometry identification of plasma proteins induced after injection of HP6 or HP8

MSMS %

Mascot Peptides coverage Protein
Band Protein Accession # Score matched by MSMS Mass(Da)
HP6-1 attacin-1 gi|67906420 332 4 22 24289
HP6-2 attacin-2 gi|29469969 197 2 14 22137
HP6-2 immune-induced gi|27733419 173 2 15 18195

protein 1(Ild1)

HP6-3 lysozyme gi|233964 221 5 33 14431
HP6-4 gloverin gi|29469967 755 7 56 18433
HP6-5 cecropin B Contig 2488* 105 2 65 3254
HP6-5 cecropin A Contig 5774 141 2 71 2875
HP8-1 attacin-1 gi|67906420 331 5 20 24289
HP8-2 gloverin gi|29469967 229 4 29 18547
HP8-3 cecropin B Contig 2488* 111 2 65 3254
HP8-3 cecropin A Contig 5774* 98 2 71 2875

* M. sexta cecropin A and B sequences are partial sequences obtained from M. sexta
ESTs available at http://entoplp.okstate.edu/profiles/7231contigs.pdf.
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