SUPPLEMENTAL INFORMATION

EXPERIMENTAL PROCEDURES

DNA manipulations- For the construction of the
S. pyogenes mutants, DNA manipulations
including DNA preparation, amplification,
digestion, ligation, purification, analysis by
agarose gel electrophoresis and Southern blot
analysis were performed according to standard
techniques (1,2). Synthetic oligonucleotides
(VBC-Biotech Services, Vienna, Austria) were:
OLEC120,
AATATTGGATCCTCGTTCAGCACAATCTA
TTGCGTC,; OLEC123,
AATCTAGAATTCTTCATTGAGACTCCTTA
GTTC; OLEC143,
TTTGAAGGTACCAAGGTTTACCTCCTTAT
CTAATAAG; OLEC144,
TTAGTTGGTACCTAATCTATTTAGCATCT
CTATGTG; OLEC248,
TACTTAGGATCCTGAGTATTATCGGATGT
ACGTTAG; OLEC249,
AACTAAGGTACCGTCCTTCATACCTTTTT
ATCATTC,; OLEC250,
TACTTAGGTACCTAGGACTGGTTCAAGA
GATAAGCA; OLEC251,
TATAGTGAATTCCAAACTGTTTCAGCATA
CGAAGTG. Sequencing reactions were
performed at VBC-Biotech Services.

Quantification of Mx2 and IFN-Z gene
expression by quantitative RT-PCR (gRT-PCR)-
cDNA was used to amplify Mx2, IFN-B and

GAPDH  (housekeeping gene used for
normalization) qRT-PCR was run on iCycler
(BioRad, Hercules, CA, USA) using cDNA. The
following primers were used: for Mx2, Mx2-fwd
5 -CCAGTTCCTCTCAGTCCCAAGATT -3/,

and Mx2-rev 5°-
TACTGGATGATCAAGGGAACGTGG  -37;
for IFN-B, IFN-beta-fwd 5-

TCAGAATGAGTGGTGGTTGC -3° and IFN-
beta-rev 5° GACCTTTCAAATGCAGTAG
ATTCA 3°; for GAPDH, the housekeeping gene
used for normalization, GAPDH-fwd 5’-
CATGGCCTTCCGTGTTCCTA -3, and
GAPDH-rev 5’- GCGGCACGTCAGATCCA -
3’. Amplification of DNA was monitored by
SYBR Green (Molecular Probes, Eugene, OR,
USA) (3).
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