Table S1

Table S1. Comparison of the amino acid residues at 10 sites in JEV E protein.

Amino acid position in E protein
F K Vv A G H M \Y R D

SA 14-14-2 (Glll, AF315119)

SA 14 (GlIl, U04522) L E | T E Q K A K G
Mie/41/2002 (G, AB241119) L E | T E Q K A K G
Mie/51/2006 (G, AB698905) L E | T E Q K A K G
Hiroshima/46/1998 (GI, AB174873) L E | T E Q K A K G
Toky0602/2005 (GI, AB698908) L E | T E Q K A K G
JaNAr0102.2002.Mo (Gl, AY377577) L E | T E Q K A K G
XJ69 (G, EU880214) L E | T E Q K A K G
GZ56/2006 (GI, HM366552) L E | T E Q K A K G
CH2010.3 (GI, JF499821) L E | T E Q K A K G
K91P55 (GI, U34928) L E | T E Q K A K G
K94P05 (GI, U34929) L E | T Q Q K A K G
2372Thai79 (GI, U70401) L K | T E Q K A K G
B2239Thai84 (GI, U70391) L E | T E Q K A K G
VN105.Mo (GI, AY376468) L E | T E Q K A K G
FU (G, AF217620) L E | T E Q K A K G
Beijing-1 (GlII, AB920348) L E | T E Q K A K G
Nakayama (GlII, AB920347) L E | T E Q K A K G
JaTH160 (GlIl, AB269326) L E | T E Q K A K G
JaTANn1/90 (GlIl, AB551991) L E | T E Q K A K G
GZ042 (Glll, IN381857) L E | T E Q K A K @
JKT6468 (GIV, AY184212) L E | T E Q K A K @
Muar (GV, HM596272) L E | T E Q K A K @
XZ0934 (GV, JF915894) L E | T E Q K A K G
10-1827 (GV, IN587258) L E | T E Q K A K G
K15P38 (GV, MF526903) L E | T E Q K A K G



Table S2

Table S2. Comparison of the amino acid residues at 10 sites in E protein of JEV, West Nile virus, Usutu virus,
Murray valley encephalitis virus, and St. Louis encephalitis virus.

Amino acid position in E protein*
F K \% A G H M \% R D

SA-14-14-2 (AF315119)

SA-14 (U04522) L E | T E Q K A K G
West Nile virus (DQ211652) L E Y T E Q K A K G
Usutu virus (NC_006551) L E | T E Q K A K G
Murray valley encephalitis

virus (NC_000943) L E : T E Q K A K G
St. Louis encephalitis virus L E = T E T T T K G

(NC_007580)

*Amino acid position number in JEV E protein.



Figure S1

E Mie/41/2002 1T ACTGHNCT) TGG ATC ACTTCATIGAAGGAG GTGGAGCEACINTGGGTGGAN TINGT AAGGAGACAGET CIATCA 100
E_M41/SA14142m 1T ACTGHYCT] TGGGEAATC ACTTCATINGAAGGAG GTGGAGCEACINTGGGTGGAN TIGT AAGGAGACAGET CEATCA 100
E_X70934 1 TTEAACTGECTIGGEATGGCGERAATC ACTTCAT@GAAGGA GTGGAGCEACETGGCTGGAMC TEGTGETIEGAAGGAGACA GEETEACIATCA 100
E_X7/SA14142m 1 TTEAACTGECTRGGEATGGCGEAATC ACTTCAT®GAAGGA GTGGAGCIgACIETGGCTGGAMC TEGT GO TIEGAAGGAGACA GEOTEACEIATCA 100
E_Mie/41/2002 101 CIRACGAC CAC C ACAT

E_M41/SA14142m 101 ) “GAC B ( ACAT]

E_X70934 101 C c CAC c ACAT®G

E_XZ%/SA14142m 101 § CGAC CAC c ACAT[EG

E_Mie/41/2002 201
E_M41/SAl4142m 201
E_X20934 201
E_XZ/SAl4142m 201

E Mie/41/2002 301 TGGGGAA

E_M41/SA14142m 301 TGGGGAA AN S GCATTGA
E_X20934 301 TGGGGAA 5| WTIEe AGCATTGACAC
E_XZ/SA14142m 301 TGGGGAA SGGAAAGGEAGCATTGACAC

E_Mie/41/2002 401
E M41/SA14142m 401
E_X20934 401
E_X7%/SA14142m 401

E Mie/41/2002 501
E M41/SAl4142m 501
E_X20934 501
E XZ/SA14142m 501

E_Mie/d41/2002 601
E_M41/SAl4142m 601 )
E_X70934 601 C l ] BT TC G®GAATGGTTC]

E_X7/SA14142m 601 c . | g c CC GEGAATGGTTC]

E Mie/41/2002 701 GAAATAGAG C TGG € AI C CTGTC

E _M41/SA14142m 701 GAAATAGAG. TGG G e

E_X70934 701 GAAATAGAG TGG.

E_XZ/SA14142m 701 GAAATAGAG C TGG. AGGGAGEC
E Mie/41/2002 801 K cc GTGGTGGAGTACTC] CTC | GGTCACC C CTAAAAATGG.
E_M41/SA14142m 801 R GTGGTGGAGTACT(] ! 5 ! ccC CTAAAAATGG

E_XZ70934 801 TGGTGGAGTACT _TC I A cc ( CTAAAAATGG.

E_XZ/SA14142m 801 CC TGGTGGAGTACTC CTC I AL T eleyNe C CTAAAAATGG.

E_Mie/41/2002 901
E_M41/SA14142m 901 TATGGCATGT

E_X70934 901 TATGGCATGT(
E_XZ%/SA14142m 901 TATGGCATGT(

E_Mie/41/2002 1001
E_M41/SA14142m 1001 §

E X270934 1001 d d GG
E_XZ%/SA14142m 1001 ( ( q g GG

E Mie/41/2002 1101 GGA. TEGTEGTTGGAAGAGCEGAGAAGCAGAT] AT S 1200
E M41/SA14142m 1101 GGAAC TEGTEGTTGGAAGAGGEGAGAAGCAGAT] CApY 1200
E_X70934 1101 GGAAC( GTIGTTGGAAGAGGHAG AGCAGAT, CAMIC 1200
E_X7Z/SA14142m 1101 GGAACC GTIGTTGGAAGAGGHG AGCAGAT] CA®C 1200
E_Mie/41/2002 1201 G NG C BCRACINACTTTGAAAG CTC C “AG( CACINGCOTGGGACTT@GGETCCATTGGAGGGGT] 1300
E_M41/SA14142m 1201 A TTTGAAAG ( COTGGGACTT@GGETCCATTGGAGGGGT] 1300
E_X70934 1201 C ) CEACTTTGAAAG! ( . eCo CAC[SGCE¥TGGGACT ATTGGAGGGGT] 1300
E_X%/SA14142m 1201 8 ch CEACTTTGAAAG! C CAG( GTGACACEGCEINTGGGACT ATTGGAGGGGT) 1300
E Mie/41/2002 1301 TGTCETGGAT TGGGEGC 1400
E M41/SA14142m 1301 TGTCRYTGGAT TGGGEGC 1400
E_XZ70934 1301 GEATGTCETGGAT] TGGGRGCE®T 1400
E_XZ/SA14142m 1301 GEATGTC@TGGAT] TGGGAGCE®T 1400
E Mie/41/2002 1401 GGATGGG 1435
E_M41/SA14142m 1401 GGATGGG 1435
E_X70934 1401 GGATGGGTINTCAACGCACGAG. 1435
E_X7/SA14142m 1401 GGATGGGTINTCAACGCACGAGACC 1435

Figure S1. Alignment of the nucleotide sequences of E region of recombinant JEV strains.
Boxes indicate the mutation sites introduced.



Figure S2
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Figure S2. Body weight of mice inoculated with recombinant JEV strains as shown in
Figure 3A.
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Figure S3. Body weight of mice inoculated with recombinant JEV strains as shown in

Figure 6C.



Figure S4
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Figure S4. Body weight of mice inoculated with recombinant JEV strains as shown in

Figure 7B.
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Figure S5. Comparison of amino acid sequences of E protein of GV JEV Muar and
XZ0934 strains.
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