&H2

PCR Primer—R%& 98/11/15

Name 1] na nt {Sequence

5" UTRPCR

HRICI-1 s' UTR 24-43 15t sence 205" - ACT CCaA CC TAG TC ACT CC -3
HRIC1-2 5" UTR 246-225 [1stanusence 20[(s"- AAC ACT AC CGG TA GCA GT -3’
HRIC21 5' UTR 63-82 |2nd sence 20[5°- TTC ACG CA AAA CG TCT AG -3
HRIC2-2 5' UTR | 188-207 |2ndantisence | 205 - GTT GAT CC AGA AG GAC CC -3°
EnV1 PCR

HRIC34-1 Env 1283-1304 |1st sence 22|5- GGG ATA TG TG A GA ACT 6G6G6T -3"
HRIC24-2 EnV 2213-2231 |1st antisence 1915"- ACS €CCC CC ACR AC ATC C -3’
HRIC311 Env 1334-1353 |2nd sence 2015°- TAC TCC GG TCC AC AAG CC -3’
HRIC25-2 EnV 2070-2090 |2nd antisence 21(5"-TG6GC TTC CG AAG AA TCC GTEG -3
En\a",fCR

:RI L.'3'5-1 EnV 2531-2550 |1st sence 20(5'-GG6A TGA TG TG6C GA TAG CC -3’
HRIC27-2 EnV 3302-3321 [1st antisence 205" - ACC CAA GA GAT TC CCC AC -3
HRIC36-1 EnV 2564-2583 |2nd ence 205'- CCT TAG AR ACC GG TGG TC -3
HRIC28-2 Env 3273-3292 [2nd antisence 2015 - TGT CYG CC ccc GG TGA TG -3°
Env4 PCR

HRIC32-1 EnV 1813-1832 |1st sence 20 (5’ TG CCC GC TTG AG GTG TG -3’
HR1C23-2 EnV 2761-27B0 {1st anusence 2015'- CCG CAC GA GCG ce ATC TC -3’
HRIC33-1 Env 2002-2021 |2nd sence 20(5°-TTC ACC AA ACG GC GGG GG -3
HRI C26-2 Env 2648-2667 |2nd antisence 201'-CCYT GCC Y7 GAT TA CCA GG -3’
EnV5 PCR

HRI C34-1 EnV 1283-1304 | 1st sence 22|58’ GGG ATA TG TG A GA ACT GGT -3’
HRI773-2 Env 2761-278B0 |1st antusence 20|s"- CCG CAC GA GCG cc ATC TC -3°
;Zl c3r EnV 1334-1353 (2nd sence 201 - TAC TCC GG TCC AC AAG (C -3’
HRi C26-2 Env 2648-2667 (2nd antisence 20i5'- CCT GCC ¥T GAT TA CCA GG -3’
NS5 PCR

55PDV NSSA | 6B820-6839 |1stsence 18{5'- CCG GAT GT GCA TG CTC AC -3
SASRAW NSS5A 7171-7131 {1st anusence 19 |5' GTG CCC AT TGG CA ACG CTG -3’
SSTDV NSSA | 6848-6862 j2nd sence 21|5°- TCA CCG AC cCcT TC ATA TTA -3
SIASPKR NS5A | 7136-7156 {2ndantsence | 20(5'- GTT TTC GC GG A CT CCG CCG -3




EF13

nested RT-PCR;%

ZE30wlor 100

‘

BESIH
WL B G
1st PCR
94°C Zmin
94°C 30sec 4
55°C 30sec J 35cycles
72°C  Zmin
72°C  5min

4°C  over night

\

2nd PCR
94°C Z2min
34°C 30sec
55°C 30sec J 30cycles
72°C  Zmin
72°C  5min

4°C over night



B4

Sequence Pomer — k¥ 98/11/15

Name Fr-30 na nt |Sequence
S’ UTRPCR
HRIC2-1 5’ UTR 63-82 sequencefl 2058 - TTC ACG CAG AAA GCG TCT AG -3
Env1 PCR
HRIC31-1 Env 1334-1353 | sequencef 2015 - 7TAC TCC GGA TCC CAC AAG CC -3
NS5 PCR
SSTDV NSSA 6848-6869 setjuenced 21|5"- TCA CCG ACC CCT CTC ATA TTaA -3’
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(No1)
#16

5" UTRPCR

R —
#98.03.17-0000

Fy—
W o5.01.08-0000

HR7
(No2)

5" UTRPCR

A
.&8.07.08-%81 1
WA 98.01.08-F6872
AT 97.05.16-F5380
17T 97.04.23-F6416

IT 98.03.24-F6434
ME-0000




B8 (No3)

5" UTR PCR

Fy -
BR08.03.11-F7589
N
PR 28.04.14-F7590

d?98.02.03—F7633
8.02.23-F7634

®RO7.11.10-F7635
@ 03.02.12-F7636
e97.10.01-F7637

98.07.24-F7638
&B57.12.01-r7639
8598.04.22-F7640
@97.12.10F764]
ME-GO00

(Nc4)
LY

5" UTR PCR

Iy —
% 98.03.11-F7589
K —
BM98.04.14-F7590

c
ERO8.02.23-F7634

®&RO07.12.10-F7641



EFH0
EnV1 PCR

A
@B 95.07.08-F6811

AT 97.05.16-F5980
TT97.04.23-F6416

IT98.03.24-F6434

| ME-0000
WO 03.11-F7589
| Wm9804.14-F7590

'98.02.03-F7633

-L938.02.23—F7634
.27.1 1.10-F7635
SNE W C3.02.12-F7636

M57.10.01-F7637

q:§8.02.24~F7638

WwO7.12.01-F7639
Wm08.04.22-F7640

| mm57.12.10-F7641

(No5)



HHH1
(Nob)

EnV1 PCR

R 98.07.08-F681"
m%\@.oa.w 1-F7589
w8 5504.14-c7590

D
BRO7.11.10-F7635
@ 08.02.12-F7636
@97.10.01-F7637

208 .02.24-F7638

%7.1 2.01-F7639

g 98.04.22-F7640

BY7.12.10F764

AT 97.05.76-F5980
f (798.03.24-F6434




B2

NS5 PCR

-%8.07.084-'681 1
SRR AT 07.05.16-F5980
B TT97.04.23-F6416
3 |7 08.03.24-F6434
[ ME-0000
B vl 'S 03.11-F7589
Q55 041477590
PR 58.02.03-F7633
Bwmos.02.23-F7634

=;27.11.10-F7635

8.02.12-F7636

| =
B g o7.10.01-F7637
ey I§8.02.24-F7638
R O7.12.01-F7639
| W08.04.22-F7640
BEY7.12.10-F7641

(No7)
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5’ UTRD F#its

[GENETYX: Eveolutionary tree]
Date 1998 11 15
Method: UPGMA

0 0000 98.,02.24-F7638

L SA I

87 12.01-F7639
gloooo
0.0023/

|
Y]
-]

.02 12-F763¢6

0 0052
20

-
0.0000 waw 98 04.22-F7640
0

AT 97 05.16-F5980
0000

|

0.0029

o8 98.07 0B-FE811

0 0052
0.0067

e
0.0000 g 98.03.11-F7589-1

0 0000{ .
L-T___
& 58.03.11-F7589-2
0.0000

o

¥R 98.03.17-0000
G{0000

0.0083 D
0]0000 wmm 97.11 10-F7635

oesz| T
W c7 10 01-F7637

o

¢ 0000
0,032

C
0. 0052 W 98 02 23-F7634-1

[ 8

-

7634-2

|

[
| oe o2

0 0052

TT 87 04 23-F6416

98 02 03-F7633

0 0622
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i (19984E11 A 16 AREHIBH) 125 X BRI 1 — P CRLAMENT RICFEE
UL7-BER (ERERRRE) DLW ToORERESH L RITET,

1. MHRBRE Ry
AIAI ORI I A T 19984 11 A 24 H 17 |- = /v > iF & 1SR ZE L F L7
(199843858, R3ALLH. E3B13H. R3FLI8H. M3H27H. FM3H31H. [F4A
3M. W4R878., B4R 148, R4H218. F4A24F. F4A27H. R4A30H. F55E2
B, BSATH) .
2. HIk
HirEEAES T UTR, NSSAMEES LU/~ (Zenvelop (EnV) 7&EnVIOIZDWRT
nested RT-PCRZE{TWE L2 (Primer®R1ZHD

PR, < /L DRI I998EIH L H O AT UTR, EnVY, Envid, NS3AL:
THOME & BPCREBE T, 199843 A 17 H ORIRAINSSASUE % B 7 2T O gl 7851
EhDELE (BEEI~) . LiaA- T, TS ORI EZ S 5 ilsequence Primer 2 1
L TTRAEEORTETT L ELT,

2) AH8i3ER $ﬁJIL7b\ :bi’lt&* /b Ao SR AR U Tz op D CA
F®EE = A rm m & B/ AN BLUHRIGCH
FraBE I A3MF (TT. AT, STOHR) « HEWASTE A@ﬁ‘-ﬂdfﬁﬂi 2 DWW TR
Ay ELE, 2L, &?—S Ao, &‘é o TTE fuidGenotype2aTH - 7272w, B o 5H
Rl - /v (Genotypelb) c’;ﬁméf’&bEnVY EnvV10, NSHADSequenced il
AT WERATLRE (F2, MI~8) , 1B, &ﬁmt&%kwwﬂu TNT O
#HHPCR (-) TLTZ.

3) Homolgy O bV Uk EIIC 2B SN 2 1 TV 5 Genotype 1D D 3L

(H(;—J4—91‘ HCV-BK.HPCHUMR. HCV-I.HPCICG) ZinA THeatL EL /2,

ﬁé AD19984F3ASH £ 19983 17H o&{kiz5” UTR. EnVY7. EnV10&
HEH OHomologyid100% —8TUL /=, I T, ﬁz’f /D& Sequencers B4
100% & LT EfTWELE (&3 .

R IE DS UTROHomologyid93.8% ~100% TL /=, EnV7i391.5%~100% TL

7. EnV101383.0%~99.3% TL 7=, NSHAIZ84.0% ~92 2% TLI. BRIKIZE S TH

ke
S O Homology 3 B2 > TWhE LM, LWIh @Aﬁibi%né/u h"f ADIRE




EHRE R WHERTL =,
4.
\"_)_, e D
_a‘f ADHCV D —ERDSequencess R IJQRS A RIS WERENEBONE
Leht, SRDZERMSHomology DA TIIBRE S WETAZ S TEE A, O

BRBEXRCHIREIDLEEEZASNET,



