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Appendix A

The reagents for experiments

1. virus isolation

Trypsin versience

- Stock Trypsin (2.5% trypsin)
- Stock versience (1% EDT/ )
- PBS

2. Indirect immunoperoxidase m@no!

0.5%PBST
- 20xPBS ml
- DW o 2yel, 20 ml
- Tween20 ml
4% formalin in 0.5%PBST. ,—_' .

Y J
0.4 38

. i’ ¥

- 40% formalin ml

- 0.5%PBST i

gg[umwﬂmwmm
Bammmmum'mmaﬂ

=0 5°oPBST
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The SDOW-17 (1:300)
- SDOW-17 20 ul
- 1% BSA in 0.5% PBST 6 ml
The mouse IgG conjugate (1:300)

- The mouse IgG conjugate 20 wl

- 1% BSA in 0.5% PBST
substrate for IPMA

- AEC solution ml

- acetate buffer

-30% H,0,
AEC solution

- 3-amino acid-9-ethylcarb; .‘ Z = '. % mg

- Dimethy!l formamide

Acetate buffer “d
-

4 i
- 0.1 M Glacial acetic cid 21 ml

'°*Ms°"'ﬂﬂia&l’mtl°ﬂ‘§w B

3. RNA extraction

o ARaasnIANI NS

- Buffer AVL; containing carrier RNA

2

- AW1 and AW2; two different wash buffers, has significant improved the

purity of the eluted RNA



73

- AVE; RNAse-free water that contains 0.04%sodium azide to prevent microbial
growth and subsequent contamination with RNAses.

4. Reverse transcriptase polymerase chain reaction

QIAGEN® One Step RT-PCR Kit , USA)

- QIAGEN One step RT-PCR Enzyme Mix; Omniscript Reverse Transcriptase,

Sensiscript Reverse Trangel \lan / ar Tag DNA polymerase.

ﬁs are recombinant

lag DNA polymerase is a

Omniscript and  SersisGipl—Re
heterodimeric enzymegse¥p / ‘

modified form of > (deoxynucleoside-

triphosphate : DNA®deqX {f é‘ X .. ), originally isolated

from Thermus aquaticus géxpressedki

- 5xQ-solution; 12.5 mM M I,

A o+ 0

- 5XxQIAGEN One step RT-P€ f’»r et KCL

Y
<T~sﬁ%ﬁf‘i 9 w%’w e

5. P roduct purifi catlo

e QAN T UM INAY

- Buffer PB; guanidine hydrochloride and isopropanol

- Buffer PE; ethanol containing buffer PE
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6. Restriction fragment length polymorphism
Buffer R"; 10mM Tris-HCI (pH 8.5), 10mM MgCl,, 100mM KCI, 0.1 mg/ml BSA
Buffer 2xy" TANGO™; 33mM Tris-acetate, 10mM magnesium acetate, 66mM potassium
acetate, 0.1 mg/ml BSA (pH 7.9 at 37°¢)
2xY" TANGO™
-10x Y' TANGO™
- BSA
1x Y TANGO™

-10x Y’ TANGO™

- BSA

Buffer B'; 10mM Tris-HCI (pH 7
1x NEBuffer3
- 10x NEBuffer3

- 1x BSA

7. lImmunohistochemistry

ﬂ‘NEJ’J‘VIEWITWEW’]ﬂ‘i
”ﬁW’Tﬁﬂ?fﬁmﬂ’l’JWﬁ'}ﬁﬂ

- 30%H

- Tris buffer 150 ml
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IDEXX® ELISA titers to PRRSV and viral titers from PRRSV-infected pigs in 0, 5, 9 and

15 day post inocution.

dpi.

0

5

9

15

No.

Ab(S/P)?

Ab(S/P)*

Ab(s/P)*

Ab(S/P)*

PRRSV’

EU/M
EU/2
EU/3
EU/4
EU/S
EU/6
EU/7
EU/8
EU/9

0.055(-)
0.017(-)
0.122(-)
0.088(-)
0.057(-)
0.031(-)
0.149(-)
0.132(-)
0.046(-)

0.071(-)

0.034(:) %

us/1
us/2
us/3
us/4
us/5
usS/6
us/7
us/8
us/9

0.046(-)
0.021(-)
0.044(-)
0.015(-)
0.027(-)
0.025(-)
0.094(-)
0.090(-)
0.032(-)

Con/1
Con/2
Con/3

0.008(-)
0.034(-)

[T

0
0

T e

-

DS

0.632(+)
0.198(-)

20

10

1.5

10

0.008(-)
0.048(-)

: o 1117
0 |0.0330)
0 | 0.0000)

0.677(+) e

0.866(4)

0.25

10

1:5

10

™

0.009(-)

0

positive control (OD) = 0.524 negative control (OD) = 0.094)

‘S/P2>0.4 positive , S/P < 0.4 negative (S/P; OD sample / OD positive control

"PRRS virus isolation (TCID,,/50 LL1)




The summary gross lesions in other organs of 5, 9, 15 dpi. innoculated pigs.
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No. Gross lesions

EU/2 | Petechial hemorrhage of renal cortex
EU/6 | Lymphadenopathy, inguinal I.n. (2x), Petechial hemorrhage of renal cortex
us/1 Lymphadenopathy, inguinal I.n. (2x)

US/2 | Lymphadenopathy, inguinal I.n. (2x), mesenteric l.n. (3x), diphteritic tonsilitis

/ morrhage of both renal

US/5 | Lymphadenopathy, inguinal |.n
cortex, yellowish liver

Con/1 | -

EUNM Lymphadenopathy,

EU/3 | Lymphadenopathys
EU/7 | Lymphadenopath
USs/3 Lymphadenopathy, ifg ]
us/6 Lymphadenopathy, ingtin ' Bt “u onchial b(2x), pleuritis
US/8 | Lymphadenopathy,ing ‘

Con/2 | - A

EU/5 | Lymphadenopathy, inguinal fé‘m chail I.n (3x)

EU/8 Lymphadenopathy. inguin ﬁ hial [.n (3x)

EU/9 | Lymphadenopal »wumm_..m_...‘..................._..-....-_', , multiple white

I"‘

| g gr
|
) . . ol

pathy, inguinal I.n. (4x), tracheobronefial I.n (4x),

fibrinous pleuritis perﬁoﬁ rica ly
ﬂ ARTRINENg
us/9 Lymphadenopathy, inguinal l.n. (2X), tracheobro nehqial I. n (2x), focahpstechlal

SRARIATU NN INGA 8

Con/3 | Lynphadenopathy, inguinal I.n. (1.5x)

foci in renal cort

US/4 | Dead, Lymphade
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Neutralizing Peroxidase Link Assay (NPLA) from PRRSV-infected pigs in 0, 5, 9 and 15

day post inocution.

dpi. 0

15

No.

NPLA titer

EUNM
EU/2
EU/3
EU/4
EU/S
EU/6
EU/7
EU/8
EU/9

us/1
us/2
us/3
us/4
UsS/5
us/e
us/7
us/8
us/9

Con/1
Con/2
Con/3




02SP2 [US genotype]
464 base pairs

gtgccgttetgttttgctgegetcgecaacgecagcaacagcageteccacttacagttgatttataacctgacg base pairs
cacggcaagacaaaacgacgcgageggttgeggtegttgtcgtcgagggtgaatgtcaactaaatattggactge 1 to 75

atatgtgagctgaatggcactgattgqc acaatift gLt jgagtggagacttttgtcatctttcce base pairs

gtattgactcatatagtct ‘ atittettgacgeagtiggtetaatcactgtg base pairs
; taa *“ T‘uﬁg‘.‘ agattagtgacac 151 to 225

acqctg -ni‘ro ‘tggctgcgctaatt base pairs
gcgacagacacgggaccgacgcgattaa 226 to 300

l!“
caaetttgttctg base pairs
(atatggttgaaacaagac 301 to 375
iF |

gacaccaadggcdagctctategttggeggteggtegteateatagagaa ggtaaagctgaagttgg base pairs
AR TS I Ta g

cacctgatcgacct base pairs
gtggactagctgga 451 to 464

Table by Enzyme Name
Enzyme No. Positions Recognition
name cuts of sites sequence
Haelll 1 386 gg/cc More info
Hincll 1 317 gty/rac More info

The following endonudeases were selected but don't cut this sequence:
M, Sacll

78
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O1NP2 [US genotype]
505 base pairs

Sacll

gttggggaatgcttgacgegdgctectgetegegattgectittitgtagtgtategtgeegttctgtittget base pairs
caaccccttacgaactggcegeccgaggacgagegctaacggaaaaaacaccacatagcacggcaagacaaaacga 1to 75

actgattggctgaaac gcagtag \i atatagtc base pairs
tgactaaccgactttgta { qetctgadaacagtag aca ja gagtatatcag 151 to 225

tcctacggtgecctcaccaccagecat ittcitgdedragtiad Jt cgecggatattac base pairs
aggatgccacgggagtggtggtcagta Jac ,\: Cagatggcggcctataatg 226 to 300

catgggcggtatg :
gtacccgccatac

* ggttg base pairs
aataatccaac 301 to 375

1}

AU INININGING

acaaaga tatgtcctggcgttattcatgmccagatataccaacttigttctggacaccaagggcaagctc base pairs
tgtttcttgacatacaggaccgcaataagtacatgtcuatatggttgaaacagcctgtggttcccgttcgag@f: to 450

ARIANTUUNINGIAY

tatcgttggeggtegeccgtcatcatagagaaagggggtaaagttgaagttggag  base pairs
atagcaaccgccagcegggcagtagtatctetttcccccatttcaacttcaaccte 451 to 505

Table by Enzyme Name

Enzyme No. Positions Recognition

name cuts of sites sequence

Hinell 1 374 gty/rac More info
Sacll 1 20 ccge/gq More info

The following endonucieases were selected but don't cut this sequence:
Haelll, Miul



80

02PB1 [US genotype]
442 base pairs

cgccttttttgtggtacatcgtgecgttctgttttgetgegctegtcagegccagcaacggcageagetcccact base pairs
gcggaaaaaacaccatgtagcacggcaagacaaaacgacgcgagagtcgeggtegttgecgtegtegagggtga 1 to 75

tacagttgatctataacctgacgatatgtgac ‘ 1#' gctgaatgaaagttttgattgggcag base pairs
atgtcaactagatattggactgctatacactcgacttae { Aag@0acttactttcaaaactaaccegte 76 to 150

tggaaacctttgtca Aletagtctecta C acttccttg base pairs
acctttggaaacagtaaad@agqgeacaac rattage gagtc gtggtcagtgaaggaac 151 to 225

atacagtcggtctgaccacogt
tatgtcagccagactggtg@ca:

gtcttgagcagcatctacgecg base pairs
actcgtcgtagatgegge 226 to 300

tatgtgccttagdt
atacacggaatcgac

atgta base pairs
jcgataagtacat 301 to 375

ﬂﬂEJ’J‘VIEJ’VI‘iWEJ’]ﬂ‘i

ccaga ccaacttcattctggacacca caagctctatcgttggcgatcgectgteatcat basepaurs
ggtctatatggttgaagtaagacctgtggtttce gagatagcaaccﬂgcggacagtagta 37

amaﬁﬂimmm@mma 1

Enzyme No. Positions Recognition
name Cuts of sites sequence

Hincll 1 178 gty/rac More info



US-MLV vaccine
603 base pairs

Sacll

atgttggagaaatgcttg@ctgltgclcgcaattgcttlctttgtggtglatcgtgccgttctgttlt base pairs
tacaacctctttacgaactggegeccgacaacgagegttaacgaaagaaacaccacatageacggceaagacaaaa 1 to 75

acaacugacgclatgtgagctg base pairs
atgttgaactgegatacactegac 76 to 150

, F A - ’
aalgpcacagatigectagllaag gfgcaptgpdpagtl ccclmgaclcac base pairs
taccgtgtetaaccgategat : ] iggocaaaactgaglg 151 to 225

attgtcteetatggtgeccteactaccagecs
laacagaggataccacgggagtgatgglcg

agtcactgtgtcetaccgecggg base pairs
gaaatcagtgacacagatggeggccce 226 to 300

rp
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Hincll
tttgttcacggec glatglcct‘ucalctacgcggtugtMlggclgdgtt aan cticgtcall base pairs
ﬁ“’ﬂ‘ﬁi 9 Wﬁ’ﬂﬁ Wﬁ"gfﬁ S

AIIuI

agglttgcaaagaattgcalgtcctggcgclEcgcg?taccagatataccaaotttcttctggacactaagggc base pairs
lccaaacgtitcttaacgtacaggaccgegatgcgcacatggtctatatggttgaaagaagacctgtgatteecg 376 to 450

ggactetategtiggeggtegectgteatcatagagaaaaggggcaaagttgaggiegaaggtcatetgatcgac base pairs
cclgagatageaaccgecageggacagtagtatetettttcecegttcaactccagettccagtagactagetg 451 to 525
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ctcaaaagagttgtgcttgalggttccgtggcaacocctgtaaccagagtttcagcggaacaatggggtcgtoct base pairs
gagittictcaacacgaactaccaaggeaccgttggggacattggictcaaagtegecttgttaceecageagga 526 to 600

tag base pairs
atc 601 to 603

Table by Enzyme Name

Enzyme  No. Positions

name cuts of sites
Hincll 1 359
AMhad 1 407
Sacll 1 23

The following endonuclea
Haelll

¥
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01CB1 [EU genotype]

479 base pairs

ctcgactaccaatacatatataatttgacgatatgcgagctgaatgggaccgectggcetgtccgaccatttttat base pairs
gagctgatggttatgtatatattaaactgctatacgctcgacttaccctggeggaccgacaggetggtaaaaata 1 to 75

tgggcagtcgagacttttgtgctctacceca i Aca actgggtttccttacgacaagecac base pairs
acccgtcagctctgaaaacacgagatg J400tdagagagt acccaaaggaatgctgttcggtg 76 to 150

ttecttgacgegeteggecteg ‘f gt g —.‘. a ctcagcagcgtg base pairs

aaggaactgcgcgagegg@agcgtcgatatagacas - gecatgcatgagtegtegeac 151 to 225

Hae]l lag,

ogcacthgtgegctagddicg i gcatatittgteateegictdtcasseatigtatagcttgecgetat base pairs
atgccgcgaacacgcegategtcggaa : ‘\- acataccgaacggcgata 226 to 300

gctegtacccggttcaes ';,‘5‘ aatagtggtg base pairs
cgagcatgggcecasa ; eagaggttatcaccac 301 to 375

J

AUYININTNYINT

gaaaaaﬂggtaaagctgttgtcggcagcaaccttgncaccatcaaacatgtigt:ctcgaaggagtaaaagct base pairs
ctttttaacccatttcgacaacagccgtcgttgg cagtggtagtttgtacag@eaagagcttectcattttcga 876 to 450

ARIANNIUAR1INETRE

caacccttgacgaggacttcggccgagea base pairs
gttgggaactgctcctgaageeggetegt 451 to 479

Table by Enzyme Name
Enzyme No. Positions Recognition
name cuts of sites sequence
Haell . 2 233250 rgege/y More info

The following endonucleases were selected but don't cut this sequence:
Clal, Psil



O02RB1 [EU genotype]

498 base pairs

ggcaacggcaacagcetcgacataccaatacatatataacctgacgatatgcgagetgaatgggaccgectggetg base pairs
ccgttgecgttgtcgagetgtatggttatgtatatattggactgctatacgctcgacttaccctggeggaccgac 1 to 75

fteeatggegggeggtac base pairs
\C “taaggtaccgeecgecatg 151 to 225

.
Hacll

gtactcagcagegtgtadggcdedta Jegct o g cgtgctgtcaaaaattgt base pairs
catgagtcgtcgcacatgcc@cgaagacgceg Yee "gaaa -.,\ dggcacgacagtttttaaca 226 to 300

atggcttgecgetatg ; <C (ﬂ 0gtggagg base pairs
e u’uf?;lg gtagccacctee 301 to 375

J

AUYININTNYINT

tctccaataal_;gtggaaaaattgggtaaagctg%tcggcagcaaccttgtcaccatcaaacatgttgﬁctc base pairs
agaggttatcaccacctttttaacccatttcgacaatagecgtegttggaacagtggtagtttgtacaacaagaq®76 to 450

RN AATINETR Y

gaaggagtaaaagctcaacccttgacgaggacttcggccgagcaatgg base pairs
cttccteattttcgagttgggaactgetectgaagecggetegttace 451 to 498

Table by Enzyme Name
Enzyme No. Positions Recognition
name cuts of sites sequence
Haell 2 248 265 rgcge/y More info

The following endonucleases were selected but don't cut this sequence:
Clal, Pstl

84



O3RB1 [EU genotype]

484 base pairs

Ctcgactaccaatacatatataatttgccgatatgtgagctaaacgggaccgectggetgtecgaccatttttat base pairs
gagctgatggttatgtatatattaaacggctatacactcgatttgecctggeggaccgacaggcetggtaaaaata 1 to 75

gcagcgtg base pairs
agagtcgtcgcac 151 to 225

ttttgcgtttgtgcattagdagegetigeatytt fa s Jaattgtatggcttgecgttat base pairs
daaacgcaaacacgtaa (¢l , a ‘ dacataccgaacggcaata 226 to 300

gcccgtacccgg i'
cgggcatgggccaaafe

tagtggtg base pairs
ggtatcaccac 301 to 375

ANENINEINg

gaaaa acgtcggcggcgaccttgtac aacatgttgtcctcgagggagttaaaget base pairs
Ctttttaatc tttcgactgcagccgccgctggafgtggtagtttgtacaa agctcectcaatttcga @ to 450

QW’]Mﬂ‘iﬂJﬂJVI']'JVIEJ’]ﬂEJ

Caacccttgacgaggacttcggccgageaatggg base pairs
gttgggaactgctcctgaagecggetegttacce 451 to 484

Table by Enzyme Name
Enzyme No. Positions Recognition
name cuts of sites sequence
Haell 1 250 rgcgcly More info

The following endonucleases were selected but don't cut thi uence:
Clal, Psi S “
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02BR1 [EU genotype]

496 base pairs

accgaatggttatc base pairs
Caacggcaccagctcgacataccaatacatatataatttgccgatatgegagctgaatggg
gttgcgcggtggtcgagctgtatggttatgtatatattaaacggctatacgctcgacttaccctggcttaccaatag 1to 75

t ggcggtatgt base pairs
e dCatag “taaacaaccggecgecataca 151 to 225
gtgttgctcagtaaaaaaacty agtcag. g ggccg

cadcgticats teagtactgcaaaaaatttcat base pairs
geteageageatctacggcgtitghocitfcaeadegticata roctges
cgagtcgtcgtagatgccgeadacaggaa gcaagcatacaaaacaataggeacgacgttttttaaagta 226 to 300

- Ilng- e

N 0L Ot o e e aaaaamaaRaTetb T aatc base i
cctgcecgttatd {_ilelaaeleinanTaa-iTa hg
gggga%gggcaata agiabctaccttcag 301 to 375

.||
|
]

_ AAngnaNenng.

gggtcatc. tctttttaacccgtttcggcttcag?gccgttggaacagtggcagmgtacagcaggaact 376 to 450

RINNINANINEIAY

aggggttaaagctcaacccttaacgaggacttcggecgageaatgg base pairs
tccccaatttcgagttgggaattgctcctgaagccggctcgttacc 451 to 496

Table by Enzyme Name

Enzyme No. Positions Recognition

name cuts of sites sequence

Clal 1 364 at/cgat More info
Psil 1 202 ctaca/g More info

The following endonucleases were selected but don't cut this sequence:
Haell
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EU-MLV vaccine
432 base pairs

galggcaacggcaacagctcgacataccaalacatalataacllgacgalatgcgagctgaatgggaccgactgg base pairs
claccgttgccgnglcgagclgtaIggttatgtalalallgaaclgclatacgclcgacttaccclggctgacc 1to75

Actcatatectelcactgggt base pairs
geaacegtoagtataggagagtgaccca 76 to 150

mctcacaacaagccattilmg o (Stdodcodl 8 ' Lettgacegocgg base pairs i
aaagagtgtigticgglaaaa agecag Cegepacalagoidic dletlaaacaaccgeccgee 151 to 225

Haell J

Pstl
{ligteatcegtgetgetaaaaat base pairs
atacalgag:xcglcgcagatgccgcgaa_ FCp ‘ daaacagtaggcacgacgattttta 226 to 300

r§
|
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aagtclccaataglggtagaaaaattgggcaaagccgaaglcgacggcaacctcgtc base pairs
tlcagaggttatcaccatctttttaacccgtttcggcttcagctgccgttggagcag 376 to 432

Table by Enzyme Name

Enzyme No. Positions Recognition

name cuts of sites sequence

Clal 1 369 at/cgat More info
Haell 2 194251 rgegely More info
Psil 2 207 238 ctgeal/g . More info

Every enzyme analyzed cuts this sequence.
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