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Supplemental Figure S1.

(a and b) Screening and optimization of the BiFC assay to determine vPIC component interactions.

Each indicated combination of the expression plasmids were co-transfected into 293T cells by

the calcium phosphate method and single samples were assessed by flow cytometry.

The negative control (Neg. Cont.) consisted of non-transfected cells, and the positive control (Pos. Cont.)
comprised cells co-transfected with p65-mKGN (pCONT-1) and p50-mKGC (pCONT-2) expression plasmids.
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Supplemental Figure S2.

Confirmation of ORF18 truncated mutant protein expression.

Each indicated combination of the expression plasmids were simultaneously and independently
co-transfected in order to conduct a BiFC assay (as described in Fig. 2) and a Western blot
(described here). The co-transfected cells were lysed and subjected to Western blotting

using anti-mKGN primary antibodies. An antibody that recognizes actin (anti-actin) was used
as a loading control. The original blotting data are shown in Supplemental Figure S5.
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Supplemental Figure S3.

(a) BiFC assay of ORF18 block alanine-scanning mutants (ASC1mut-ASC14mut). Each mKGN-ORF18 block alanine-scanning
mutant expression plasmid was co-transfected into 293T cells with ORF30-mKGC. The 293T cells were transfected with a
lipofection method and three independent samples were assessed by flow cytometry. The negative control (Neg. Cont.) was
non-transfected cells and the positive control (Pos. Cont.) comprised cells co-transfected with p65-mKGN (pCONT-1) and
p50-mKGC (pCONT-2). Each bar and error bar indicate the average and standard deviation, respectively.

(b) Protein expression of each ORF18 block alanine-scanning mutant (ASC1mut-ASC14mut). Each mKGN-ORF18 block
alanine-scanning mutant expression plasmid was co-transfected into 293T cells with ORF30-mKGC. The samples were subjected
to Western blotting using anti-mKGN primary antibody. An antibody that recognizes actin (anti-actin) was used as a loading control.

The original blotting data are shown in Supplemental Figure S5.
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Supplemental Figure S4.

S4. Protein expression of each ORF18 single alanine mutant. Each indicated combination of the
expression plasmids were simultaneously and independently co-transfected in order to conduct

a BiFC assay (as described in Fig. 4b) and a Western blot (described here). The cells were lysed
and subjected to Western blotting using anti-mKGN primary antibodies. An antibody that recognizes
actin (anti-actin) was used as a loading control. The original blotting data are shown in Supplemental
Figure S5.
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Supplemental Figure S5

Original Western blotting data (X-ray film) of Supplemental Figure S2, S3, and S4.
(a) Original anti-mKGN blotting data of Supplemental Figure S2 upper panel.

(b) Original anti-actin blotting data of Supplemental Figure S2 lower panel.

(c) Original anti-mKGN blotting data of Supplemental Figure S3b upper panel.

(d) Original anti-actin blotting data of Supplemental Figure S3b lower panel.

(e) Original anti-mKGN blotting data of Supplemental Figure S4 upper panel.

(f) Original anti-actin blotting data of Supplemental Figure S4 lower panel.
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Supplemental Figure $10

Original Western blotting data (X-ray film) of Figure 5b

(a) Original anti-FLAG blotting data of Figure Sb upper panel.
(b) Original anti-Stag blotting data of Figure 5Sb Middle panel.
(c) Original anti-FLAG blotting data of Figure 5b lower panel.



Supplemental TABLE S1: Primers for construction of expression plasmids

Plasmid name

Primer name

Primer sequences (5' > 3')

[VPIC components |
Ph-ORF18-mKGN
Ph-ORF18-mKGC
ph-mKGN-ORF18
ph-mKGC-ORF 18
ph-ORF30-mKGN
ph-ORF30-mKGC.
ph-mKGN-ORF30
ph-mKGC-ORF30
ph-ORF24-mKGN
Ph-ORF24-mKGC
ph-mKGN-ORF24
ph-mKGC-ORF24.
ph-ORF31-mKGN
ph-ORF31-mKGC
ph-mKGN-ORF31
ph-mKGC-ORF31
Ph-ORF34-mKGN
ph-ORF34-mKGC
ph-mKGN-ORF34
ph-mKGC-ORF34
ph-ORF66-mKGN
ph-ORF66-mKGC.
ph-mKGN-ORF66
ph-mKGC-ORF66.

[Expression control plasmids]
pClnco-mCherry

[ORFIS single mutants]
ph-mKGN-ORF18-P14A
ph-mKGN-ORF18-G15A
ph-mKGN-ORF18-L19A
ph-mKGN-ORF18-L24A
ph-mKGN-ORF18-L29A
ph-mKGN-ORF18-E36A
ph-mKGN-ORF18-L37A
ph-mKGN-ORF18-R38A
ph-mKGN-ORF18-H41A
ph-mKGN-ORF18-L44A
ph-mKGN-ORF18-P156A
ph-mKGN-ORF18-R158A
ph-mKGN-ORFI18-L159A
ph-mKGN-ORF18-C166A
ph-mKGN-ORF18-L167A
ph-mKGN-ORF18-W170A

ph-mKGN-ORFI8-G171A

S2_EcoRI-kshvORF18
As(stp)_kshvORF18-Notl
As2(Nstp)_kshvORF18-Notl
S2_EcoRI-kshvORF30
As(stp)_kshvORF30-Notl
As2(Nstp)_kshvORF30-Notl
S_BamHI-kshvORF24
As(stp)_kshvORF24-HindlIIl,
As2(Nstp)_kshvORF24-HindIIl
S2_EcoRI-kshvORF31
As(stp)_kshvORF31-Notl
As2(Nstp)_kshvORF31-Notl
S_Xhol-kshvORF34
As(stp)_kshvORF34-HindIIl
As2(Nstp)_kshvORF34-HindIll
S_Xhol-kshvORF66
As(stp)_kshvORF66-HindIIl
As2(Nstp)_kshvORF66-HindIIl

S_EcoRI_mCherry
As(stp)_mCherry_Sall

S_1_KSHV_ORFI8_P14A
As_1_KSHV_ORFI8 P14A
S 2 KSHV_ORFI8 GISA
As_2_KSHV_ORFI8 GI5A
S_3_KSHV_ORFI8_LI9A
As_3_KSHV_ORFI8 LI9A
S 4_KSHV_ORFI8_L24A
AS_4_KSHV_ORFI8_L24A
S_5_KSHV_ORFI8_L29A
As_5_KSHV_ORFI8_L29A
S_6_KSHV_ORFI8_E36A
As_6_KSHV_ORFI8_E36A
S_7_KSHV_ORFI8_L37A
As_7_KSHV_ORFI8_L37A

S 8 KSHV_ORFI8 R38A
As_8_KSHV_ORFI8_R38A
S_9_KSHV_ORFI8_H41A
As_9_KSHV_ORFI8_H41A

S 10 KSHV_ORFI8 L44A
As_10_KSHV_ORF18_L44A
S_11_KSHV_ORFI8_P156A
As_11_KSHV_ORFI8 PI56A
S_12_KSHV_ORF18_RI58A
As_12_KSHV_ORFI8 RI58A
S_13_KSHV_ORF18_LI59A
As_13_KSHV_ORFI8 LI59A
S_14 KSHV_ORF18 CI66A
As_14_ KSHV_ORFI8 C166A
S_15_KSHV_ORFI8_L167A
As_15_KSHV_ORFI§ LI167A
S 16 KSHV_ORFI8 WI170A
As_16_KSHV_ORFI8 W170A
S_17_KSHV_ORFI8_GI7IA
As_17_KSHV_ORFI8_GI7IA

catcGAATTCgatgeteggaaaatacgtgtgtgagac
taaGCGGCCGCttaaaccgegtigtigttaaac
gGCGGCCGCaacegegtigtigttaaac
atcGAATTCgatgggtgageeagtggatectggac
1gaGCGGCCGCteatttcgeaceggtgictag
22aGCGGCCGCtttegeaceggtatetagge
catGGATCCatggcagegetogagge
ctaaAAGCTTttagaccageggacggacgeaac
gteAAGCTTgaccageggacggacge
catcGAATTCgatgtcacaaaacagaaagactetgeetge
tagGCGGCCGCotacgtatctticgtigatageatg
acgGCGGCCGCegtatctitegttgatageatg
cattCTCGAGaatgttgetitgagetege
ctaaAAGCTTttagagttggtteagtecattctee
actcAAGCTTgagttggttgagtccattcte
cattCTCGAGaatggecctggatcageget
ctgaAAGCTTtcaggaggaacacticeegeaacag
cteceAAGCTTggaggaacactteccgeaac

catcGAATTCgatggtgageaagegegag
tagGTCGACctacttgtacagetegtecatg

cegetgageGCAgggettaggaggctcatg
ctaageeeTGCgeteageggcteggtcte
ctgagecegGCGettaggagecteatgtgg
ctectaagCGCegggetcageggeteggte
5CC:
gecacatGGCectoctaageceegggcte
gtggegetttGCAcaaaataagaatttaaatac
cttattttgTGCaaagegecacatgageete
gaatGCAaatacattccacgeccaag
cgtggaatgtattTGCattcttattttgcaaaaag
cattccacgeccaaGCActgegttttattcatttg
cagTGCttgggegtggaatgtatitaaatic
ccaagagGCCcgttttattcatttggtic
gaataaaacgGGCctettgggegtagaatg
caagagetgGCTtttattcatttggttcte
gaataaa AGCcagctctigggegtegaatg
gtittattGCAttggtictetgeaggatg
gagaaccaaTGCaataaaacgeagetettg
catttggttGCCtgcaggatgtacaatttc
catectgeaGGCaaccaaatgaataaaacg
gtgtgeteGCAtgeaggetgetectigeg
cagectgeaTGCgageacacttcecagattaaac
cetgeGCTetgetectigeggeggge
cgcanggageagAGCgeaggggageacacttce
cetgeageGCGeteettgeggegggctac
cgeaaggagCGCectgeaggggageacactic
gectacGCActegccttitgggecage
caaaaggegagTGCgtagecegecgeaaggag
gectactgeGC Tgecttttggggeagegatg
caaaaggcAGCgeagtageccgeegeaag
cgectttGCAggeagegatgaacacgaac
categetgecTGCaaaggegaggcagtagee
cgecttttggGCCagegatgaacacgaacg

categetGGCecananggegaggeagtag

Plasmid name

Primer name

Primer sequences (5'=> 3)

[ORFI8 ASC mutants]
ph-mKGN-ORF18_ASCI

ph-mKGN-ORF18_ASC2
ph-mKGN-ORF18_ASC3
ph-mKGN-ORF18_ASC4
ph-mKGN-ORF18_ASCS
ph-mKGN-ORF18_ASC6
ph-mKGN-ORF18_ASCT
ph-mKGN-ORF18_ASC8
ph-mKGN-ORF18_ASC9
ph-mKGN-ORF18_ASC10
ph-mKGN-ORF18_ASC11
ph-mKGN-ORF18_ASC12
ph-mKGN-ORF18_ASC13

ph-mKGN-ORF18_ASC14

[ORF18 truncated mutants]
ph-mKGN-ORF18A1

ph-mKGN-ORF18A2
ph-mKGN-ORF18A3
ph-mKGN-ORF18A4
ph-mKGN-ORF18A5
ph-mKGN-ORF18A6
ph-mKGN-ORF18A7
ph-mKGN-ORF18A8
ph-mKGN-ORF18A9
ph-mKGN-ORF18A10
ph-mKGN-ORF18A11

ph-mKGN-ORF18A12

ph-mKGN-ORF18A13

S mml EcoRl KSHV ORFI8
S mm2 KSHV ORFI8
As mm2 KSHV ORFI8
S mm3 KSHV ORFI8
As_mm3_KSHV_ORF18
S_mm4_KSHV_ORF18
As_mm4_KSHV_ORF18
S_mm5_KSHV_ORFI8
As_mm5_KSHV_ORF18
S_mm6_KSHV_ORF18
As_mm6_KSHV_ORF18
S_mm7_KSHV_ORFI8
As_mm7_KSHV_ORF18
S_mmg KSHV_ORFI8
As_mm8_KSHV_ORF18
S_mm9_KSHV_ORFI8
As_mm9_KSHV_ORF18
S mml0 KSHV ORFI8
As_mm10_KSHV_ORF18
S_mml1_KSHV_ORFI8
As_mml1_KSHV_ORFI8
S_mml2 KSHV_ORFI8
As_mml12_KSHV_ORFI8
S_mml3_KSHV_ORFI8
As_mml13_KSHV_ORF18
S_mml4_KSHV_ORFI8
As_mml14_KSHV_ORF18

S_EcoRI_d1_KSHV-ORFI8
S_d2 KSHV-ORF18-2
As_d2_KSHV-ORFI8-2
S_d3_KSHV-ORF18
As_d3_KSHV-ORFI8
S_d4_KSHV-ORFI8
As_d4_KSHV-ORFI8
S_d5_KSHV-ORF18
As_d5_KSHV-ORFI8
S_d6_KSHV-ORF18
As_d6_KSHV-ORFI8
S_d7_KSHV-ORF18
As_d7_KSHV-ORFI8
S_d8 KSHV-ORF18-2
As_d8_KSHV-ORF18-2
S_d9_KSHV-ORFI8
As_d9_KSHV-ORFI8
S_d10_KSHV-ORF18
As_d10_KSHV-ORF18
S_dl1_KSHV-ORF18
As_dl1_KSHV-ORFI8
S_d12_KSHV-ORF18
As_d12_KSHV-ORFI8

As(stp)_Notl _d13_KSHV-ORF18

[Sub-cloning into 2xS tag expression plasmids]

pClneo-2xS-ORF18 WT/mut

S_EcoRI_ORF18
As_ORFI18(stp) Mlul

5C *¢
CAGCGettaggageGCCatgtegcectttttgca *b
ctectaagCGCTGCgeteagegecteggtete *h
GCAcaaaataagaatGCAaatacattccacgeccaag *b
TGCattettattttgTGCaaagegecacatgagecte *b
caaGCAGCCGCTtttattcatitggttcte *b
AGCGGCTGCtigggegtggaatgtatttaaatic *
GCAttggttGCCtgeaggatgtacaatttc *b
GGCaaccaaTGCaataaaacgeagetetigg b
GCTgtgGCCGCGttaagggaggetactge b
CGCGGCeacAGCtagacegaaatigtacate b
GCAgtgGCTGCAGCCtttttgtttaatctggg *b
CAGCcacTGCgltttceggegegatgeg *
GCGGCAGCTetgegaagtgtectecee b
gAGCTGCCGCaaagtttcegtecaccagg *h
GCTGCAGCTgtgetecectgeaggetg b
2 SCTGCAGC: *h
CAtgeGCTGCGetecttgeggegggctac *b
CGCAGCgeaTGCgageacacticecagattaaac b
CAGCTgectttGCAGCCagegatgaacacgaacg b
CaaaggeAGCTGCglagecegeegeaaggag b
CAcgetggGCTGCCttettegeccagaagetittc b
GCecagegTGCglgticategetgecceaaaag *
GCAatttgetacGCGatagtcteegggegtettatg *h
(CGCgtageaaal TGCaageticigggegaagaag b
ccGCAcgtGCTatgecacagaggtetetg *b
AGCacgTGCggagactatcaggtagcaaatg b
gecacGAATTCgtggegetttttgeaaaataagaatttaaatac  *a
GAGGCTCATGeatttggttctctgcaggatg *d
gaaccaaatgCATGAGCCTCCTAAGCCCC *d
GCGTTTTATCactgecaatgecgggacctac *]
cattggcagt GATAAAACGCAGCTCTTGGGC *d
GTTAAGGGAGGCTtggaagctegtgtacgatgg *d
cgagetteccaAGCCTCCCTTAACAGGTACAC *d
AGGTGgaggcataccgggacagee *]
ggtatgectcCACCTCCGCAGGAACCTTG ]
GCTGCTGTGTetggegaattatctgtttcace *d
gataattcgecagACACAGCAGCATCTCGCTG *d
CTTGAGGGGCaacelggtggacggaaactitttg *]
ccaggtt GCCCCTCAAGAGCCCCAC *d
CCCCGGAActtgeggeggectactg *d
ccgeaagTTCCGGGGCGATGCGAAC *d
CAGGCTGCTCttcticgeccagaagetttic *d
2cgaagaaGAGCAGCCTGCAGGGGAG *d
CTGGGTGCGTaggtctetgetagtttggee *d
cagagacct ACGCACCCAGCGTTCGTG *d
CTTATGCCACAGegegacateegetccatgtac *d
atgtegegCTGTGGCATAAGACGCCC *d
GCAGTCTGTccgtecgaagegeage *]
cttcggacggACAGACTGCCTCCACCG *d
taaGCGGCCGCttaageeggaagataacceg *q
catGAATTCatgetcggaaaatacgtgtgtg *a
taaACGCGTttaaaccgegttgttgttaaac *a

*a: Uppercase indicates restriction enzyme site
*b : Uppercase indicates mutagenesis sites

*c: Uppercase indicates mutagenesis sites, underlined lowercase indicates restriction enzyme site

*d: Uppercase indicates N-terminal protein coding sequences, lowercase indicates C-terminal protein coding sequences
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