Table S1. The list of all plasmids constructed or used in this study

Plasmid Characteristics Oligos used to amplify the insert
For PAN expression
pJM1 Ap"; pcDNA 3 (Invitrogen) with a Kpnl- 0JM1 and 0JM2
Xhol insert of 1076 bp, corresponding to
PAN wt
pJM2 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM5 and 0JM2
998 bp, corresponding to PAN carrying the
mutation Al (deletion of 28667 to 28745)
pJM3 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM1 and 0JM3
998 bp, corresponding to PAN carrying the
mutation A3b (deletion of 29634 to 29742)
pJM4 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM1 and oJM4
866 bp, corresponding to PAN carrying
mutation the A3 (deletion of 29553 to
29742)
pJM7 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM5 and 0JM3
889 bp, corresponding to PAN carrying the
mutation Al and 3b
pJM8 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM16 and 0JM2
973 bp, corresponding to PAN carrying the
mutation AMREa (28667 to 28692)
pJM10 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM18 and 0JM2
938 bp, corresponding to PAN carrying the
mutation AMREc (deletion of 28667 to
28727)
pJM11 Ap"; pcDNA 3 with a Kpnl-Xhol insert of 0JM19 and pJM2
1013 bp, corresponding to PAN carrying
the point mutations (KSHV 28704-28712
TATGGATTT to CTGCACGTC)
pJM17 Ap'; pcDNA 3 with a Kpnl-Xhol insert of 0JM25 and 0JM2
1025 bp, corresponding to PAN carrying
the mutation AMRE-d (internal deletion of
the MRE-I1)
pJM53 Ap'; CMV promoter was excised from PAN promoter + PAN insert was amplified using
pcDNA 3 by PAN Promoter + PAN (2092 0JM79 and 0JM2 as primers
bp) at Mlul-Xhol site
pJM54 Ap'; pJM53 with PAN carrying the point Mutation created by amplifying two fragments using
mutations (KSHV 28704-28712 two oligo pairs: 0JM83/0JM2 and 0IJM84/0JM79.
TATGGATTT to CTGCACGTC) Fragment overlapped using 0JM2/0JM79
pJM55 Ap'; pcDNA 3 with a Kpnl-Xhol insert of Mutation created by amplifying two fragments using
950 bp, corresponding to PANA2 carrying two oligo pairs: 0JM82/0JM1 and 0JM81/0JM2.
an internal deletion from 29019-29068 Fragment overlapped using 0JM1/0JM2
For K5 expression
pJM5 Ap'; pcDNA 3 with a HindllI-Xhol insert of | 0JM9 and 0JM10
803 bp, corresponding to wt K5
For vGPCR expression
pJM6 Ap'; pcDNA 3 with a HindllI-Xhol insert of | 0JM12 and 0JM13
1061 bp, corresponding to wt VGPCR
pJM12 Ap'; pJM6 plus an insert in the 5° HindIII MRE-II insert was generated by annealing oligos
site corresponding to PAN MRE-II, in 0JM20/0JM21
antisense orientation upstream
pJM13 Ap'; pJM6 plus an insert in the 5’ HindIII MRE-II insert was generated by annealing oligos
site corresponding to PAN MRE-II, sense 0JM20/0JM21
pJM18 Ap'; p]M6 plus an insert in the 5° HindIII PAN MRE element was amplified using oligo pair
site corresponding to PAN-MRE, sense 0JM23/0IM24




For Luciferase and Renilla
expression

pMIR-REPORT-Luciferase
pRL-TS

pIM19

pIM43

pIM44

psiCHECK2,

pIM47

pIM48

pIM49

pIM50

Ap'; for luciferase expression, purchased
from Applied Biosystems.

For Renilla expression, original from
reference 40

Ap'; pMIR-REPORT-Luciferase plus an
insert corresponding to the entire PAN
MRE element, cloned upstream of
Luciferase using the plasmid’s BamHI site
Ap'; pMIR-REPORT-Luciferase plus an
insert corresponding to ENE element cloned
in the HindIII site at the 3° of Luciferase
ORF

Ap'; pJM19 with an ENE element in the
Hindlll site at the 3" if Luciferase ORF

Apr; for dual Renilla and Luciferase
expression, purchased from Promega

Ap'; psiCHECK2 plus an insert
corresponding to the entire PAN MRE
element, cloned upstream of Renilla using
plasmid’s Xbal site.

Ap'; psiCHECK?2 plus PAN MRE element,
cloned in Xbal site upstream of Renilla in
reverse or antisense orientation

Ap'; psiCHECK?2 plus an insert
corresponding to ENE element cloned in the
Xhol site downstream of Renilla ORF
Ap'; psiCHECK?2 plus PAN ENE element,
cloned in Xhol site downstream of Renilla
in reverse or antisense orientation

PAN MRE element was amplified using oligo pair
0JM28/0JM29

PAN ENE element was amplified using oligo pair
0JM66/0JM67

The same oligo sets for pJM19 and pJM 43 were
used for the insertions

PAN MRE element was amplified using oligo pair
0JM69/0JM70

PAN MRE element was amplified using oligo pair
0JM69/0JM70

PAN ENE element was amplified using oligo pair
0JM71 and 0JM72

PAN ENE element was amplified using oligo pair
0JM71/0IM72

Characteristics include antibiotics resistance (Apr, ampicillin resistant), parent vectors, cloned inserts and brief cloning strategies.
DNA oligo names and nt positions in the KSHV genome are provided for the construction of the specified plasmid.




Table S2. The list of oligos used in this study

Oligo name | Position Features* Sequence (5’ to 3°)

oJM1 KSHV PAN nt 28667-28683 F with Asp718 | AGTCGGGTACC/ACTGGGACTGCCCAGTC

oJM2 KSHV PAN nt 29742-29720 B with Xhol AGTCCGCTCGAG/ATGGATTAAACATTGACCTTTAT

oJM3 KSHV PAN nt 29634-29612 B with Xhol AGTCCGCTCGAG/CCAATATACACTGGGATAAAAAC

oJM4 KSHV PAN nt 29553-29531 B with Xhol AGTCCGCTCGAG/CCGTTATCATTGTTACACAACGC

o0JM5 KSHV PAN nt 28745-28762 F with Asp718 | AGTCGGGTACC/GTTTTCATTGGTGCCGCC

oIM7 KSHV PAN nt 29542-29520 B GTTACACAACGCTTTCACCTACA

o0JM9 KSHV K5 nt 25701-25720 B with Xhol AGTCCGCTCGAG/CCAAGTGGTTGTTCAACCGT

o0JM10 KSHV K5 nt 26489-26472 F with Hind11l ATCGTAAGCTT/GCAGAGATGGCGTCTAAG

oIM12 KSHV VGPCR nt 129345- F with Hind11l ATCGTAAGCTT/CACCTATACTACTTGTTATTGTAGG
129369

o0JM13 KSHV vGPCR nt 130405- B with Xhol AGTCCGCTCGA/GCGGGCTACGTGGTGGC
130389

o0JM16 KSHV PAN nt 28692-28714 F with Asp718 | AGTCGGGTACC/TGCCGCTTCACCTATGGATTTTG

oJM18 KSHV PAN nt 28727-28746 F with Asp718 | AGTCGGGTACC/GCCTTCTTGCCGCTTCTGGT

o0JM19 KSHV PAN nt 28692-28729 F with Asp718 | AGTCGGGTACC/TGCCGCTTCACCCTGCACGTCTGTGCTCGCTGCTTGCC

0JM20 KSHV PAN nt 28689-28729 F with Hind11l AGCTT/GGCTGCCGCTTCACCTATGGATTTTGTGCTCGCTGCTTGCC/A

oJM21 KSHV PAN nt 28729-28689 B with Hindlll | AGCTT/GGCAAGCAGCGAGCACAAAATCCATAGGTGAAGCGGCAGCC/A

0JM23 KSHV PAN nt 28667-28684 F with HindllI ATACCCAAGCTT/ACTGGGACTGCCCAGTCA

oJM24 KSHV PAN nt 28750-28732 B with HindIll | ATACCCAAGCTT/GAAAACCAGAAGCGGCAAG

o0JM25 KSHV PAN nt 28667- F with Asp718 | AGTCGGGTACC/ACTGGGACTGCCCAGTCACCTTGGC/GCCTTCTTGCC
28691/nt 28272-28744 GCTTCTG

oJM28 KSHV PAN nt 28667-28683 F with BamHI TACTCAGGATCC/ACTGGGACTGCCCAGTC

0JM29 KSHV PAN nt 28750-28732 B with BamHI TACTCAGGATCC/GAAAACCAGAAGCGGCAAG

o0JM32 KSHV PAN nt 28698-28709 RNA oligomer | Biotin-GGCUGCCGCUUCACCUAUGGA

o0JM33 KSHV PAN nt 28709-28729 RNA oligomer | Biotin-AUUUUGUGCUCGCUGCUUGCC

0JM34 KSHV PAN nt 28729-28750 RNA oligomer | Biotin-CUUCUUGCCGCUUCUGGUUUUC

0JM35 KSHV PAN nt 28697-28720 RNA oligomer | Biotin-CUUCACCUAUGGAUUUUGUGCUCG

0JM66 KSHV PAN nt 29530-29554 F with HindlII ATACCCAAGCTT/AGCGTTGTGTAACAATGATAACGGT

0JM67 KSHV PAN nt 29666-29641 B with Hindlll | TGCATGAAGCTT/ACGTTAAATTGTCAAAAGTATAACAT

0JM68 KSHV PAN nt 28697-28720 RNA oligomer | Biotin-CUUCACCCUGCACGUCUGUGCUCG

0JM69 KSHV PAN nt 28667-28685 F with Xbal ATGCTCTAGA/ACTGGGACTGCCCAGTCAC

0JM70 KSHV PAN nt 28750-28732 B with Xbal ATGATCTAGA/GAAAACCAGAAGCGGCAAG

oJM71 KSHV PAN nt 29530-29554 F with Xhol TCAATACTCGAG/AGCGTTGTGTAACAATGATAACGGT

0JM72 KSHV PAN nt 29666-29641 B with Xhol TACATGCTCGAG/ACGTTAAATTGTCAAAAGTATAACAT

0JM79 KSHV PAN nt 27650-27673 F with Mlul GCAGCACGCGT/AAGGTGTGAGGGTTTCTAAGAAAC

0JM81 KSHV PAN nt 29006- F CCTTTTATGATAT/AGCGCCCACTGGTGTATCAGA
29018/29069-29089

oJM82 KSHV PAN nt 29083- B ACACCAGTGGGCGCT/ATATCATAAAAGGGGGCTACAAC
29069/29018-28996

oJM83 KSHV PAN nt 28692-28729 F TGCCGCTTCACCCTGCACGTCTGTGCTCGCTGCTTGCC

0JM84 KSHV PAN nt 28722-28684 B AGCGAGCACAGACGTGCAGGGTGAAGCGGCAGCCAAGGT

0ST197 Human U6 B AAAATATGGAACGCTTCACGA

oVvM11 KSHV ORF57 nt 82296-82277 | B CTCGTCTTCCAGTGTCGGTG

oVM52 KSHV PAN nt 29400-29419 F CTAAAGTGGTGTGCGGCAGC

0ZMZ243 T7 Promoter B CTATAGTGAGTCGTATTAAT

0ZMZ270 Human GAPDH, NM_002046 B TGAGTCCTTCCACGATACCAAA

PAN P KSHV PAN nt 29181-29205 F, TagMan 56-FAM/TTGAGTGTAAATCGGGCCACTTTGC/3IABKFG

PAN 1 KSHV PAN nt 29122-29143 F, TagMan GTTTCGGTTCTGTGTTTGTCTG

PAN 2 KSHV PAN nt 29249-29227 B, TagMan CACAACGCACCAATAAGATACAC

* F, forward; B, backward
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1 UGCAUIGGAUTCARUCUC CAGGCCAG
1 AGGC CAGUUGTAG CC CC CUUMIU AU GATATIG C GA GEATTAL
1 CAGEC CAGTUEUAGCCCC CUUT AT GATATIGE GAGE AT ACTITT 29065
1 COGAGGATACTIIA AL GUCTIC TG ALUGUG GAATTATIA MG
1 CALCEATACTIIALC GG C UG AATIGTIC CARTTATA AT TCITC AL MG CA AL BT
1 AGCATTACTTIA AL G G C UG ARG AL A TTA AT G CAL AC GA AL GE 29114
1 VARG G AA G GA LR GCA G GC CC A CUCEUGTAUE AGARC ACUC GUG CACUAC CTT |
z GARACAGUGCUGCACTAS CUAUCTIGCUC
C 29632 29658
I

1 29544 29554 CECCAAGGUIUIATC CC AGUGUAT AITUG GA AL R AT ATTGUTIAUA

1 ‘ CCAGACE GCAAC GUTUTIUIATC CCAGUGT

2 GUTIITIG GG G ST GO CE CACE GGACACCUC CAGUGAL CAGA CG G LA AG FUTITIATC CC AGUET

1 AUGATIAAC GGG GETE GEUTIICC TG UG CACE GRACACCTIC CAGTGAD CA GACG G LA LG GITITIIALIL CC AGTGTT

1 AUGATIACCTUGTTCIITIG GOTTGE GUTTIT COTIG A DT CACE GEACA DT TN CACTIG O T A CAG A LG CITCTTIATIC CF AGTIGTIATTATTUG AL AT TA BC ATTCCTIATIA D

7 AACCEUGMIIUG CCUEEET U COTUGUT CECA CC BiEACACCUC CAGUGRAD CA GACE G CAAG FUTIIUTATC CC AGUGTLAT ALTUG GAAR B AC ATTGTUAUA CUTUT GACAL

2 AUGAUAACGEUCUUIIG GO GG CUUUTI CCUTEIICE CACT GEACACTUE CAGTGAC CA G G CCARG CUUITIATC CC ACTUGTATT AT GA AL R AC AITCUUATA CULTUT GACAL

1 UG GOUG G ST CC UG CE CACC BGACACCUC CAGURAL CAGA CE G CAAG CUTIIU ATC CC AGUGTGT ALTUG GA AR A A ATTGIUAUA CUUTT GACAL

4 GECUG GEUUUTI COUTEIUCG CACC GEACACCUE CAGUGAL CAGE CG G CAAG CUUTTITIUC CC ACUCTUATATIG GAALR AC AITCUUATA CUUTT GACAL

3 GGACACCUC CAGUGAC CAGACE GCAAG GUTTIIATIT CC AGUGTATIAITUG GA AL A A ATTGUTIATIA CUUTT GACAL

z AGUGAC CAGACG S CAAG U ATC CC AGUGTAT AT GAAR B AC ATTGIUIAUA CUTUTGACAL

z CCAGACE GCEACGUTUTIUIATC CC AGUGUATAITUG GA AR A AT ATTGUTIATA CUUTT GACAL

1 AACCUTTATTIAUC CC AGUGUAITAL GG GARAC ATTATTIATA CUUTITGACAL

3 ATIC OO AGUGTTATTATTUG GA A &5 C AT GUTIATIA ST G CA L

3 TTATTUG GA AL A AT ATTCITUATIA ST GA AL

2 BTG GA AL A A ATTGUTIGTIA ST GA CA L

2 TTATTIIG GA LR AC ATTGITTIATIA ST GA CA A

1 AITUG GARAR B AT GUTIATIA CUUTT GACAL

1 AITUGGARLR AL ATGUUATAC UG

1 GAARAACATTGIUIAUA CUTUTGACAL

Fig. S1. Alignments of the CLIP sequences to PAN in ORF57 CLIP assays. (A) The CLIP sequence tags clustered in the 5' PAN. (B) The CLIP sequence tags
clustered in an internal region of PAN. (C) The CLIP sequence tags in the 3' PAN. The 79-nt ENE (29554-29632) is highlighted in blue. Numbers on the left of (A),
(B) and (C) are sequence tag frequency in ORF57 CLIP assays. The nts in red color are highly conserved nts among the identified sequence tags.



