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Supplemental Figures

Average coverage of TR3 BAC: 444
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Figure S1: Sequence analysis of TR3 (BAC and Virus), TR3AUL78gag and TR3AUL82gag.
The top panel shows the sequencing coverage map for the TR3 (BAC) graphically depicted as
number of reads per nucleotide position. The ORF map is shown below with the BAC cassette
highlighted in green and cre-gene in yellow. Genome alignments of TR3 (BAC) with TR3-virus as
well as TR3 (BAC) with TR3AUL78gag (BAC) and TR3AUL82gag (BAC) are shown below. Only
the regions that differ between TR3 (BAC) and the indicated recombinants are shown. The green
bar indicates the percentage of nucleotide identity between both virus sequences with green being
100% identical. The black bar represents the HIVgag ORF. The residual FRT site in

TR3AUL78gag is shown in red.
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Figure S2: ORF map of HCMV TR3 (BAC). Orange: viral ORFs, light blue: repeat region, red:

UL97 from HCMV AD169, dark blue: US2-US7 from HCMV AD169.
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Figure S3: HCMV TR3 does not replicate in rhesus fibroblasts. A) Growth curve of TR3 in
human versus rhesus fibroblasts. MRC-5 cells or primary rhesus fibroblasts were infected with
TR3AUL78gag at an MOI=1. Supernatants were collected at the indicated days and the viral titer
determined. B) Viral protein expression in human versus rhesus fibroblasts. MRC-5 cells or
primary rhesus fibroblasts were infected with TR3AUL78gag (MOI=1) and infected cells were
harvested at 96h post-infection. Cell lysates were electrophoretically separated and probed for

the indicated proteins by immunoblot.



20,000 40,000 60,000 80,000 100,000 120,000 140,000 160,000 180,000 200,000 220,000 240,000

T T T R IR 1 T R —— 11—
b SOOI 401 (0O DO (KKODCDK 0> O O omoofomoacr»bo 000 © ® MQ b {CHHCHIBI0 DD KRNI OO Wb O
q ({@ae / b

b (L IR q
uL7e UL128-UL131
Alignment to TR3 BAC Scale: 3,000bp
Identity ]
A —— <
TR3 UL128 uL130 uL131 uL132
TR3 AUL78gag AUL128 e
uL130 uL131 uL132
[cl@ntity
TR3 uL128 : uL130 I uL131 I uL132 l uL148
TR3 AULTBgag AUL130 ———————— o< 2 ) < ) amm
uL128 UL131a uL132 uL148
Identity e ————— N
TR3 D 4 ) D ) <
TR3 AUL78gag uL128 UL130 UL131a uL132
AUL128-UL130 Uista UL132

TR3
TR3 AUL128-UL131gag

Figure S4: Sequence analysis of PC-deficient HCMV TR3 vectors. The top panel shows the
ORF map of TR3 (BAC) with the BAC cassette and modified ORFs highlighted. Genome
alignments of TR3 (BAC) with the indicated recombinants are shown below. Only the region
spanning the UL128-131 ORFs is shown. The green bar indicates the percentage of nucleotide
identity between both virus sequences with green being 100% identical. TR3AUL78gag was used
to delete UL128 and/or UL130 to generate TR3AUL78gagAUL128, TR3AUL78gagAUL130 and
TR3AUL78gagAUL128-130, whereas HIVgag replaces the UL128-131 region in TR3AUL128-

131gag as indicated.



57 HUVEC MOI=1 57 HUVEC MOI=0.1
5-
-2 TR3
TR3AUL82gag
ha AUL128-130
1 T H T H T *_*_I T H T H T H_I
0 2 4 6 8 10 12 14 16 18 20 22 0 2 4 6 8 10 12 14 16 18 20 22
® ARPE MOI=1 & ARPE MOI=0.1
5-
E
S 4 -= TR3
L
Ty N - TR3AUL82gag
o AUL128-130
S o
1 T H T H T ‘_‘_l 1 A A A
0 2 4 6 8 10 12 14 16 18 20 22 ¢ 2 4 6 8 10 12 14 16 18 20 22
& CCF-STTG1 MOI=1 &7 CCF-STTG1 MOI=0.1
5-
4 = TR3
i TR3AUL82gag
3 B AUL128-130
2-
1= T H T H T ‘_‘_l 1 T H T H T ‘_‘_l

0 2 4 6 8 10 12 14 16 18 20 22 0 2 4 6 8 10 12 14 16 18 20 22
Time post-infection (days)

Figure S5: Pentamer-and pp71-deficient TR3 does not grow in non-fibroblast cells.
Endothelial cells (HUVEC), epithelial cells (ARPE-19) and astrocytic cells (CCF-STGG1) were
infected with the indicated MOI of TR3 or TR3AUL82gag. The supernatants were harvested at

the indicated days and the virus titer determined on BJ-pp71 cells.
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Figure S6: Anti-HCMV antibody responses elicited by PC-intact and PC-deficient UL82-
deleted TR3. As shown in Figures 5 and 7, RM were inoculated with TR3AUL78gag,
TR3AUL82gag or TR3AUL82gagAUL128-130 at the indicated doses. Shown are end-point titers

for the indicated days post-inoculation and determined by ELISA using HCMV-infected cell lysate.



Supplemental Data: Immunoblots used in this study
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