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ABSTRACT—Despite advancements in understanding the pathophysiology of sepsis, clinical outcomes are variable, and
the mortality rate remains high among patients. We investigated whether expression of murine endogenous retroviruses
(MuERVSs), constituting ~10% of the mouse genome, is differentially regulated in response to sepsis-elicited stress
signals. ICR mice were subjected to cecal ligation and puncture, and MuERV expression was examined. There was
evident regulation (induced or repressed) of MUERV expression in the liver and lung after cecal ligation and puncture. In
particular, expression of several variant transcripts was increased, primarily in the liver, at 12 and/or 48 h: nine splicing
variants and one 5.06-kb nonspliced transcript. Four novel splicing signals were also identified. Six variant transcripts were
presumed to be splicing products of the 5.06-kb transcript, whereas the other three were envelope variants transcribed
from at least five MUERYV loci. These findings demonstrate that expression of certain MUERVSs, including their envelope
subgenomic transcripts, are altered during the course of sepsis pathogenesis.
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INTRODUCTION

The term sepsis refers to a complex, systemic immune
response to infection that can produce serious consequences
including multiple organ failure and death. In the United
States alone, sepsis is diagnosed in more than 750,000 patients
each year with a mortality rate of 29% (1). With the exception
of antibiotics introduced in the mid-1900s, there have been
few major advancements in the treatment of sepsis. Activated
protein C and goal-directed fluid therapy have demonstrated
some efficacy; however, these treatments resulted in only
modest improvements (2, 3). Consequently, the incidence of
sepsis increases each year (1). The increasing incidence is
largely due to the complex and heterogeneous nature of host
immune responses to sepsis.

Sepsis is a syndrome primarily characterized by both
proinflammatory and immunosuppressive host responses to
infection. Understanding the complexity of the host response
during sepsis will eventually help identify therapeutic targets. It
seems that host responses to a specific infection may vary
among patients, and appreciation of these differential host
responses will be a crucial factor that determines outcomes of
the sepsis treatment. These host responses are influenced by a
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number of parameters such as age, sex, and environment (4—06).
It is likely that genetic profile has a significant role in directing
the immune responses to an inflammatory insult stemming
from infection (5, 7). In a murine model of sepsis, the mouse
strain significantly influenced the immune responses and
mortality (7). In clinical studies, several genetic polymorphisms
that modulate sepsis severity have been identified in patients
(8-10). Hence, it has been suggested that the treatment of
sepsis must be individualized to obtain optimal results. This
tailored approach for individual patients would be facilitated by
a comprehensive understanding of the genetic determinants/
elements contributing to the differential host responses to
infection.

The genomes of living organisms are rather dynamic
structures that constantly interact with the surrounding environ-
ments (intracellular as well as extracellular). The genomic
variability within human populations is primarily determined
by a combination of three different components; sequence
polymorphism, epigenetics, and retrotransposition (11-13).
First, polymorphisms in genome sequences, including single-
nucleotide polymorphism, deletion, and/or insertion, may alter
the transcriptional activity and/or function of affected genes.
Second, differences in epigenetic modifications, such as
genomic DNA methylation and histone acetylation, among
individuals affect genome-wide gene expression. Third, trans-
posable elements, including endogenous retroviruses (ERVs),
constitute ~45% of the human genome, and it is likely that
stress signals (e.g., infection, injury, psychological stress)
from the environment may facilitate transposition of these
elements into different parts of the genome (14).

Endogenous retroviruses, which are remnants of ancient
retroviral infections into the germ line, consist of ~8% of the
human genome and ~10% of the mouse genome and are
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transmitted to the offspring in a Mendelian order (15, 16).
Each individual’s genome has a pool of ERVs inherited from
both maternal and paternal genomes. Endogenous retroviruses
were often described as “junk DNAs,” meaning that they were
biologically inactive DNA elements because they were
presumed to be incapable of encoding retroviral polypeptides
necessary for replication. However, the findings from recent
studies implicate ERVs as participants in an array of disease
processes, such as autoimmune diseases (e.g., multiple
sclerosis, insulin-dependent type 1 diabetes mellitus), cancer,
schizophrenia, and injury response (17-23). In particular,
ERVs’ involvement in autoimmune inflammatory diseases is
exemplified by the proinflammatory properties of HERV
(human ERV)-W envelope protein, called syncytin, which is
reported to be directly responsible for demyelination of
oligodendrocytes (17, 18).

In this study, we examine whether expressions of ERVs are
altered in response to sepsis-elicited stress signals before a
potential investigation into their roles in the confounding
etiopathology of sepsis.

MATERIALS AND METHODS

Animals

Female ICR mice (Harlan, Indianapolis, Ind), weighing 20 to 23 g, were
used in these experiments. All of the animals were maintained under standard
laboratory conditions in the University of Michigan animal housing facility
for 5 to 7 days before use. The mice were housed in a temperature-controlled
room with a 12-h-light/12-h-dark light cycle. Food and water were provided
ad libitum. The University Committee on Animal Care and Use approved all
of the procedures described in these studies.

Cecal ligation and puncture

The procedure was performed as previously described, and three mice were
used in each experimental group (24). The mice were anesthetized with 5%
isoflurane and maintained via face mask on 2% to 3% isoflurane in oxygen.
The abdomen was prepared for surgery with chlorhexidine solution. A
midventral incision (1-cm length) was made in the caudal abdomen. The
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cecum was exteriorized, ligated with silk suture, and then punctured twice
with a 20-gauge needle. In the ICR mouse, the 20-gauge needle will produce a
nonlethal peritonitis. The cecum was then re-placed in the abdomen, and the
peritoneal cavity was closed with suture. The skin was closed with tissue glue.
Each mouse was given 1 mL of warm lactated Ringer’s solution with 5%
dextrose s.c. Beginning 2 h after surgery, the animals were given the antibiotic
imipenem (25 mg/kg s.c. Primaxin; Merck West Point, Pa) twice daily. The
mice were anesthetized with subcutaneous injections of 87 mg/kg ketamine
(Ketaset; Fort Dodge Laboratories, Fort Dodge, Iowa) and 13 mg/kg xylazine
(Rompun; Bayer Corp, Shawnee Mission, Kans). The mice were then killed
by cervical dislocation. Liver and lung samples were removed and snap frozen
in liquid nitrogen.

Reverse transcriptase-polymerase chain reaction analysis
of murine endogenous retrovirus expression

Protocols for total RNA isolation and cDNA synthesis were described
previously (19). Briefly, total RNA was extracted using an RNeasy kit
(Qiagen, Valencia, Calif). One hundred nanograms of total RNA was
subjected to reverse transcription using Sensiscript reverse transcriptase
(Qiagen). Primers, ERV-Ul (5-CGG GCG ACT CAG TCT ATC GG-3')
and ERV-U2 (5-CAG TAT CAC CAA CTC AAA TC-3'), were used to
amplify the 3’ U3 regions of nonecotropic murine ERVs (MuERVs). The
primers for the amplification of full-length/subgenomic transcripts were
designed based on a MAIDS (murine acquired immunodeficiency syndrome)
virus—related provirus (Mrv) (GenBank no. S80082), and the sequences were
as follows: MV1K (5-CAT TTG GAG GTC CCA CCG AGA-3) and MV2D
(5-CTC AGT CTG TCG GAG GAC TG-3'). The comparability between
samples was determined by the electrophoresis of an equal amount (500 ng)
of total RNA from each sample.

Cloning and sequencing

Polymerase chain reaction (PCR) products were purified using a Qiaquick
PCR Purification kit (Qiagen) and cloned into the pGEM-T Easy vector
(Promega, Madison, Wis). Plasmid DNAs for sequencing analysis were
prepared using a Qiaprep Spin Miniprep kit (Qiagen). Sequencing was
performed at the Molecular Cloning Laboratory (South San Francisco, Calif).

Multiple alignment and phylogenetic analyses

Initially, a total of 53 (41 from sepsis repressed and 12 from sepsis
induced) MuERV U3 clones were aligned using Vector NTI (Invitrogen,
Carlsbad, Calif) and 35 (31 from sepsis repressed and 4 from sepsis induced)
unique U3 clones were identified. The neighbor-joining method within
MEGAA4 program was used for phylogenetic analysis (25). To evaluate the
statistical confidence of branching patterns, bootstrapping was performed with
100 replications within the program. In addition, multiple alignment and
phylogenetic analyses of six U3 sequences derived from variant transcripts
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Fic. 1. Changes in profiles of MUERV expression in the liver and lung after CLP. Tissues (liver and lung) harvested at 12 and 48 h after CLP were
subjected to RT-PCR analysis of MUERV expression using a primer set flanking the 3" U3 region. Respective tissues harvested from sham mice (same
treatment as CLP mice except for CLP procedure) served as controls. A schematic diagram depicts the locations of primers (ERV-U2 and ERV-U1) flanking the

3" U3 region. i indicates (induced); r, (repressed); LI, liver; LU, lung.
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and five putative envelope polypeptides were performed, respectively, using
the same protocol.

Tropism traits of U3 promoter sequences

The putative tropism traits of 35 unique U3 clones were determined by
comparison to the reference sequences (direct repeat, insertion, and unique
sequence) first reported by Tomonaga and Coffin (26, 27). A total of five
direct repeats (1/1%*, 3/3*, 4/4* 5/5% and 6/6*), one 190-base pair (bp)
insertion, and one unique sequence (2) served as reference sequences for the
tropism analysis.

Transcription regulatory elements of U3 promoter
sequences

Profiles of transcription regulatory elements on 35 unique U3 clones/pro-
moters were determined using the Matlnspector program (Genomatix,
Munich, Germany). The core similarity was set to 0.90, and the matrix simi-
larity was optimized within the vertebrate matrix group (28).

Open reading frame analysis

The open reading frames (ORFs) of individual variant transcripts were
analyzed using the ORF search feature within Vector NTI (Invitrogen). The
parameter was set with “ATG” as the start codon, and each candidate ORF

A CLP-Repressed MUERV U3 Clones
U3 (Tissue 1 1*
Size | Type 10 20 30 40 50 60 70 80 90 100 110 {30 307 14
615bp [ Lung Lu(r)01 AATARAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCAAGGCATGARARAGTACCAGAGCTGRGT TCTCARAAGI TACAAG GAAGT TCAGT TARAGATTARCAGT TARAGATCARGGCTARATRAC
LI(r)0L AATGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCAAGGCATGAAAAAGTACCAGAGCTGAGTTCTCAAAAGTTACAAGAAAGT’I CAGTTARAGATTAACEGT TARAGATCARGGCTGART TATH
LI(r)02 AATG: CCCCACCATAAGGCTT: GCTAGCTGCAGTAAC! CAGAGCTGAGTTCT GITACAAGARAGTT TABCAGTTAAAGATCARGGCTGAATTATA
LI(r)03 CCCACCATARGGCTT! GCTAGCTGCAGTAACGCCATTTTGCAAGGCAT! TACCAGAGCTGAGTTCTCAAAAGITGCAAGARAGTT o
o | Liver LI(r‘)O4 CCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCAAGGC: TACCAGAGCTGAGTTCTY GITACAAGAAAGTTY CAGTTAAAGATCAAGGCTGAATTATA
& A TGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTT(‘ GCATGA, TACCAGAGCTGAGTTCTY GITACAAGAAAGI TCAGTTAAAGATTAACAGT TARAGATCAAGGCTGAAT TATA
5 Tr CCCCACCATAAGGCTT: GCTAGCTGCAGTAACGCCATTTTG CATY TACCAGAGCTGGGTTCT GIT] TCAGTTATAGATTARCAGT TARAGATC TGAATAG
3 LI(r)07 AATG: CCCCACCATCAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCAAGGCAT! TACCAGAGCTGAGTTCT! GITACAAGGAAGTTCAGTTA TAGATTAACAGT TARAGATC
Ib LI(r)08 AATGAAAGATCCCACCATCAGGCTT! Fr"l‘GG "TGCAGTAACGCCATTTTGC: GCATGA: GTACCAGAGCTGAGTTCT! GTTACAAGGAAGTTCAGTTATAGATTM"AGTTAAAGATCR}\EGCTGAATAGCA
% LU(r)02 AATE, CCCCACCATCAGGCTT: GTAAC TTTTGCAAGGCATGA: GTACCAGAGCTGAGTTCT GIT] GAAAGTTCAGTTAAAGATTAACAGT TAAAGATCAAGGCTGAATA
AATGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTT‘(‘ GCATGA. TACCAGAGCTEGGTTCTY GITACAAGAAAGTTCAGTTATAGATTARCAGT TARAGATCAR GCTGAATAGCA
Lung [Lucros AATEARACACCCCACCATAAGCCTTAGCAAGCTAGCTGCAGTAACGCCATTTTG CATH TACCAGAGCTEGGTTCTY GITACAAGGAAGT TCAGTTA TAGATTAACAGT TABAGATCAAGGCTGAATAGCA
LUCr)05 AATG CCCCACCATAAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCAAGGCAT! TACCAGAGCTGGGTTCT! GITACAAGCAAGTTCAGITA TAGATTAR-AGT TARAGATC TGAATAGC]
LU(r)06 CCCACC] GGCTT: GCTAGCTGCAGTAACGCCATTTTG! GCATAG] GTACCAGAGCTGAGTTCT! GIT] GGAAGT" ARGGCTGAATAGCH
LU(r)07 AATGAAAGACCCCACCAAAAGGCTT: GCTAGCTGCAGTAAC TTTTG \GGCATAG GTACCAGAGCTGAGTTCT! GITi GGAAGT" "AGTTAAAGATCRAGGCTGAATAG¥E|
LI(r)09 AATGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCARGGCATGAAAAAGTACCAGAGCTGAGTTCTCAARAGC TACAAGAAAGT TCAGT TARAGATTARCAGT TAAAGATT AAGGCTGAATAATA)
LI(r)10 AATGARAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTG CATY TACCAGAGCTEAGTTCTY GITACAAGAAAGI TCAGTTAAAGATTAACAGT TARAGATTAAGGCTGAATAATA
LI(r)11 AATG: CCCCACCATCAGGCTT! GCTAGCTGCAGTAAC TTTTG! GCAT. GTACCAGAGCTARGTTCT GIT; GARAGTTH TARCAGTT)
LI(r)12 CCCACCATCAGGCTT! GCTAGCTGCAGTAACGCCATTTTG GCAT TACCAGAGCTGAGTTCT( GET! GT'TY TGAATAATA|
Liver [L1(r)13 CCCACCATC; \GCTGCAGTAACGCCATTTTG GCi CCAGAGCTGAGTTCT! GIT! AAAGTT GTT! T TGAATAATA
a L1(r)14 AATGAAAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTT‘(‘ GCi TACCAGAGCTAAGTTCTX GITACAAGAAAGITY TARCAGTT: TTARGGCTGAATAATA
o LI(r)15 AATGARAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTG CATY TACCAGAGCTAAGTTCTY GITACAAGAAAGI TCAGTTAAAGATTAACAGT TARAGATTAAGGCTGAATAATA
5 LI(r) 16 AATGARAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTARCGCCAT T TGCAAGGCATGRARARGTACCAGAGCTAAGT ICTCARARGT TACAAGAAA G ICAGTTARAGATTACAGT TARAGAT 1A GCTGAATARTA
© LU(r)08 AATGAAAGACCCCACCATCAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCAAGGCATGAAAAAGTACC GAGCTGAGTTCTCAAAAGTTACAAAAAAGTTCAGTTAAAGATTAA"AGTTAGAGATTANSGCTGAATAATA
3 Lu(r)09 CCCACCATAAGGCTT: GCTAGCTGCAGTAAC TTTTG GCATGA. TACCAGAGCTGGGTTCTY GIT: GA, TGAATAACH
© LU(r) 10 AATGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCAAGGE. TACCAGAGCTGAGTTCTY GITACAAGA nm"'r‘ TT: TTAAGGCTGAATAATA
LU(r) 11 AATGARAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTG CATY TACCAGAGCTEAGTTCTY GITACAAGAAAGI TCAATTAAAGATTAACAGT TARAGATTAAGGCTGAATAATA
LU(r)12 AATG CCCCACCATAAGGCTT: GCTAGCTGCAGTAAC! TTTTG CAT! TACCAGAGCTGAGTTCTY GITi GAARGTTCA/ TAACAGTTAAAGAT
Lung | [5(r)13 CCCACCATCAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCAAGGCATY TACCAGAGCTGAGTTCT GITACAAGARAGTT TABCAGTT. TGAATAAT:
Lu(r)14 CCCACCATCAGGCTT!: GTAACGCCATTTTG GCATGA TACCAGAGCTGAGTTCT! GCTd ARAGTT GT" TGAATAATA
TGAAAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCAAGGC: TACCAGAGCTGAGTTCTX GITACAAGAAAGIT T TTARGGCTGAATAATA
LU(r)16 QQTGAAAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTT(‘ CATY TACCAGAGCTEAGTTCT! GIT] AAAGTTCAGTTAAAGATTARCAGT TARAGATTAAGGCTGAATAATA
LUCr) 17 AATGAAAGACCCCACCATCAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCAAGGCATE: \GTACCAGAGCTGAGTTCT( GITACAAGAAAGT TCAGTTAAAGATTAACAGT TARAGATTAAGGCTGAATAATA|
U3 [Tissue| 2 3 3* 4 4*
Size | Type 146 160 1270 180 190 200 210 220 230 240 250 260 2170 280
615bp[ Lung [LU(r)01 CTGGGACGGGGEECARACAGHATATCTGTAGTCAGTCH, CCTGGGCCCCGGCTCAGGGCEAAGAACAGAGGE TAC AGA"‘AAAGC(‘CAF—\CCAGCAACAGGCA
LI(r)01 CIGGGACAGGGEEC: TATCGGT G CCTGGGCCCCGGCTCAGGGCCAAGAACAGATGATTCTCAGA"‘AAAuCCCAAC(‘ G C!
LI(r)02 CIGGGACAGGGEEL! TATCGGT! "ACCTGC CGGCTCAGGGCCAAG] T CCAGC] GAC;
LI(r)03 CTGGGACAGGGGLC: GGT! "ACCTGC CGGCTCAGGGCEAAG T r T; CCAG C;
o | Liver |L1(r)04 CrGcGACAGGGGCC: TATCGGT ACCTGE CGGCTC CAAG: TICECAGAT: GGAACCAG C:
g LI(r)05 CTGGGACAGGGELE TATCGGT( CCTGC CGGCTCAGGGCCAAG! TCAGAT: GGAACCAG GAC;
5 ngrgoﬁkTPPF CAGGGGCCC SGATATCGGT CCTGGGCCCCGGCTCAGGGCEAAG TGE TECICAGATAAAGCGGAACC GAC:
© LI(r)07 CTGGGACAGGGEEEGAACAGCATATCEGT: "ACCTGC CGGCTCAGGGCEAAG] G TTCTCAGAT: SGAACCAGC: GAC;
0 LI(r)08 cTeeg; GGCCG! GGATATCEGT CCTGG GGCTCAGGGCCAAG] TCTCAGATAAAGCGGAACCAG! C
3 LU(r)02 CTGGGACAGGGGCEGAACAGGATATCEGT ACCTGGGCCCCGGCTCAGGGCCARGAAC: T '"AGA’“AAAGCCGAACCAQCAACA iACa|
LU(r)03 CTGGGACAGGGGECG] CCTGGGCCCCGGCTCAGGGCCAAG GATGGTTCIC] G ACCAG GAC!
Lung JLucr 04 ]CTGGGACAGGGEECGRACAGGATATCEGT CCTGGGCCCCGGCTCAGGGCEAAG: (GG TICTCAGATARAGCGGAACC Gac:
LUCr) 05 CIGGGACAGGGGEEGAACAGGATATCGGT ACCTGC CGGCTCAGGGCCAAG! @ TECICAGATAAGCGGAACCAGC: C:
LU(r)06 CIGGGACAGGGGEC] ACCTGC GGCTC GCCAAG] GATARGGCGGAACCAG Ci
LU(r)07 CTGGGACAGGGGCCAR-—— ACCTGaaCCO0GaCTCABGGO0AACAACACIGETACICAGA T AAGEC CRACCAGCAACACACH
LI(r)09 CIGGGACAGGG-———BACAAG CCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGCTCICAG!
LI(r)10 CTGGGACAGGGEEE: ACCTGGGCCCCGGCTCAGGGCEAAG! GATGGCTCIC
LI(r)11 CIGGGACAGGGGLC: ACCTGGGCCCCGGCTCAGGGCEAAGAACAGATGGCTCIC
CTGGGACAGGGECC: ACCTGGGCCCCGGCTCAGGGCEAAG: ATGGCTCIIC:
Liver [L1(r)13}cr6a6ACAGEG6EE CCTGG CGGCTC: CCRAAG! TGGCTCIC
LI(r)14 CCGGGACAGGGELC: CCTGGGCCCCGGCTCAGGGCCAAG! GATGGCTCIC:
g LI(r)15 CHGGGACAGGGGLC: ACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGCT
5 L1(r)16 CIGGGACAGGGECC: ACCTGGGCCCCGGCTCAGGGCEAAGAACAGATGGCTCICAG
0 LU(r)08 CIGGGACAGGGGLC: ACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGCTC'I @
9 LU(r)09 CTGGGACAGGGEEL CCTGGGCCCCGGCTCAGGGCE c:
) LU(r)10 CIGGGACAGGGGCC CCTGGGCCCCGGCTCAGGGCARAG: Gi 'rrm"r* iC;
LU(r)11 CTGGGACAGGGGEC: ACCTGGGCCCCGGCTCAGGGCEAAGAACAGATGECT
L LU(r)12 CRGGGACAGGGEEE "ACCTGG CGGCTCAGGGCCAAG! TGECTCLC]
UNg |, y(r)13 cIGeEACAGEEEEE! TATCEGT ACCTGGGCCCCGGCTC: CAAG ATGECTCIC:
LU(r)14 CTGGGACAGGGGLC: TATCGGT( CCTGGGCCCCGGCTCAGGGCCAAGAACAGATGECICT:
LU(r)15 CTGGGACAGGGGCC: TATCGGT CCTGGGCCCCGGCTCAGGGCCAAGAACAGATGECTCIC:
LU(r) 16 |cTGGGACAGGGEEE TATCGGT ACCTGGGCCCCGGCTCAGGGCEAAGAACAGATGECT
LU(r) 17 CIGGGACAGGGGCCAR----— ATATCGGT ACCTGGGCCCCGGCTCAGGGCEAAGAACAGATGGCTCTICAG
us 190bp inserti
Size | Type 291 300 310 320 330 340 350 360 370 380 390 400 410 420 439
675bp | Lung | LU(r) 01 CAAAAGCCCTAAAATTGGCAAGATAGACGTCAGTGT TAGCAGARCTAGCITCACTGATH - TA AARAATAGAGGTGCACAATGCTCTGE TCACTCCTT ARACCTGTGTGTCTGCCARIGTTCTGACCAGATATGTGCCCATTCCT,
LI(r)01 CAGAAGCCCTGARATTGGCAAGATAAACGICAGTGI TAGCAGAGCTAGCATCACTGAT TAAAAAAAATAGAGGTGCACAATGCTCTGBCCACTCCTTGAACC TGTGTGTCTGCCARTGT TCTGACCAGGTGTGTGCCCATTGT]
LI(r)02 CAGRAGCCCTGARATT TCAGTGTTAGCAGAGCTAGCETCACTGATE - TGCTCTGECCACTCCTTGARCCTGTGTGTCTGCCAATGTTCTGAC CATTGCT]
LI(r)03 CAGARGCCCTGAAATTGGCAAGAT: GTCAGTGTTAGCAGAGCTAGCTTCACTGATT - AARAAA! TGCACAATGCTCTGGCCACTCCTTGARCCTGTGTGTCTGCCARTGTTCTGACK TGIGTG TTGCT|
o | Liver [LI(r)04 CAGRAGCCCTGAAATTGGCAAGATARACGTCAGTGTTAGCAGACCTAGCITCACTGAT | HGARAAATAGAGGTGCACAGTACTCTGRECACTCOT TBAACCTGTG TG TCTGOCANTG T TCTGACCACRTCGTGCCCATTGCT
g GAAGCCCTGGAATTGGCAAGATAAACGTCAGIGT GAGCTAGCTTCACTGATT-TAAAAAAAT TGCACAATGCTCTGGECACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGGTGEGT TTGCT
5 LI(r)06 |cacaaceec: GABCTAGCTTCACTGATT - TAG GTGCTCTGETCACTCCTTGAACCTGTGTGTCTGCCAACGTTCTGACCAGATATGTGCCCATTGCT]
o GAACT! TTCACTGATT-! GTGCTCTGETCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGAC! ‘CATTGCT]|
0 CAGAACTAGCTTCACTGATE-! GTGCACAGTECTCTEETCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGATATGTC TTGCT)
3 CAGBAG GAACTAGCITCACTGATT-TAGAARAAT] TGCACAGIGCTCTGGTCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGATATGTGCCCATTGLT]
GCCc- GAACTAGCTTCACTGATT - TAGAAARATAGAGGTGCACAGTGCTCTGGTCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGATATGT TTGCT|
Lung [LuCr04fcacaascee ~CGATAGACGTCAGTGTTAGCAGAACTAGCTTCACTGATT - TAGAAAAAT TGCACAGTGCTCTGGTCACTCCTTGAACCTGTGTGTCTGCCAACGTTCTGACCAGATATGTGCCCATTGCT|
LU(r)05 CAGAAGCCC: —~CGATAGACGTCAGTGT" GAACTAGCTTCACTGATT-TAG! GTGCTCTGETCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGATATGT TTGCT|
LU(r)06 CAGTAGCCCTGAAATTGGCAAGAT. TCAGTGTTAGCAGAACTAGCTTCACTGATI-! TGCTCTGACCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGGTEGGTGCCCATTGCT]
LU(r)07 CAGTAGCCCTGARATTGG \GAT GTCAGTGTTAGCAGARCTAGCTTCACTGATT - TAGAAAAATAGAGGTGCACAATGCTCTGACCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGETEGGTGCCCATTGCT]
LT(r)09 GTCAGTGITAGCAGABCTAGCTITCACTGATT - TAGAAAAATAGAGGTGCACAGIGCTCTAGCCACTCCTTGAACC TGTGTGTCTGCCARTGTTCTGACCAGG TGIGTGCCCATTGET|
LI(r)10 GTCAGTGTTAGCAGAACTAGCTTCACTGATT-TAGAARAAT. TGCACAGTGCTCTEGECACTCCTTAAACCTGTGTGTCTGCCAATGTTCTGACCAGGTGTGT TTGIT
LI(r)1l GTCAGTGT GAACTAGCTTCACTGATT - TAG ACAGTACTCTGGCCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACC TTGIT
TTCACTGATT I GTGCACAGTECTCTEGCCACTCCTTGAACCTGTGTGTCTGCCARTGTTCTGACC: TTGIT
Liver TTCACTGATE - GAGCTCTGECCACTCCTTGARCCTGTGTGTCTGCCARTGTTCTGAC TGIGTGCCCATTGIT]
TTCACTGATT - TAG: w T GAGCTCTGECCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGETGIGTGCCCATTGTT|
g LI(r)15 GTCAGTGITAGCAGAACTAGCTTCACTGATT-TAGAAAAATAGAGGTGCACAGTGCTCTGECCACTCCTTGAACCTGTGTGTCTGCCARTGTTCTGACC TTGET]
5 ACTAGCTTCACTGATT -TAG: TAGAGATGCACAGTGCTC TGO CACTCC T TGAACC TG T TG TCTACCANT T TCTGACCACGTRTGTCOCCAT TR
] GAACTAGCITCACTGATI - TAG TAGAGGTGCACAGAGCTCTGGCCACTCCTTGAACCTGTGTGTCTGCCARTGTTCTGACCAGGTGTGTGCCCATTGT]
g CAGAACT! TTCACTGATT-T CAGTGCTCTGGCCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACK ‘CATTGTT]|
n GAACT! TTCACTGATC-! T TC GTGCTCTGGCCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGAC! TTIGTG TTGIT]|
T ACTAGCTTCACTGATC-TAG: GTGCACAGIGCTCTGGCCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGETTIGT TTGET]
Lung |FU¢r12 GTCAGTGITAGCAGAACTAGCTTCACTGATC-TAGAAARATAGAGGTGCACAGTGCTCTAGCCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGGT TIGT TTGET
9| Lu(r)13 GTCAGTGT GAACTAGCTTCACTGATT -TA/ GTGCTCTGGCCACTCCTTGAACCTGTGTGTCTGCCARTGTTCTGACC! TTGCT
TTCACTGATT- GAGCTCTGECCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACC TTGET
TTCACTGATT-! CAGTGCTCTGGCCACTCCTTAAACCTGTGTGTCTGCCAATGTTCTGACCAGEGTGTGTGCCCATTGTT]
GTCAGTGT TTCACTGATT-! CTCTGGCCACTCCTTEAACCTGTGTGTCTGCCAATGTTCTGACCAGGTGIGTGCCCATTGTT|
ffCGTCAGTGTTAGCAGAACTAGCTTCACTGATT TAGRAAAATAGAGGTGCACAGTGCTCTGGCCACTCCTTAAACCTGTGTGTCTGCCAATGTTCTGACCAGGTGTGTGCCCATTGTT

Fic. 2. Multiple alignment of CLP-repressed and CLP-induced MuERV U3 clones. A total of 38 CLP-repressed (33) and CLP-induced (5) MUERV U3
clones isolated from the liver and lung were subjected to multiple alignment analysis. Different gray scales and a dash indicate various levels of sequence
homology among the sequences aligned (dash: absence of sequence). Distinct sequence features (190-bp insertion, direct repeats, unique sequence, and
TATA box) are indicated by a dotted box. Identical U3 clones, which are present in both tissues, are highlighted in gray.
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was translated. The resulting translation products were then compared with collected at 12 and 48 h after cecal ligation and puncture

the murine leukemia

AY219567.2, and AF033811) using Vector NTI (Invitrogen).

virus references retrieved from NCBL (MI7327, (CLP) were subjected to reverse transcriptase—polymerase

chain reaction (RT-PCR) analysis by amplifying the 3" U3

Sequences submitted to GenBank regions of MuERV transcripts. The 3" U3 sequences were

(See List, Supplemental Digital Content 1, of the GenBank accession
numbers of the MuERYV sequences isolated and analyzed in this study, http://

links.Iww.com/SHK/A1

Cecal ligation and

amplified because the same sequence on the 5™-end of provirus
0). (5" U3 sequence) serves as a promoter, and this region is
known to be highly polymorphic among the MuERV

RESULTS population compared with the rest. The MuERV profiles of
puncture-mediated alterations in profiles  the CLP liver and lung at 12 h were different from the profiles

of MUERYV expression of the sham mice at both 12 and 48 h (Fig. 1). The differ-
To investigate whether polymicrobial sepsis—elicited stress entially regulated 3" U3 regions (repressed [LI(r) and LU(r)]
signals affect MuERV expression, liver and lung tissues or induced [LI(i) and LU(i)]; Fig. 1) in the liver and lung at

U3 >
Size | Type 436 450 460 470 480 430 500 510 540 550 560 570 580
615bp| Lung | LU(r)01 GAACCTTCATTAGACTCTITCCTTGTACCCCTCCCCTACCCATCTCTTARRAATAGACATTGT TITAGATCTAARAAGTCCCACG CCCCAAATGACCGGARAATACCCCAAACCTTATTCAAACTAACCAAC]
LI(r)01 GAACCTTCATTAGACTCTTTCCTCGTACCCCTCCCATACCCATTTCTTGAGAATAGACATTGT TTAGACCTARAAAGTCCCACT CCCCAAATGACCGGGAAATACCCCAAGCCTTATTCGAACTAACCAACC
LI(r)02 GAACCTTCATTAGACTCTITCCTCGTACCCCTCCCATACCCATITCT TTGTTIAGATCT: GICC CCCCARATGACCGGGAAATACCCCARGCCTTATTCGAACTAACCAGLC]
LI(r)03 GAACCTTCATTAGACTCTITCCTCGTAC TCCCATACCCATITCTTG: TAGACATTGT! i GTCC CCCAAATGACCGGGAAAT: CAAGCCTTATTCGAACTAACCARCC]
o | Liver [LI(r)04 GRACCTTCATTAGACTCTRTCCTEGTACCCCTCCCATACCCATITCTTG TAGACATTGTTTAGATCT:; GTECCACT CCCAAATGACCGGGARAT: CAAGCCTTATTCGAACTAACCAACC]
o LI(r)05 GAACCTTCATTAGACTCTTTCCTCGTACCCCTCCCATACCCATTTC TTGTTIAGAT! ceacd CCCCARATGACC CAAGCCTTATTCGAACTAACCAACC
5 LT(r)06 [SAACCTTCATTAGACTCTITCCTTGTACCCCTCCCCTACCCATICT! TTGTTIAGATCT: GTCC CCAAATEACC! 3 AACCTTATTCGAACTAACCAAC]
o TI(r)07 GAACCTTCATTAGACTCTITCCTTGTACCCCTCCCCTACCCATITCTT. TAGACATTGT' T GTCCCAC CCCAAATAACCGEGAARTACCCCAAACCTTATTCGAACTAACCAACC
@ LI(r)08 GAACCTTCATTAGACTCTITCCTTGTACCCCTCCCCTACCCATITCTTA! TAGACATTGTTTAGATCTAAAAAGTCCCACC CCCARATAACCGGGARAT: CARACCTTATTCGAACTAACCAACC]
wn LU(r) 02 GAACCTTCATTAGACTCTETCCTTGTACCCCTCCCCTACCCATTTCTTGARAAAAGACATTGT TTAGATCTAAAAAGTCCCACC iCCCCAAATGACCGAGARAT CAAGCCTTATTCGAACTAACK CC|
LUEr%O3 ABACCTTCATTAGACTCTITCCTTGTACCCCTCCCCTACCCATITCT! TTGTTTAGATCT: GTECCACT CCCAAATGACC! CAAACCTTATTCGAACTAACCAACCH
Lung LU(r)04 CCTTCATTAGACTCTETCCTTGTAC TCCCCTACCCATTTCTTG: TAGACATTGTTTAGATCT! GTCC CCAAATGACCGGGAAGT: CCTTATTCGAACTAACCAACC
LU(r)05 GAACCTTCATTAGACTCTITCCTTGTACCCCTCCCCTACCCATTTCTTG! TAGAC] m GTEC ~TCCCCAAATGACCGGGAAGT. CARACCTTATTCGAACTAACCAACC]
LU(r)06 GCACCTTCATTAGACTCTITCCTTGTACCCCTCCCATACCCATITCTTGAGAATAGCCATTGT TITAGATCT: GTTCCACCI TAGTTTCAGGTGCCCCARATGACC CCAAGCCTTATTCGAACTAACCACTC]
LU(r)07 ECACCTTCATTAGACTCTITCCTTGTACCCCTCCCATACCCATITCTTEAGAATAGCCATTGTTHAGATCT, GITCCACCI TAGITICAGGTGCCCCARATGACCGEEARATACCCCAAGCCTTATTCGAACTAACCACTC]
LI(r)09 GAACCTTCATTAGACCCTITCCTCGTACCCCTCCCATACCCATTTCTTGARAATAGACATTGT TTAGAACTARAAAGTCC CCAAATGACCGEGAAGIACCCCARACCTTATTCGAACTAACCARCC)
LI(r)10 GAACCTTCATTAGACCCTITCCTEGTACCCCTCCCATACCCATETCTTG: TAGAC: CT; GTEC TCCCCAAATGACCGAGAARC CAAGCCTTATTCGAACTAACCAACC
LI(r)11 GAACCTTCATTAGACCCTCTCCTCGTACCCCTCCCATACCCATITCTTGARAATAGACATTGTT CT: GTCC CCCCCAAATGACCGAGAAATACCCCAAGCCTTATTCGAACTGACCAACC
. LI(r)12 ABACCTTCATTAGACCCTETCCTEGTACCCCTCCCATACCCATITCTT TTGTTIAGAACT: GTEC CCCCARATGACCGAGARATACCCCAAGCCTTAT TCGAACTAACCAACCH
Liver [L1(r) I3]:AACCTTCATTAGACECTCTCCTCGTACCCCTCCCATACCCATITCTTARRAATAGACATTGT TTAGAACTARARAGTCC TCCCCARATGACCGAGAARTACCCCARGCCTTATTCEAACTAACCAACC
TI(r) 14 GAACCTTCATTAGACCCTCTCCTCGTACCCCTCCCATACCCATITCTTGARAATAGAC! GTeC TCCCCAAATGACCGAGARATACCCCARGCCTTATTCGAACTAACCAACCH
_% LI(r)15 ARACCTTCATTAGACCCTCTCCTCGTACCCCTCCCATACCCATTTCTTGAAAATAGACATT T GTCC TCCCCAAATGACCGAGAAATACCCCAAGCCTTATTCGAACTAACCAACC
5 LI(r)16 GAACCTTCATTAGACECTCTCCTEGTACCCCTCCCATACCCATITCTTGARAATAGACATTGT T AGAACT GTEC TCCCCAAATGACCGAGARATACCCCARGCCTTATTCGAACTAACCAACC]
© LU(r)08 ARACCTTCATTAGACCCTCTCCTCGTACCCCTCCCATACCCATETCTT. TAGACATTGTTTAGAACTAAARAGICCCACC TCCCCARATGACCGAGAABTACCCCARGCCTTATTCGAACTAACCAACC]
8 LU(r)09 GAACCTTCATTAGACCCTETCCTCGTACCCCTCCCATACCCATTTCTTE: TAGACATT( CT; GTCCCACC TCCCCAAATGACCGAGARAT, CAAGCCTTATTCGAACTAACCAACC]
n LU(r)10 GAACCTTCATTAGACCCTTTCCTCGTACCCCTCCCATACCCATITCTTGARAATAGACAT TGT TITAGAT( 1C( TCCCCAAATGACCGGGAAATACCCCAAGCCTTATTCGAACTAACCAACC
LU(r) 11 GAACCTTCATTAGACCCTITCCTEGTACCCCTCCCATACCCATITCT TTGTTITAGATCT: GICC TCCCCAAATGACCGGGARATACCCCAAGCCTTAT TCGAACTAACCAACCH
Lung LU(r) 12 GAACCTTCATTAGACCCTITCCTCGTACCCCTCCCATACCCATTTCTTGARAATAGACATTGT TTAGATCT! GTCC TCCCCAAATGACCGGGARAT CCTTATTCGAACTAACCAACCH
LU(r)13 GAACCTTCATTAGACCCTITCCTCGTACCCCTCCCATACCCATTTCTTG: TAGAC! CT; GTEC CCCAAATGACCGAGAAAT: CAAGCCTTATTCGAACTAACCAACC
LU(r)14 ARACCTTCATTAGACCCTCTCCTEGTACCCCTCCCATACCCATTTCTT: \TAGACATTGTTI CT: GTCC! CCCCAAATGACCGAGARATACCCCAAGCCTTATTCGAACTAACCAACC
LU(r) 15 BAACCTTCATTAGACCCTETCCTEGTACCCCTCCCATACCCATITCT TTGTTTAGAACT; GTEC CCCCAAATGACC! CAAGCCTTATTCGAACTAACCAACCH
LU(r) 16 |\AACCTTCATTAGACCCTCTCCTEGTACCCCTCCCATACCCATITCTT: TAGACATTGTTITAGAACT; GTEC CCAAATGACCGAGARAT GCCTTATTCGAACTAACCAACC]
LUCr, GAACCTTCATTAGACCCTTT TCGTAC CTCCCATACCCATTITCTTG! TAGACATTGT T CT: GTCCH CCCi \TGACCGAG! T CAAGCCTTATTCGAACTAAC CCl
U3 |Tissue 66" TATABOX
Size | Type 581 590 _500 5§10 620 30 640 650 662
615bp | Lung | LU(r) 01 AGCTCGCTTCTCGCTT-CIGTARCCGCGCTTITTECTGCCC CTAGGCGIAT. GGGTARAAACTCCACACTCGGC (615
LI(r)01 AGCTCGCTTCTCGCTT-CIGTAACCC TTTTTGCTGCCC 'CCAGCCCTATAANAAGGGT, GCTCCACACTCGGC (607bp)
LI(r)02 AGCT TTCTCGCTT-CTGTAACCGCGCTTTTTGCTGCCCAGGCCEAG TAAAAGCTCCACACTCGGC (606bp)
LI(r)03 AGCT TTCTCGCTT-CEGTAACCC TTTTTECTACCC CCAGGCGTAT: TAAAAGCTCCACACTCGGC (606bp)
a Liver LI(r)04 AGCT TTCTCGCTT-CIGTAACCC TTTTTECTGCCC CCAGGCGTAT: TAAAAGCTCCACACTCGGC (606bp)
o AGCT TTCTCGCTT-CIGTAACCG TTTTTECTGCCC CCAGGCGTAT: CTCCACACTCGGC (606bp)
I LI(r)06 JaceT TTCTCGCTT-CIGTAACCC TTTTTECTGCCC CTAGGCAT! TACAABCTCCACACTCGGC (600bp)
- LI(r)07 AGCT TTCTCGCTT-CEGTAACCC TTTTTGCTGCCC CEAGGCGTAT: AGGGTAAAARCTCCACACTCGGC (600bp)
"3 LI(r)08 AGCT TTCTCGCTT-CIGTAACCC TTTTTECTGCCC CGAGGCCTAT! GGGTAAMAACTCCACACTCGGC (600bp)
5’, LU(r)02 AGCTCGCTTCTCGCTT-CIGTAACCGCGCTTTTTGCTGCCCAGGCCTAG T GCTCCACACTCGGC (600bp)
AGCTCGCTTCTCGCTT-CIGTARCCGCGCTTTTTECTACCC CTAGGCGTAT: T TCCACACTCGGC (600bp)
Lung LU(r)04 JacCT TTCTCGCTT-CTGTAACCC TTTTTECTGCCC CTAGGCGTAT: AGGGTACAARCTCCACACTCGGC (600bp)
LU(r)05 AGCTCGCTTCTCGCTT-CTGTAACCC TTTTTECTCCCC CTAGGCGTAT: ACTCCACACTCGGC (600bp)
LU(r)06 AGCT TTCTCGCTT-CIGTACCCGCGCTTTTTGCTGCCCAGCCCEAGK TAAAAACTCCACACTCGGC (595bp)
LU(r)07 AGCTCGCTTCTCGCTT-CRGTACCCC TTTTTECTACCC CCAGGCGTATAAKARGGGTGTARACTCCACACTCGGE (595bp)
LI(r)09 AGCTCGCTTCTCGCTT-CEGTARCCGCGCTTTTTECTACCC CTAGCCGTATAAAPAGGGT] CTCCACACTCGGC (557bp)|
LI(r)10 AGCTCGCTTCTCGCTT-CIGTAACCGCGCTTTTTGCTGCCCAGGCCEAGGCGTAT! T} ACTCCACACTCGGC (556bp)|
LI(r)11 AGCT TTCTCGCTT-CIGTAACCE TTTTTGCTGCCC CCAGACCT! TARAARCTCCACACTCGGC (556bp)
LI(r)12 AGCT TTCTCGCTT-CAGTARCCC TTTTTECTACCC CCAGGCGTAT: AGGGTCAAARCTCCACACTCGGC (556bp)
Liver LI(I")13IAL:L.J TTCTCGCTT-CIGTARCCE TTTTTECTCCCC CCAGCGCCTAT: CTCCACACTCGGC (556bp)
a LI(r)14 accT TTCTCGCTT-CPGTAACCG TTTTTECTGCCCAGGCCLAG TAAAARCTCCACACTCGGC (556bp)
a LI(r)15 accT TTCTCGCTT-CEGTARCCC TTTTTECTACCC CCAGGCGTAT: T ACTCCACACTCGGC (556bp))|
5 LI(r)16 AGCTCGCTTCTCGCTT-CIGTARCCGCGCTTTTTECTGCCC CCAGCCCTATAARAAGGGTAARARCTCCACACTCGGE (556bp)
0 LU(r)08 AGCTCGCTTCTCGCTTTCIGTARCCGCGCTTTTTGCTGCCC! CEAGGCCTAT: \GGGT ACTCCACACTCGGC (557bp))
- LU(r)09 AGCT TTCTCGCTT-CIGTAACCC TTTTTECTACCC CCAGACAT! TAAAABCTCCACACTCGGC (556bp))|
w LU(r)10 AGCT TTCTCGCTT-CEGTAACCC TTTTTECTACCC CCAGGCGTAT: AGGGTAAAARCTCCACACTCGGC (556bp)
LU(r)11 AGCT TTCTCGCTT-CIGTAACCC TTTTTGCTCCCC CCAGGCGTAT: CTCCACACTCGGE (556bp))
LU(r)12 AGCTCGCTTCTCGCTT-CIGTAACCGCGCTTTTTGCTGCCCAGGCCEAG TTAAAACTCCACACTCGGC (556bp))|
Lung | ()13 AGCTCECTTCTCECTT - CIGTARCCGCGCTTTTTECTACCE CcEaGdCaT: TAAAAACTCCACACTCGGE (556bp)
LU(r)14 AGCTCGCTTCTCGCTT-CRGTAACCGCGCTTTTTECTACCC CCAGGCGTATAAAAAGGGTAARAACTCCACACTCGEE (556bp)
LU(r)15 AGCTCGCTTCTCGCTT-CTGTAACCC TTTTTGCTGCCC CEAGGCCTAT: ACTCCGCACTCGGC (556bp))|
Luérglelz-\uu TTCTCGCTT-CIGTAACCGCGCTTTTTECTGCCCAGCGCCEAGK TAAAAACTCCACACTCGGC (556bp))
LUCr) 17 AGCTCGCTTCTCGCTT-CIGTARCCGCGCTT T TACTACCCAGACCEAGCCCTATANAA ~GGETARAAACTCCACACTCGGC (555bp)
B CLP-Induced MuERYV U3 Clones

U3 |Tissue| 1 1*

Size | Type 1 10 20 30 40 50 50 70 20 90 100 110 120 130 | 149
& [ Liver [L1()O0IRATGARAG! TAAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCAAGGCATGA, TACCAGAGCTGAGTTCTCAAAAGCTACAAGGAAGT TCAGT TAAAGAT TAACAGCTARAAATCARGGCTGAATAATE
5 LU(7 )01 AATGARAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCARGGCATGARAAAGTACCAGAGCTGAGT TCTCARAAGC TACAAGGAAGT TCAGT TAAAGAT TARLAGCT: TCAAGGCTGAATAAT.
> LU ()02 AATGARAG: CCATAAGGCTT: GCTAGCTGCAGTAACGCCATTTTGCGAGGL CAGAGCTGAGTTCT GCT: GTTCAGTTAAAGATTAACAGCT! TCAAGGCTGAATAAT:
& | Lung [y(i)o3parcasac CCATAAGGCTT! GCTAGCTGCAGTAACGCCATTTT GGC: CAGAGCTGAGTTCTC: GCT: GAAGTT.CAGTTAAAGATTAACAGCE: TCAAGGCTGAATAAT)
g LU(7) 04 AATGARRGACK CCATARGGCTTAGCAAGCTAGCTGCAGTAACGCCATTTTGCAAGGCATGAARAAGTACCAGAGCTGAGTTCTCARAAGCTACAAGGAAGT TICAGT TAAAGATTAACAGCCARARATCAAGGCTGAATAATH
U3 |Tissue| 2 4 4*

Size | Type 146 160 170 180 190 200 210 220 230 240 250 260 270 280 29
& [ Liver [L1(3)01[CTAGGACAAGGGCCARACAGGATACCGATGGTACCEACCTGGGCCCCGGCTCAAGGCCARGAACAGATGATACCCACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGTTCCCAGACTCAGCTCGCTTCTCGCTTCTGTACCCH
[ LU(7) 01 CTAGGACAAGGGCCARACAGGATACCGATGGTACCLACCTGGGCCCCGGCTCARGGCCAAGAACAGATGATACCCACCTGGGCCCCGGCTCAGGGCCARGAACAGATGETTCCCAGACTCAGCTCGCTTCTCGCTTCTGTACCCH
B3 LU (i) 02 CTAGGAC CCAAACAGGAT! TGGTACCCACCTGGGCCCCGGCTCAAGGCCAAGAACAGATGATACGCACCT CCGGCTCAGG! GAACAGATGGTTCCCAGACTCAGCTCGCTTCTCGCTTCTGTACCCH
@ Lung Tnm‘m‘ CARACAGGATACCGATGGTACCCACCTGGGCCCCGGCTCAAGGCCAAGAACAGATGATACGCACCT GGCTCAGGGCCAAGAACAGATGGTTCCCAGACTCAGCTCGCTTCTCGCTTCTGTACCCH
> LU(7)04 CTAGGAC CAGGATACCGATGGTACCCACCTGGGCCCCGGCTCARGGCCARGAACAGATGATACGCACCT GGCTCAGGGCCAAGAACAGATGGTTCCCAGACTCAGCTCGCTTCTCGCTTCTGTACCCH
U Tissue] 6 6* _TATA BOX

Size | Type 291 300 310 320 330 347
& [ Liver [ LT(3)01]CGCTTTTTGCTGCCCAGCCCCAGCLTATARRAA GGG TAAGAACTCCACACTCGGC (346bp)

[ LU()01 CGCTTTTTGCTCCCCAG! GCCGTAT: GGGTAAGAACTCCACACTCGGC (347Dp)
® LU(7)02 CGCTTTTTGCTCCCCAG! GCCGTAT: — TCCACACTCGGC (346bp)
35 Lung [ 5(3)03]caerTrrTecTacccac \GCCGTAT: - TCCACACTCGGC (346bp)
Y LU(3 )04 CGCTTTTTGCTCCCCAGCCCCAGCCCTAT: -GGGT: CTCCACACTCGGC (346bp)

Fic. 2. (Continued).
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12 h after CLP were cloned for downstream analyses, such as
evolutionary relationship, tropism, and transcription potential.

Comparison of MuERV U3 clones isolated from
CLP-repressed and CLP-induced U3 fragments

To identify the putative MuERVs and their promoters whose
expression was altered in response to CLP-elicited stress
signals, we examined the differences in sequences between
CLP-repressed and CLP-induced MuERV U3 regions. A total
of 53 U3 clones were isolated from four fragments, LI(r),
LU(r), LI({), and LU@), identified in Figure 1. Alignment
analyses identified 17 unique U3 clones in the liver (16 CLP
repressed and 1 CLP induced) and 21 unique clones in the lung
(17 CLP repressed and 4 CLP induced) (Fig. 2). Among them,
three U3 clones (two CLP repressed and one CLP induced)
were shared by both liver and lung. The CLP-repressed U3
clones (33 total) ranged from 555 to 615 bp in size, whereas the
CLP-induced clones (five total) were of 346 or 347 bp.
Interestingly, the 555- to 557-bp U3 sequences were expressed
the most in the sham livers at both time points. It needs to be
noted that the PCR-amplified U3 regions include the envelope
sequence at the 5-end and R (repeat) sequence at the 3’-end,
and these sequences were removed before the U3 alignment
analyses. Comparison analyses of the CLP-repressed U3 clones
revealed four direct repeats (1/1%, 3/3*, 5/5*, and 6/6*), one
unique sequence (2), and one ~190-bp insertion. These se-
quences were previously described as references for determin-
ing tropism traits of MuERVs (27). The direct repeat “4/4*”
was not present in any of the CLP-repressed U3 clones, and the
size of the ~190-bp insertion was variable. All of the CLP-
repressed U3 clones except for the LU(r)06 and LU(r)07 had
the direct repeat “1/1*,” whereas the direct repeats “3/3*” and
“5/5*” were identified only in LU(r)01, LU(r)06 and LU(r)07.
In contrast to the CLP-repressed U3 clones, three direct repeats
(1/1%*, 4/4*, and 6/6*), one unique sequence (2), and no ~190-
bp insertion were identified in all CLP-induced U3 clones ex-
amined. It is of interest to find the 4/4* direct repeat in all
CLP-induced U3 clones, in contrast to its absence in all CLP-
repressed U3 clones, whereas direct repeats of 3/3* and 5/5*
are present in the CLP repressed but not in the CLP induced.

A phylogenetic tree of both CLP-repressed and CLP-induced
U3 clones was established based on the alignment data (Fig. 3).
As expected, primarily based on their size differences with
regard to the repressed group, the CLP-induced U3 clones were
segregated on a unique branch (highlighted in a dotted box).
Interestingly, the branching pattern of the CLP-repressed
LU(r)06 and LU(r)07 U3 clones was closer to the CLP-induced
U3 clones rather than the other CLP-repressed U3 clones. In
addition, one distinct branch of five CLP-repressed U3 clones
was established from the liver (highlighted in gray) but not
the lung.

Tropism traits and transcription potentials of the
CLP-repressed and CLP-induced U3 clones

A total of 38 (35 unique) U3 clones isolated from differ-
entially amplified U3 regions were subjected to tropism trait
analysis (Table 1). The sequence characteristics, primarily the
direct repeat, unique sequence, and ~190-bp insertion, of the
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individual U3 clones were surveyed to determine their
putative tropism traits. The survey resulted in 29 polytropic
and six xenotropic clones (Table 1). Interestingly, among the
31 unique CLP-repressed U3 clones, only two, [Lu(r)06 and
Lu(r)07] clones, were xenotypic, whereas all four CLP-induced
clones were xenotropic as well, which parallels the phyloge-
netic data described above. However, the significance of this
in silico finding is yet to be determined by further in vitro and
in vivo experiments.

To evaluate the transcription potential of individual U3
promoters/clones identified in this study, the profiles of
transcription regulatory elements were determined by map-
ping the consensus sequences of each element. A total of 83
transcription regulatory elements, including the TATA box
and CCAAT enhancer, were identified from the 38 (35
unique) U3 clones examined [Table 2. The transcription
regulatory element profiles from the CLP-repressed U3
clones were different from those induced by CLP. Five
transcription regulatory elements (column labeled as “A”)
were present only in U3 clones derived from the CLP
repressed, and three (column labeled as “B”) were from the
CLP induced, whereas four elements (column labeled as
“C”) were shared by all U3 clones examined].

CLP-mediated changes in expression of MUERV
variant transcripts

In this study, we examined how the CLP-elicited stress signals
affect the profile of full-length as well as variant MuERYV tran-
scripts in the liver and lung. We also identified specific MUERV
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Fic. 3. Phylogenetic analysis of CLP-repressed and CLP-induced
MuERV U3 clones. After the multiple alignment analysis, all 38 MuERV U3
clones of CLP repressed and CLP induced were subjected to phylogenetic
analysis. The branching pattern of the CLP-induced MuERV U3 clones was
unique compared with the pattern of the CLP repressed. The CLP-induced
U3 clones segregated on a unique branch are highlighted in a dotted box. In
addition, one distinct branch of five CLP-repressed U3 clones isolated from
the liver is highlighted in gray. Branch lengths are proportional to the distance
between the taxa, which are drawn to scale. The values at the branch nodes
indicate the percentage support for a particular branching pattern.
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TasLe 1. Summary of tropism traits of CLP-repressed and CLP-induced MuERV U3 clones

) ) Direct Repeat/Unique Region .
Size |Tissue| U3 Tropism
1/1* 2 3/3* 4/4* 5/5% 6/6*
615bp | Liver [LU(101 P-I, P-11 P-I1, P-111, P-V, X-I, X-II, X-IV P-11 P-11, P-1V, X-1 P-1, P-11 P-11, X-1 P-11
LI (101 P-I, P-1I P-1, P-IV, X-I1I P-1, P-IL, P-I11, P-IV, X-II, X-IV. P-IIT P-1, P-1I P-I, P-I1, P-111, X-1, X-II, X-III, X-IV P-I
LI (102 P-I, P-IT P-1, P-IV, X-IIT P-1, P-I1, P-II1, P-IV, X-I1, X-IV P-111 P-1, P-Il P-I, P-I1, P-111, X-I, X-I1, X-III, X-IV P-I
LI ()03 P-1, P-I P-1, P-IV, X-I1I P-1, P-I1, P-II1, P-IV, X-I1, X-IV P-IIl P-1, P-II P-1, P-I1, P-111, X-1, X-II, X-III, X-IV PI
. LI ()04 P-I, P-1 P-1, P-IV, X-I1 P-1, P-IL, P-IIL, P-IV, X-II, X-IV P11l P-1, P-I1 P-1, P-I1, P-II1, X-I, X-I1, X-I1T, X-IV Pl
Liver || (r)03 P-I, P-11 P-I, P-1V, X-1II P-1, P-I1, P-II1, P-IV, X-I1, X-IV. P-II P-1, P-1I P-I, P-I1, P-111, X-I, X-II, X-III, X-1V P-I
& LI (1)06 P-11 P-IL P-IIL P-V, X-I, X-IL X-IV P-I, P-IL, P-IIL, P-IV, X-IL XV P-Il P-1, P-II P11, X-I P11
5 LI (107 P-1l P-IL, P-IIL P-V, X-L X-IL X-IV P-L, P-IL, P-I11, P-IV, X-IL, X-IV P-11 P-I, P-1I P-1, P-T1, P-11, X-I, X-IL, X-IIL, X-1V P-11
& LI (108 P-11 P11, P-II1, P-V, X-I, X-IL X-IV_ P-I, P-IL, P-IIL, P-IV, X-IL X-IV P-IT P-I, P-II P-I, P-T1, P-I11, X-I, X-I1, X-I1I, X-IV P11l
i LU(1)02 P-I, P-I1 P-IL, P-111, P-V, X-I, X-IL, X-IV P-I, P-II, P-II, P-IV, X-IL, X-IV P11 P-1, P-1I P-11, X- P-11
LU(n03 P-T1 P-IL, P-IIL, P-V, X, X-IL X-IV  P-I, P-IL, P-I11, P-IV, X-I1, X-IV P-11 P-I, P-II P11, X-I P-Il
Lung LU(n04 Pl P-T1, P-IIL P-V, X-L X-IL X-IV P-I, P-I1, P-IIL, P-IV, X-I1, X-IV Pl PI P-I1 P-11, X-1 P-T1
LU(05 P-Il P-IL, P11, P-V, X, X-IL X-IV  P-I, P-IL, P-II1, P-IV, X-I1, X-IV P-11 P-I, P-1I P11, X-I P-Il
2 LU(n06 X1V P-1, P-IV, X-1II P-1, P-I1, P-II1, P-IV, X-II, X-IV X-1 X1 X-IL XAV Pl Pl PTL X1 X1 XL XAV [ XAV
o § LU(107 X-IV P-1, P-IV, X-I1T P-1, P-I1, P-111, P-IV, X-II, X-IV X-1 X1 X-IL X1V Pl P11, P-IIL X1, X-AL X-HL XAV | XAV
d ‘5_ LI (109 P-1 P-I1, P-I11, P-V, X-I, X-II, X-IV P-1, P-I1, P-IIL, P-IV, X-II, X-IV/ P-1 P-I, P-II, P-IIT P-I1, X-1 P-1
& LI (110 P-I P-1, P-IV, X-I1I P-1, P-I1, P-II1, P-IV, X-I1, X-IV P-1 P-1, P-I1, P-III P-I, P-I1, P-111, X-1, X-I1, X-III, X-IV P-1
LI P-I P-I, P-IV, X-1I1 P-1, P-IL, P-IIL, P-IV, X-I1, X-IV P-I P-I, P-I1, P-IIT P-1, P-I1, P-II1, X-I, X-I1, X-III, X-IV P-I
. LI (112 P1 P-I, P-IV, X-1II P-1, P-I1, P-II1, P-IV, X-I1, X-IV. P-1 P-I, P-I, P-1 P-I, P-I1, P-111, X-I, X-I1, X-III, X-1V P-1
Liver [Ty P P-1, P-IV, X-1II P-1, P-IL, P-IIL, P-IV, X-II, X-IV P-I P-I, P-I1, P-III P-1, P-I1, P-111, X-1, X-II, X-III, X-IV P-I
LI (114 P P-1, P-IV, X-I1T P-1, P-I1, P-II1, PV, X-I1, X-1V. P P-1, P-11, P-111 P-I, P-I1, P-111, X-I, X-I1, X-IIT, X-1V P-I
. LI(n)15 P-1 P-1, P-IV, X-III P-1, P-IL, P-IIL, P-IV, X-II, X-IV P-I P-I, P-I1, P-I1I P-1, P-I1, P-I11, X-I, X-II, X-III, X-IV PI
£ LI (116 P-1 P-1, P-IV, X-11 P-1, P-I1, P-II1, P-IV, X-I1, X-IV P P-I, P-I1, P-1 P-I, P-I1, P-111, X-I, X-I1, X-III, X-IV P-1
b LU(108 P-I P-1, P-1V, X-11I P-1, P-IL, P-1IL, P-1V, X-II, X-IV P-1 P-I, P-I1, P-111 P-I, P-I1, P-111, X-1, X-II, X-IIIL, X-1V P-1
B LU(09 P-1 P-1, P-IV, X-I P-I, P-I1, P-IIL, P-1V, X-II, X-IV P P-I, P-I1, P-IIT P-I, P-I1, P-II1, X-I, X-I1, X-III, X-IV P-I
LUM10 P-I P-I, P-IV, X-11I P-1, P-IL, P-IIL, P-IV, X-II, X-IV P-I P-I, P-I, P-111 P-1, P-I1, P-1I1, X-I, X-I1, X-III, X-1V P-1
LUmI P P-1, P-IV, X-IIT P-1, P-IL, P-IIL, P-IV, X-I1, X-IV P P-1, P-I1, P-IIT P-1, P-I1, P-II1, X-I, X-I1, X-III, X-IV P-I
Lung LUn12 P-I P-1, P-IV, X-IIT P-1, P-IL, P-II1, P-IV, X-I1, X-IV. P-1 P-I, P-IL, P-II P-I, P-I1, P-1I1, X-I, X-I1, X-III, X-1V P-1
LUMI3 PI P-1, P-IV, X-III P-1, P-IL, P-IIL, P-IV, X-II, X-IV P-I P-I, P-I1, P-II P-1, P-I1, P-II1, X-I, X-II, X-III, X-IV P
LUn14 P P-1, P-IV, X-1IT P-1, P-I1, P-II1, P-IV, X-I1, X-IV P-1 P-1, P-I1, P-111 P-I, P-I1, P-1I1, X-I, X-I1, X-III, X-IV P-1
LUMIS P-I P-1, P-IV, X-1II P-1, P-IL, P-IIL, P-IV, X-II, X-IV P P-I, P-I1, P-IIT P-1, P-I1, P-II1, X-I, X-II, X-III, X-IV P
LUM16 Pl P-I, P-IV, X-1II P-I, P-I1, P-IIL, P-1V, X-II, X-IV P-I P-I, P-I1, P-III P-1, P-I1, P-II1, X-I, X-I1, X-III, X-IV P-1
LU()17 P-1 P-1, P-1V, X-11I P-1, P-I1, P-IIL, P-1V, X-II, X-IV P-I P-I, P-I1, P-I11 P-I, P-I1, P-111, X-I, X-1I, X-III, X-IV P-I
Liver |LI)01 X-I1, X-11T P-I1, P-1I1, P-V, X-I, X-IL, X-IV. X-I1, X-IV P-I, P-I1, P-II1, X-I, X-IL X-IL X-IV [ X-T1
=.§ £ LUGMOL [ X-IL, X111 P-IL, P-II1, P-V, X-I, X-IL, X-IV X-IL X-IV P-I, P-I1, P-IIL X1, X-IL X-IL X1V | X-IT
d.g € Lung |LU@02| Xl X-Ill P-I1, P-II1, PV, X-I, X-I1, X-IV X-I1 XAV P, P11, P-II1, XL XeAL XL XAV [ XAIT
El & e [oom|  x-m xam P-IL, P-1I1, P-V, X-1, X-IL, X-IV X-IL X-IV P-I, P-IL, P-IIL X1, X-IL X-IL X1V | X-IT
LUG04|  X-IL X-I1I P-I1, P-111, P-V, X-I, X-IL, X-IV. X-II, X-IV P-1, P-I1, P-1I1, X-I, X-IL, XL X-IV [ X-IT

CHO ET AL.

Dot indicates absence of homology with reference sequences. Bold font represents the reference type closest to each U3 clone examined. Identical
U3 clones, which are present in both liver and lung, are highlighted in gray.

variant transcripts responding to the stress signals. Reverse
transcriptase—polymerase chain reaction analyses using a set of
primers that are capable of amplifying full-length MuERYV as
well as subgenomic transcripts revealed that several variant
transcripts were regulated in the liver and lung in response to
CLP (Fig. 4). However, we were not able to detect any full-
length transcripts, presumably ~7.5 to ~8 kb in size, in any
experimental groups examined. There were unique and
substantial changes in variant transcripts in the liver at 12 h
(LI-Cl(IZH), LI‘CZ(]ZH), LI-C3(|2H), and LI-C4(12H)) Compared
with changes in the liver and lung at 48 h (LI-S1ugy), LI-
S2wusmy, LI-Cl4gpy), and LU-Cl4gp)). Four different sizes of
variant transcripts (~5 kb [LI-Cljop)], ~2.3 kb [LI-C2(2p],
~1.2 kb [LI-C3(12H)], and ~0.9 kb [LI-C4(12H)]) were induced
in the liver at 12 h after CLP, whereas only the ~0.9-kb
transcript was induced in the lung. In contrast, at 48 h after
CLP, a variant transcript of ~2.8 kb (LI-C1gpy/ LI-S1(4g5)),
which is about the size of the typical MuERV envelope tran-
script, was induced in two of three CLP mice, and one variant
transcript of ~1.5 kb (LU-Cl4gny) was induced in the lung
(two of three mice). Another envelope size variant transcript
(~2.9 kb [LI-S24sm)]) was present in the livers of two sham
mice at 48 h, but it was not detected in any of the CLP mice.

Characterization of splicing patterns and coding potentials
of CLP-associated MuERV variant transcripts

To determine the splicing patterns of the variant transcripts
identified above, each transcript cloned from the amplified
products (indicated in Fig. 4) was examined for splicing

junctions. In addition, coding potentials of these variant
transcripts were evaluated for three retroviral genes (group
specific antigen [gag], polymerase [po/], and envelope [env])
essential for viral replication. Four near-identical (>99%
sequence identity) transcripts (5,063 or 5,064 bp) were cloned
from the LI-C1 oy, fragment. There were four ORFs (I ~ IV)
in these transcripts, and none were intact for any of the three
main retroviral polypeptides (gag, pol, and env) (Fig. 5). Inter-
estingly, a single-nucleotide deletion in one clone led to a
premature termination of ORF III. Putative splicing junctions
were surveyed in these transcripts using the reference se-
quences for splice donors (S/D) and splice acceptors (S/A)
yielding a negative result, suggesting that the transcripts are
nonsplicing variants (NSVs) transcribed from defective
MuERYV provirus(es) (19, 29). In fact, a BLAST search of the
C57BL/6J genome using one of these transcripts revealed two
genomic loci in chromosomes 4 and 8 with more than 99.9%
sequence identity with one nucleotide gap and no gap,
respectively.

It has been documented that the U3 promoters are highly
polymorphic and are the primary determinants of MuERV
transcriptional activity and tropism (27). Comparison analysis
of the U3 promoter sequences of all variant transcripts iden-
tified in this study revealed that all transcripts induced at 12 h
in the liver (LI-CI(IZH), LI-C2(12H), LI-C3(12H), and LI-C4(12H))
share more than 99% sequence identity within their U3
sequences of 346-bp size (Fig. 6). In contrast, four dif-
ferent sizes (434, 556, 600, and 611 bp) of U3 promoters were
found in the transcripts isolated from the liver and lung at 48 h
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TasLe 2. Profiles of transcription regulatory elements in the CLP-repressed and CLP-induced MuERV U3 promoters
Al [A] IC A] A] TB[ T B[ [T ]

Transcription Regulatory Element

U3
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Tus
Size
(615bp)|
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Type

~ | [Downstream regulatory elem:
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(1106
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Numbers in the boxes indicate frequency of each element. Different letters in combination with gray shades indicate elements mapped only in U3
clones of CLP repressed (A), only in U3 clones of CLP induced (B), or shared by all U3 clones (C). Identical U3 clones, which are present in both liver

and lung, are highlighted in gray.

(LI-SI(48H), LI-82(43H), LI-C1(48H), and LU-C1(48H)). Allgl'l-
ment analyses of variant transcripts of LI-C1omy, LI-C2(1op),
LI-C3(1om), and LI-C4 2y, revealed more than 99% identity
within the overlapping sequences among them. We then
examined whether the variant transcripts are splicing products
derived from the transcripts of LI-Cl(jog). The variant

12H

Liver Lung

CLP Sham CLP

1-C1(121)

LI-C2(171)
——

@ e
[ 1

transcripts were surveyed for potential splicing junctions
using reference sequences (Fig. 5) (19, 29). Five different
splicing variants (SVs) were identified from the transcripts
isolated from the liver at 12 h, and they are presumed to be the
splicing products of the 5,063- and/or 5,064-bp NSV transcripts
using combinations of previously described as well as novel

48H
|

Liver Lung

LI-S2(48m)

L1-ST (35m)

LI-Clsgm)
- e

/[-
LU-C148m)

MV2D

Fic. 4. Changes in profiles of MUERYV variant transcripts in the liver and lung after CLP. Liver and lung tissues harvested at 12 and 48 h after CLP were
examined for expression of MUERV variant transcripts using a primer set capable of amplifying full-length MuERV transcripts. Several MuERV variant
transcripts, including ~1- to 5-kb band, were differentially expressed after CLP. Respective tissues harvested from sham mice served as controls. A schematic
drawing depicts the locations of the primers (MV1K and MV2D) used for this experiment. S indicates sham; C, CLP.
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S/D(env)* CCGCCGGGAGGTAAGCTGGC | [S/A(env)* TAATAGTCCCTCTCTCCAAGCTCAC
S/D(D* .AC.TCC.". .[. . TCC.CCC. | [S/A(env2) CTC.CCAAG...A..TAC..[@C.CT
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Fic. 5. Genetic organization of CLP-associated MuERV variant transcripts. A, Genetic organization, including putative ORFs, of 10 different types of
CLP-associated MUERYV variant transcripts (NSV and SV-I to SV-IX) is schematically presented. Each type of variant transcript is drawn on a scaled line on
which splicing signals (left bracket [donor] and right bracket [acceptor]) and putative ORFs (gray box) are indicated. Different gray scales were used when more
than one putative ORF was identified in the same coding region. Also, 3-end of 5" LTR and 5-end of 3’ LTR are marked. B, Splicing profiles of nine MUERV
variant transcripts are summarized and compared with each other. Based on the sequence homology with individual groups of variant transcripts, three
defective MUERVs identified from the C57BL/6J genome and one full-length reference, xenotropic MUERV (DQ241301), were used as references on which
splicing signals are indicated. In addition, deletions within three defective reference MUERVs are delineated with gray shades. C, A total of 10 splicing signals
(five donors and five acceptors marked with “*”), which were differentially used to generate the SVs identified in this study, are summarized and compared with
previously reported signals. Four of them [two donors, S/D(IV) and S/D(V), and two acceptors, S/A(Ill) and S/A(IV)] highlighted in a darker shade were novel
splicing signals and were well conserved, including 100% compliance with the “GT-AG” rule.
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Time After | U3 1 1
CLP Size | 10 20 30 40 50 60 70 80 90 100 110 20 130 14
12 Hours | 346 |AATGARAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTABCGCCATTTTGCARGGCATGARAARGTACCAGAGCTGAGI TCTCARAAGCTACAAGGARGT TCAGT TARAGAT TAACAGCTARARATCARGGCTGAATARTA
TGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTARCGCCATTTTGCARGGCATGARBAAGTACCAGAGCTGAGT TCTCARAAGE TACAAGGAAG T ICAGT TARAGATTARCAGI TARAAATCARGGCIGAATARTA]
TGAAAGACCCCACCATCAGGCTTAGCAAGCTAGCTGCAGTARCGCCATTTTGCARGGCATGAARAAGTACCAGAGCTGAGT TCTCARRAGT! GARAGTTCAGITAAAGATT, TTAARGAT TAAGGCTGAATART,
48 Hours TGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTAGCGCCATTTTGCAAGGCATG! GTACCAGAGCTGAGTTCT! GITGCAAGAAAGTTCAATTARAGATTARCAGTTAAAGAT TAAGGCTGAATAATA]
TGAAAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTABCGCCATTTTGCAAGGCATG GTACCAGAGCTGGGITC TACAAGGAAGTTCAGTTATAGATTAACAGI TARAGATCAAGGCTGAATAGCA]
TGARAGACCCCACCATAAGGCTTAGCAAGCTAGCTGCAGTARCGCCATTTTGCARGGCATG GTACCAGAGCTGAGTTCT! TACAAGGAAGTTCAGTTABAGATT; TTARAGAACARGGCTGAATARCA]
Time After | U3 2. 3.3 4 4
CLP Size |4 160 170 190 200 0 20 230 240 250 260 70 280 290)
12 Hours | 346 |CTAGGACAAGGGCCARACAGGATACCGAT ATACCCACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGTTCCCAGA: ]
434" |CTRGGACAAGGGCCARACAGGATATCGETG GCCCCGGC ATGGGACCCACCTGGGCCCCGGCTCAGGGCCARGAACAGGTGGTACGCAGAT GARGCGGARCC AGCARCAG |
556° | TGGGACAGGGGCCAR-—-—— ATATCGETG ACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGCICIC o
48 Hours | 556" CTGGGACAGGGGCCAR--—--ATATCGETG--- ACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGGCTCIICAGA:
600 |-TEGGACAGGGGCCGARCABGATATCGETG ———GIC, ACCTGGGCCCCGGCTCAGGGCCAAGAACAGATGETTCTCAGAT ARAGCGGARCE AGCARCAGA
611" |TGGGACAGGGCCCANACAGGATATCGETG - ~GTC ACCTGGGCCCCGGCTCAGGGCCARGAACAGATGATACHCAGAT ABAGCGGARCC TGCAACAGACE

190bp insertion

Time After | U3
CLP

Size |57 300 310 320 330 340 350 360 370 380 390 400 410 420 439
12 Hours | 346"
434"
556° CGICAGTGITAGCAGAACTAGCTICACTGAT TTAGARARATAGAGGTGCACAGTGCTCTGGCCACTCCTTARACCTGIGTGTCTGCCAATGCTCTGACCAGGTCTGIGCCCATTGTTY
48 Hours | 556" - -CGICAGTGTTAGCAGAACTAGCTTCACTGATCTAGAAAAATAGAGGTGCACAGTGCTCTGGCCACTCCTTGAACCTGTGIGTCTGCCAATGT TCTGACCAGGT TTGIGCCCATTGTT]
600_[ca -~ CGATAGACGICAGIGTTAGCAGAACTAGCTTCACTGATTTAGARAAA TAGAGGTGCACAGIGCTCTGGTCACTCCTTGARCCTGTGTGICTGCCARCGI TCTGACCAGATATGTGCCCATTGCT]
611" JCAGAARCCCTG AAGATAGACGTC \GA_CTATCTTCACTG: ‘TAGAGGTGCACA~TGCTCTGALCCACTCCTTGAACCTGTGTGTCTGCCAATGTTCTGACCAGST “TGTGCCCATTGCTY
Time After | U3 > 5*
CLP | Size |;5 50 60 70 £50 256 500 510 520 5% 540 550 560 5710 e
12 Hours | 346 - CTq
434 TTCH- GARABRGICEC GGIICCCCARATGACC GGARATACCCCARGCCT A GATT TGAACTARCCAC ]
556° [AACCTTCATTAGACCCTTTCCICGTACCCCTCCCATACCCATTT TAARAAGICCCACCHCAGLT, CCCCARATGACCGAGARATACCCCAAGCCTT -ATTCGAACTAACCAAC]
48 Hours | 556" |AACCTTCATTAGACCCTTTCCTCGTACCCCTCCCATACCCATTTCTTGAAAATAGACATTGTTITAGATY i TCAGTT CCCAAATGACCGGGAAATACCCCRAAACCTT -ATTCGAACTAACCAACC
600 ICTTTCCTIGTACCCCTCCCCTACCCATTTCTTGARAATAGACATTGTTITAGAT CCACCICAGT: CCCABATGACCGGGAA -TACCCCAAACCTT—ATTCGAACTABCCAACK
TTTCCT IGTACCCCTCCCATACCCATTTCTTGARRATAGCC TAGATCTABARAGT I CCACCICCGT! "TCCCCARATGACCGGGAAATACCCCAAGCCTT - ATTIGAA I TARCCAC T

Time After | U3 6__ 6" TATABOX B
CLP Size |oo, 590 600 610 620 63 640 650 66 U3
72 Hours | 346 |reCICeCTICICECTTCTOTACCCACC TITICTC e CAGReCAGE T TR A CRC TR CAACICCACACICEG - Source Sequences
434" |AGCTCGCTTCTCGCTTCTGTGCCCACGCTTTTTGCTCCCCAGCCCAGGCCTAT: GGGIABGABCTCCACACTCGG Size
2 |G GOCCCAGCCCTATAAKARGEGTARARACTCCACACTCGG *
48 Hours | 336 laccrecermorcecrorelccanrrrrronncocacc BB ranshncdcraianc HocaCacrco LI-C1i2r)-1%, LI-Cl1200-2, LI-Cl120-3,
600 : GCTCGCTTCTCGCTTCTGTARCCECGCT TTTTGCTCCCCAGUEE TAGGCCITAT! GEGTACARACICCACACTCGG LI-C1(121)-4, LI-C1(12n)-5, LI-C2(121)-1,
611" |AGCTCGCTTCTCGCTTCTGT CTTTTTGCT CAGG-———— iTAT GAGTARI CCCACACTCGG!
LI-C2(121y-2, LI-C2(121)-3, LI-C2(121)-4,
346 | 11-C2(10my-5, LI-C2(124-6, LI-C3(12w-1,
@ LI-Clusn-1°(556bp) LI-C3(12H)-2, LI-C3(12n)-3, LI-C4(121)-1,
@ LI-S2¢s1-1°(556bp) LI-C4 (1212, LI-C4(12r)-3, LI-C1(a81)-3
@ LU-Cluosr-3 (600bp) 434 | LI-C1 a8H)-2*, LI-S1asr)-1
@ LU-Clusi-1 (611bp) - -1a LI- -1b. - -
556 | LI-C1wsH)-13, LI-S2usH)-1b, LI-S2@sn)-2
I O LI-Cluzi-1 (346bp) 600 [LU-C1uarn3
91l @ LI-Cluen-2 (434bp) - a
O12Hour @ 48Hour " 611 [ LU-C1usry-1*, LU-C1a8H)-2

Fic. 6. Comparison analyses of U3 sequences derived from CLP-associated MuERV variant transcripts. A, A total of six different U3 sequences
representing the CLP-associated MUERV variant transcripts (LI-C1 121y, LI-C2(121), LI-C3(12), LI-C4 (12, LI-C14gry, LI-S1(4g1), @and LU-C1 451)) were subjected
to multiple alignment analysis. The LI-C1(1o1-1 U3 sequence is shared by all transcripts from the 12-h time point (LI-C1(12n), LI-C2(1o), LI-C3(121), and LI-
C4121)) with a greater than 99% sequence identity. B, The variant transcripts that share a greater than 99% sequence identity with the individual U3 sequences
(marked with *, @ or P), which were subjected to an alignment analysis above, are listed in a table. C, Based on the alignment data, a phylogenetic tree was
established using the neighbor-joining method. The U3 sequence (LI-C1(54)-1) representing all transcripts from 12 h and LI-C14g4)-2 shared a unique
branching pattern. The values at the branch nodes indicate the percentage support for a particular branching pattern.

splicing signals. There was a single splicing event in four
variants (SV-I [S/DII)-S/A(env)], SV-II [S/D(env)-S/A(env)],
SV-III [S/D(V)-S/AIV)], and SV-IV [S/D(IV)-S/AJID)]) and
two events in one variant (SV-V [S/D(env)-S/A(I) and S/
D(ID)-S/A(env)]). Interestingly, one of the variant transcripts
identified in the CLP liver at 48 h, called SV-VI, had more
than 99% identity within the overlapping sequences with the
above variants (SV-I ~ SV-V) and was generated by four
splicing events [S/D(env)-S/A(D), S/D(I)-S/A(II), S/D(III)-S/
A(III), S/D(V)-S/A(env)]. None of these SVs (SV-I ~ SV-VI)
were able to encode intact polypeptides of gag, pol, or env.

Sequence analysis and splicing survey of the variant tran-
scripts of ~2.8 to ~2.9 kb from the liver at 48 h (LI-S1 g, LI-
S24smy, and LI-Clsyy) yielded five different full-length env
transcripts (SV-VII [env/env]) (Fig. 6). In addition, the variant
transcripts isolated from the CLP lung at 48 h (LU-Cl4gm))
were determined to be two different defective env transcripts
(SV-VIII and SV-IX) derived from at least two different
MuERYV loci on the genome that have major deletions in the
env and/or other genes (Fig. 5). Two defective MuERVs pre-
sumed to be proviral templates for SV-VIII and SV-IX were
mapped on chromosomes 11 and 13 of the C57BL/6] genome
with 94% and 100% sequence identity within the relevant U3
sequences, respectively.

The splicing signals used to generate the variant transcripts
identified in this study are summarized in Figure 5C. In addition
to the env S/D and S/A, eight well-conserved MuERYV splicing
signals (four donors [S/D(I), S/D{II), S/DAV), and S/D(V)]
and four acceptors [S/A(I), S/A(I), S/A(IIl), and S/AIV)])
were used in combinations to generate the variant transcripts.
Four [S/D(IV), S/D(V), S/A(II), and S/A(IV)] of these splicing
signals have not been reported previously, whereas the other
four signals [S/D(I), S/D(II), S/A(), and S/A(I)] were
identified in one of our previous burn studies (19, 29).

Comparison of MUERV U3 sequences of the variant
transcripts differentially expressed after CLP

To determine the relationships among the MuERVs from
which the variant transcripts were derived, their U3 sequences
were compared, and a phylogenetic tree was established
(Fig. 6). A 346-bp U3 sequence was shared by a total of the
initial 18 variant transcripts cloned, which include all clones
(SV-I ~ SV-V) from the CLP liver at 12 h and one (SV-VI)
from the CLP liver at 48 h with greater than 99% sequence
identity. This 346-bp U3 sequence, which was mostly derived
from the CLP-induced variant transcripts at 12 h, was almost
identical (>99% sequence identity) to the CLP-induced U3
clones (Fig. 2). Two full-length env transcripts (LI-C14gp)—2
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Env

Source < e [ENV Leader Su VRA.
Transcripts|; 10 20 20 40 50 50 70 80 50 100 120 130 145
Li LT-S2con-1 [MEGPAFSKELKDKINPWGPLI LGILIRAGUSVORDSPHQVENV TWRVINLMIGQTANATSLL PRLYFDLCDLIGDDWDETG- LGCREPGARKRARTEDE YVCPGHTVPIGCGGPREGY CGKHGCETTE
Shoam | LT-S2ce0-2 MEGPAFSKBLKDKINWGPLIVLGILIRAGUSHIOHDS PHOVENVTHKY TNLMTGQTANATS LL PKLYFDLCDLIGDDWDETG- LGCRIP TEDFYVCPGHTVPIGCGGPREGYCGKWGCETTROAYWKPSSS|
LI-S1usn-1 MEGPAFSKSLKDKTNPWGPLIVMGILVGAGASGORDSPHOVENVTHEVINLMIGOTANATSLLGTVT DTEPKLY EDLCDLYGDYWDDPDGVGCRSPGRRKRTRLY DEYVCRGHTVE  GCGGEGEGY CGKHGCETTEOAYWKRSSS)
Liver | LI-Cleen-1 [MEGPAFSKBLKDKINPWGPLI ILGILIRAGYSORDSPHOVENVIWRYINLMIGOTANATSLLGTMIDALPKLYF DLCDLEGDBWDELG - LGCREPGGRKRARTEDF YVCEGHTVPIGCGGPREGYCGKWGCETTGOAYRKPSSS|
CLP | LI-Clusw-2 MEGPAFSKSLKDKTNPHGPLIUMGILVGAGASGORDSPHOVENYTWRYTNLMIGOTANATSLLGTVTDTEPKLYFDLCDLVGD YWDDP DGVGCRSPGRRKRTRL Y DEYVCEGHTVR 1 GCGGRGEGYCGKWGCETTEOAYHKESSS|
Env
Source| : VRB
Transcripts|, 46 160 170 180 190 200 210 220 230 240 250 260 270 280 29
Liver | LT SZeo-1 [ADLISLRRGNTPRNOGECYDSSAVSSDI0GATPGRRONELY LEF TOAGKKASHDGPKVHGLR LY RSTGTDPY TR ESLTRQVLNGPRVEIGPNEV I TDOLPPSREVOTNLPRPEQBE PEGAAST VEETAPFS00PGTGDRLLNL
Sham | LT-S2as0-2 [IDLTSL PRNOGECYD: DIQGATPGGRCNPLVLEFTDAGKKASHL RLYRSTGIDPVTRESLTRQVLNIGPRVPIGENPVI TDQLPPSRPVQIMLPRPEQRPPPGAASIVPETAPPSQOPGTGDRLLNL
LI-Slusn-1 [ADLISLKRGNTPRNOGECYDSSAVSSDIOGATEGERCNPLY LEFTDAGKKASHDGPKVHGLRLYRSTGIDPY TRESLTROVLNIGPRVPIGENPVI TDOLPPSRPVOIMLPR PPOBPPPGAASTV PETAPPS0OPGTGDRLLNLY
Liver | LI-Clusn-1 [WDLISLKRGNTPRNOGECYDSSAVSSDIKGATPGGRCNPLVLEFTDAGKKASHDGPKVWGLRLYRSTGIDPVIRFSLTRQVLNIGPRVPIGPNPVITDQLPPSRPVO IMLPRPPQBP PPGAASTY PETAPPSOQPGTGDRLLNL)
CLP | L1-Clesw-2 [WDLISLKRGNTPKDQGPCYDS - SVSSGVEGATPGGRCNPLVLEFTDAGKKASWDAPKVHGLRLYRSTRADPVTRESLTROVLNVGPRYPIGPNPY I TDQLPPSQPVQIVLPRPRHHPPPGTVSMYPGAPPPPOQPGTGDRLLSLY
Env
Source :
Transcripts|,o 300 310 320 330 340 350 360 370 380 390 400 410
Li LI-S2en-1 |PGAYQALNLTSPDKIQECWLCLAAGPPY YEGVAVLGIYSNHTSAPANCSVASQHK LTLSEV IGQGLCVGAY PKTHQALCNTTOKISDGS YY LAAPAGI IWACNIGLTPCLSTTVLNLTTDYCVLVELWPKVIYHS PGY VY GOFE]
Sheam | LT-S2cs0-2 [DGAYOALNLTS DK TOECHLCLAAGRPY YEGYAVLGTY SN SAPANCSVASQRKLTLSEV TGO LCVGAY PKTHOLCNTTOKES DGS Y Y LAAPAGT THACNTGLTPCLS TTVLNL I TDYCVLVE LWPKV T YHS PG YV YGOFE
LI-S1usn-1 |DGAYQALNLTSPDKTQECHLCLAAGPPY YEGVAVLGTYSNHTSAPANCSVASQHKLTLSEVTGOGLCVGAY PKTHOALCNTTOKTSDGS YY LAAPAGT IWACNTGLTPCLSTTVLNLTTDYCVLVELWPKVTYHSPGYVYGQFE]
Liver | LI-Cleso-1 [DGAYQALNLTSPDKIQECWLCLVAGPPYYEGVAVLGTY SNHISAPANCSVASQHKLILSEVIGOGLCVGAY PKTHOALCNTTQRESDGS Y Y LAAPAGI TRACNTGLTPCLSTTVLDLTTDY CVLVELWPKVIYHSPGYVYGQFE]
CLP | LI-Cluaw-2 [DGAYORINLTSPDKTQECWLCLYSGRPYYEGVAVLGTY SNHTSAPANCSVASQHKLTLSEVTGOGLCVGAV PKTHOALCNTTOKASDGS Y YLARPAGT IRACNTGLTECLSTTVLNLTTDY CVLVELWPKVTYHSPGYVYGQFE!
Env
Source : ™
Transcripts|isc 450 460 470 480 490 500 51 520 530 540 550 560 570 580
Li L1-520m-1 |KIKYRREPVSLILALLLRGLIMGGIAAGVGIGITALVATKQFEQLORA I HTDLGALEK SVSALEKSLTSLSEVV LONRRRLDLLE LKEGGLCAALKEECCE YADHTGVVRDSMAKLRERLNQROKLFESGOGHEEGLENRS PWET]
SR’:J‘ LI-S2(s-2 [KPKYKREPVSLTLALLLRGLTMGGIAAGV LVATKQFEQT.QAATHTDLGALEKSVSALEKSLTSLSEVV.QNRRRLDLLFLKEGGLCAAT KEECCFYADHTGV T RERTNQROKTFESGQGHFEGL WET|
LI-S1uso-1 [KIKYKREPVSLTLALLLRGLTMGGIAAGVGTGTTALVATKOFEQLOAATHTDLGALEKSVSALEKSLTSLSEVVLONRRRLDLLE LKEGGLCAALKEECCEYADHTGVVRDSMAKLRERLNOROKLFES GOGHEEGLENRS PWET]
Liver | LI-Cleuso-1 [KIKYERHPVSLTLALLLGGLIMGGIAAGVGTGITALVATKQFEQLOAA THTDLGALEKSVSALEKSLTSLSEVVLONRRRLDLLF LKEGRLCAALKKECCE YADHTGVVR DSMAKLRERLNQROKLFESGQGWFEGLENRS BWE]
CLP | LI-Clesw-2 |KIKYOREPVSLTLALLLGGLTMGGL. LVATKQFEQLOAATHTDLGALEKSVSALEKSLTSLSEVVLONRRGLDLLFLKEGGLCAALKEECCFYADHTGY! 1RERLNQRQKLFESGQGWFEGL WET|
SU{—‘
Env LI-S2¢a-1
Source . B 92— OLI-S20en-
Transcripts|ss, 590 oo L= OIS 22
L LI-S2cen-1 [ILISTIMGPPIVLLLILLEGPCILNRLVQEVKDRISVVOALlVLIQOYHOLKS IDPEEAESRE (641) L — RN
SL";'" LI-S2esn-2 [TLISTIMGPPIVLLLILLEGPCILNRLVQFVKDRISVVOALNLTQOYHQLKST (641) OLI-S -1
LI-S1esn-1 [TLISTIMGPEIELLLILLLGPCILNRLVQFVKDRISVVQALLTQOYHOLKSTEPEAVESRE (642 @LI-Clr2
Liver | LI-Clusn-1 [FLISTIMGPLITLLLILLEGECILNRLVQFVKDRISVVOAL/LTOOYHOLKS IDPEEVESEE (641)
CLP | L1-Clusw-2 |TLISTIMGPEITLLLILLLGPCILNRLVQEVKDRISVVOALVLTQOYHOLKSIEPEAYESRE (641 0.01 OSham @CLP
™€
Env . Env .
Source | rranccripts VRA Tropism Source | Transcripts VRB Tropism
Ref DG75 IDYWDC PEPDIGDGCRTIPGERRRTRLYCFYVCPGHTVPIG XENOTROPIC Ref DG75 [PKDQGPCYDSS-VSSGVQGATPG XENOTROPIC
szqeu’::g: McF247  [PBWDETGH- - --GCRIPGGRKRARTECEYVCPGHTVREG  PoLYTROPIC Rommonce | McF247  [PONOGECYDSSAVSSBIKGATEG|  PoLYTROPIC
MX33 [DDWDETGL - - - -GCRT PGGRKRARTELCFYVCPGHTVPTG MOD. POLY MX33 [PRNQGPCYDSSAVSSGIQGATPG MOD. POLY
Liver LI-S2us0-1 [PDWDETGL----GCRTPGGRKRARTELFYVCPGHTVPIG POLYTROPIC Liver LI-S2usw-1 [PRNQGPCYDSSAVSSPIQGATPG| (MOD. POLY?)
Sham LI-S2usn-2 |PDWDETGL----GCRTPGERKRARIECFYVCPGHTVPIG| POLYTROPIC Sham LI-S2wusn-2 |PRNQGPCYDSSAVSSDIQGATPG| (MOD. POLY?)
LI-Slusn-1 [BYWDCPDGV---GCRSPGRRERTRLYDFYVCPGHTVPIG| (XENOTROPIC?) LI-Slusn-1 |PRNQGPCYDSSAVSSDIQGATPG| (MOD. POLY?)
Liver LI-Clusn-1 [PBWDETGL----GCRTPGGRKRARTELCFYVCPGHTVPIG|  POLYTROPIC Liver LI-Cluso-1 [PRNOGPCYDSSAVSSBIKGATPG| (poLYTROPIC?)
CLP LI-Clusw-2 [PYWDDCPDGV---GCRSPGRRKRTRLYDFYVCPGHTVPIG| (XENOTROPIC?) CLP LI-Clusw-2 [PKDQGPCYDSS-VSSGVQGATPG|  xenoTROPIC

Fic. 7. Comparison of putative env polypeptides isolated from the liver of CLP and sham mice at 48 h. A and B, Putative env polypeptide sequences
encoded from five different env transcripts of the SV-VII were compared with reference sequences of different tropism traits by multiple alignment analysis, and
a phylogenetic tree was established based on the alignment data (30). Different regions (leader peptide, surface domain [SU], transmembrane domain [TM],
variable region A [VRA], and variable region B [VRB]) within the env polypeptides are indicated. C, In addition, tropism traits of these putative env polypeptides
were determined using reference env polypeptides with previously known tropism (30).

and LI-S1 gy —1 of SV-VII) had a 434-bp U3 sequence with
one nucleotide difference between each other, whereas the
other three members of SV-VII (LI-Clgn)-1, LI-S24smy—1,
and LI-S2 gy, —2) shared a 556-bp U3 sequence (two iden-
tical plus one with 11-nucleotide mismatch). In addition, there
were two SV-VIII transcripts (LU-Cl4gpy-1, LU-Cl g —2)
sharing a 611-bp U3 sequence with greater than 99%
sequence identity (four nucleotides mismatch), and SV-IX
was represented by one transcript (LU-Clsy)-3) with a 600-
bp U3 sequence. Interestingly, phylogenetic analysis of
the U3 sequences of all SVs (SV-I ~ SV-IX) revealed that
two members of SV-VII retaining a 434-bp U3 sequence
were evolutionarily closer to NSV and SV-I ~ SV-VI with a
346-bp U3 than they were to the other three SV-VII mem-
bers, SV-VIII, and SV-IX (Fig. 6). The direct repeat 4/4* was
present only in two U3 sequences of 346 and 434 bp, sug-
gesting their unique tropism traits.

Putative env polypeptides encoded from CLP-associated,
full-length env transcripts

Five different full-length env transcripts of SV-VII isolated
in the liver of sham and/or CLP mice were translated. Their
polypeptide sequences were subjected to multiple alignment
and phylogenetic analyses (Fig. 7). Two env polypeptides en-
coded from env transcripts of LI-C1 gy, —2 and LI-S1 gy~ 1
were placed on one main branch, whereas the other three (LI-
Clgmy—1, LI-S2 481y — 1, and LI-S2 451y, —2) segregated toge-
ther into another branch. It is likely that the env polypeptides

encoded from LI-Clugyy—2 and LI-S1y4gyy—1 transcripts
(either or both) were induced in the CLP liver at 48 h
(Fig.4). In addition, the tropism traits of these env polypep-
tides were determined by comparison to the variable regions
A and B (VRA and VRB) of reference sequences (Fig. 7) (30).
Comparison analysis using VRA sequences revealed that three
(LI-C1(48H)_1, LI-S2(48H)_1, and LI-S2(48H)_2) were pre-
sumed to be polytropic and two (LI-Clggy—2 and LI-
Slusmy—1) were close to being xenotropic. However, the
results from the VRB were not clear enough to interpret
except for the LI-C1 gy —2 as xenotropic, probably because
of a limited size of the sequences to be aligned. All the other
variant transcripts (SV-II, SV-VIII, and SV-IX) with an env
splicing junction retained only coding potentials for truncated
env polypeptides.

DISCUSSION

The complex network of signaling events underlying the
pathogenesis of sepsis is often unique for individual patients,
and it has not been fully understood even after extensive
investigations involving a range of molecules and pathways
(5, 31, 32). In this study, we examined whether the expression
of MuERVs is altered in response to sepsis-elicited stress
signals. The key findings are as follows. First, there were
substantial changes in the expression of certain MuERVs in
the liver and lung of CLP-sepsis mice. Second, individual U3
promoter sequences of CLP-sepsis—regulated MuERVs had
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unique characteristics in regard to tropism traits and tran-
scription regulatory elements. In addition, the findings from
the phylogenetic analysis suggest that some MuERVs re-
sponding to the CLP-elicited stress signals share similar pro-
moter sequences. Third, several MUERV SVs (SV-I ~ SV-IX)
were differentially regulated in the liver and lung after
CLP. Fourth, among the five full-length env transcripts, two
of them (LI-Clygy,—2 and LI-S1gyy—1 of SV-VII) were
presumed to be induced in the liver at 48 h after CLP.

All of the variant transcripts whose expression was induced
at 12 h after CLP shared a 346-bp U3 promoter (with >99%
sequence identity), and they were presumed to be splicing
products processed from a variant transcribed from a defective
MuERV. In contrast, at 48 h after CLP, four different sizes of
U3 promoters (434, 556, 600, and 611 bp) were involved in
changes in the expression profile of variant transcripts. The
differential usage of MuERV U3 promoters at 12 and 48 h
after CLP might be closely linked to the formulation of a
unique transcriptional environment at each time point. In
particular, it would be important to identify the transcription
factors and components of the splicing machinery responsible
for the changes in MuERYV expression after CLP.

Coincidentally, the two genomic MuERV loci presumed
to be proviral templates for CLP-sepsis—induced transcripts
(5,063- and 5,064-bp NSVs from ICR stock mice) were shared
by a transcript, which was induced in the liver of C57BL/6J
mice after burn injury (20). Interestingly, these two different
types of stressors (sepsis and burn) influenced the transcription,
including splicing, of one specific MuERV (two genomic loci)
out of the numerous MuERV copies on the genome. Further-
more, CLP-sepsis and burn experiments were performed in
mice with two different backgrounds, ICR and C57BL/6J,
respectively (19, 20). The sepsis and burn-associated profiles of
the transcriptional environment and epigenetic modification in
the liver were presumed to be specific enough to control the
MuERV’s U3 promoter. In addition, it might be interesting to
examine whether MuERYV regulation after CLP-sepsis and/or
burn at these genomic loci is linked to the expression of
neighboring host genes.

Murine endogenous retroviruses have been regarded as
simple retroviruses primarily because of limited diversity in
their ORFs associated with splicing potentials compared with
the complex retroviruses with several splicing events and
resulting ORFs. Only two splicing signals (env S/D and S/A)
were previously known for MuERVs until five additional
signals (three donors and two acceptors) were reported from
our laboratory, and four novel splicing signals (two donors
and two acceptors) are identified in this study (19, 29). These
findings suggest that the genomic organization of MuER Vs, in
regard to splicing and coding potentials, is more complex than
previously thought. It might be interesting to investigate the
underlying mechanisms of how the stress signals from CLP-
sepsis influence the differential splicing events of MuERVs.

There are three potential mechanisms of how certain MuERVs
contribute to the pathogenic processes of CLP-sepsis. First,
MuERVs encode viral proteins such as env and gag polypeptides
that could participate in CLP-sepsis—associated signaling events.
Second, MuERVs may retain coding potentials required for the
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assembly of pathogenic virions, resulting in infection into
susceptible host cells, such as hepatocytes and alveolar epithelial
cells, accompanied by pathological effects. Third, changes in the
transcriptional activities of MuERV loci on the genome may
influence the expression of neighboring genes, leading to
phenotypic alterations in affected cells and tissues.

The results from our preliminary study demonstrated that
overexpression of certain MuERYV env proteins in a macrophage
cell line induced differential expression of a few inflammatory
mediators (e.g., COX-2, IL-6) (data not shown). These findings
may suggest that the CLP-sepsis—activated MuERVs in
Kupffer cells and/or alveolar macrophages may participate in a
cascade of signaling events associated with early inflammatory
response in the liver and lung, respectively. It is likely that the
MuERYV expression levels will return to normal within 1 week;
however, it will be interesting to investigate the long-term
pathological effects of infection and genomic random reintegra-
tion of the CLP-activated MuER Vs.

The CLP-activated MuERVs may exert deleterious and/or
beneficial effects during the course of sepsis. One potential
positive outcome from the treatment of CLP-sepsis mice with
antiretroviral agents (e.g., reverse transcriptase inhibitor, sSiRNA
against env gene) will be alleviation of the inflammatory re-
sponse by reducing the production of inflammatory cytokines.

The findings from this study suggest that the stress signals
from CLP-sepsis affect the expression and splicing of specific
MuERVs. It may lead to a justification for further investiga-
tion into the roles of MuERVs and their gene products in the
complex network of pathogenic processes of sepsis.
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