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ORIGINAL ARTICLE

lip, a human gene detected by transfection of DNA from a human
liposarcoma encodes a protein with homology to regulators of small
G proteins

HELEN PATTERSON,"? SANDRA GILL,' HARRY BENJAMIN,' PHILIP J. MITCHELL?
& COLIN S. COOPER!

Section of 'Molecular Carcinogenesis and *Cell Biology and Experimental Pathology, Institute of Cancer Research,
Surrey, UK

Abstract

Purpose/Method. Transfection experiments have been used to identify activated oncogenes in a wide variety of tumour
types. Here we describe the use of transfection experiments utilizing DNA from a human pleomorphic liposarcoma to
identify a novel gene, designated /ip which maps to chromosome 19.

Results. lip was expressed in all sarcoma cell lines examined and a wide variety of normal tissues. Sequencing of cDNAs
prepared from transcripts of the normal /ip gene indicates that /ip is predicted to encode a 966 amino acid protein with
a region of homology to proteins such as vawv, dbl, lbc and ect-2 which act as GDP-GTP exchange factors for the RAS
superfamily of small GTP-binding proteins, and the N-terminal 830 amino acids are identical to the recently identified
gene pl15-RhoGEF, an exchange factor for RHOA. In transfectants, /ip has undergone a rearrangement which results in
C-terminal truncation of the predicted LIP protein. However, we failed to detect this alteration in the primary liposarcoma
used in the original transfection experiments, or in other sarcoma specimens examined.

Discussion. When considered together, these observations suggest that transforming /ip sequences represent an alterna-
tively spliced form of pll5-RhoGEF that is activated for transformation by C-terminal truncation during transfection, and

is not widely involved in sarcoma development.

Key words: rransfection, soft tissue sarcoma, nucleotide exchange factor.

Introduction

Transfection of DNA into NIH3T3 mouse
fibroblasts has been used to survey a wide variety
of human tumours for the presence of transform-
ing oncogenes. Although the majority of the
genes detected by this assay are activated ras
genes, a number of other genes including met,1
3 9,10
ufo/axl,

have also been identified.

4 5 6 7 8
mas , dbl,” raf, hst,"” vav,
12

ret, trk,
ect—2"" and Ibc
These genes encode proteins of several func-
tional classes, including growth factors, transmem-
brane receptors with tyrosine kinase activity.
non-receptor serine—threonine kinases and
regulators of small GTP-binding proteins, all of
which are thought to play a role in intracellular
signalling pathways which regulate cellular prolifer-
ation.

In an attempt to identify oncogenes activated in
human soft tissue tumours, DNA from 29 sarcomas

was examined for the ability to transform NIH3T3

cells.!®> These studies identified an activated k-ras
gene in a leiomyosarcoma, and a novel activated
gene following transfection of DNA from a
pleomorphic liposarcoma. Genomic fragments of
this novel gene, designated /lip, were cloned by
screening a genomic library prepared using DNA
from a lip secondary transfectant with a human
alu-repeat probe. Repeat-free subclones of these
genomic clones have been used to demonstrate that
this gene maps to chromosome 19 and is expressed
as a 3.0-kb transcript in primary and secondary lip
transfectants.’’

cDNAs corresponding to the normal /ip gene have
now been cloned from a normal fibroblast cDNA
library and through sequencing analysis were found
to encode a protein with regions of homology to
proteins such as exchange factors for small GTP-
binding proteins. In addition the N-terminal 830
amino acids are almost completely identical to the
recently cloned pllS—RhoGEF.14 Sequencing of
cDNA clones isolated from a primary transfectant
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library indicate that 3’ sequences are lost during its
activation.

Materials and Methods
5" RACE polymerase chain reaction analysis

Cytoplasmic RNA was extracted from subconfluent
cultures of MCF-7 cells.”” 5° RACE (rapid am-
plification of cDNA ends) was performed as recom-
mended using the 5" RACE System (Gibco BRL),
with the exception that RNA was reverse tran-
scribed using random hexamer primers (Pharma-
cia). Polymerase chain reaction (PCR) primers were
as follows: first round of amplification GAGTTT-
GTCTCCAGCTCG, second round of am-
plification CTCAAAATCCTCATCCTCAGC.

Preparation and screening of cDNA libraries

cDNA clones corresponding to the normal LIP gene
were obtained by screening a randomly primed
HT1080 cDNA library16 and an oligo-dT-primed
M426 human fibroblast cDNA library17 Clones cor-
responding to the transfected gene were obtained
from a primary transfectant cDNA library con-
structed as follows. RNA was extracted from sub-
confluent cultures of transfectant cells,18 and
poly(A)+ RNA selected using oligo-(dT)-cellulose
(Poly(A) Quik Kit, Stratagene). The cDNA library
was constructed in the lambda ZAP II vector
(Stratagene) using the ZAP II ¢cDNA synthesis kit
(Stratagene). All three libraries were screened using
Biodyne hybridization membranes (Pall-Biodyne) as
previously described.'®

¢DNA sequencing

Partially deleted subclones of the cDNA inserts
were generated using exonuclease III and mung
bean nuclease (Stratagene), and these subclones
sequenced by the dideoxy chain termination
method"’ using the Sequenase Version 2.0 sequenc-
ing kit (United States Biochemicals).

Alternatively, primary transfectant poly(A) * RNA
was reverse transcribed using random hexamer
primers (Pharmacia) and Superscript (BRL), and
primers derived from the normal /ip sequence were
used to amplify 20 ng of cDNA in 25 ul of pfu buffer
(Stratagene) containing 10 pmoles each primer, 200
UM each dANTP and 0.5 units of pfu DNA poly-
merase (Stratagene), with 30 cycles of 1 min at 920,
1 min at 55° and 3 min at 72°. PCR products,
purified by gel electrophoresis and Geneclean
(Bio101 Inc.), were digested with Xhol and Xbal
before being cloned into Xhol/Xbal cut Bluescript
(SK +). Inserts sequenced as already described.
Primers pairs were as follows:

Primer 1: TACGCTCGAGACTTCTACCACAGCTTCCTG
and
Primer 2: CGTACTCGAGACATCTTCCCCAGCCTGGAC
Primer 3: GTCATCTAGAGCTATGTGACTGTACTCCAG
and

Primer 4A: CATGTCTAGAACTCCCTGAACCTCCAGCTC.

Results
Isolation and sequencing of cDNA clones

The genomic clone MC15, isolated in our previous
study,13 was used to screen an oligo-dT primed M426
human fibroblast library,17 and two clones of 3.0 kb
(11A) and 2.6 kb (13A) were isolated. Complete
bidirectional sequencing of clone 11A generated a
sequence of 3023 bp including a 39-bp polyA tail.
Although this clone corresponded in size to the 3.0 kb
transcript detected by Northern analysis in a variety of
human tumour cell lines (data not shown), the open
reading frame present in this cDNA extended to the
5" end of the sequence, raising the possibility that an
additional 5’ sequence existed. The same probe was
therefore used to screen 100 000 clones from a ran-
domly primed HT1080 cDNA library and three addi-
tional clones 12C, 5A and 3B were isolated. Of these,
3B contained a 2.6-kb insert, was primed at nucle-
otide 2542 with respect to 11A and possessed an
alternative 5’ end (Fig. 1(a)). Subsequent 5' RACE
analysis, using RNA derived from a human breast cell
line, was used to demonstrate that 18 bp of the 5’
sequence was missing from the original clone 11A.
This upstream sequence, GAGGCTTCGGTTCCG-
GTG, did not, however, encode an upstream stop
codon or an initiating methionine. In clone 11A, there
are two methionines at the 5’ terminus which con-
form closely to the Kozak consensus sequence initiat-
ing at methionine,20 the first 7 bp and the second 52
bp from the 5 end of this clone. Neither is preceded
by an in-frame stop codon. In clone 3B the methion-
ine at position 7 is absent (Fig. 2(a)). We have there-
fore chosen the methionine at position 52 as the most
likely translation start site since this is present in both
11A and 3B. If this is the case, /ip encodes a single
major open-reading frame of 2898 nucleotides pre-
dicting a protein of 966 amino acids. The sequence
and the putative open-reading frame are shown in Fig.
2(b).

lip expression

lip was expressed as a 3-kb transcript in all cell lines
examined. These included the fibrosarcoma cell lines
HT1080 and Hs913T, the leiomyosarcoma lines SK-
UT-1 and SK-LMS-1, the rhabdomyosarcoma cell
lines A204, RMS and RD, the Ewings sarcoma cell
line A673, the promyelocytic leukaemia cell line HL-
60 and the carcinoma cell line A431. In addition, /ip
was shown to be expressed in a variety of tissues
including tonsil, spleen, renal cortex, lung, prostate,
endometrium and breast (data not shown).
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Fig. 1. (a) Schematic representation of the predicted lip protein, the cDNA clones 11A and 3B. The Kozak methionine codon, ATG,
present in both clones is marked, as is the in and frame stop codon. The alternative 5' sequence in clone 3B is demonstrated. The dbl
homology (DH) and pleckstrin homology (PH) domains and the potential SH3 domain-binding sites are also shown. (b) Schematic
representation of the 3' ends of clone 11A, transfectant clones T1, T5, T6, T9, T10, and T3, T2 and T7. Clones are aligned with respect
to clone 11A. The alternative 3' sequences in each of the three groups of transfectant clones are demonstrated by shading. The sequence
at the junction sites between lip, non-lip sequences in transfectant clones T2, T3, T7 is shown and indicates that the 138-bp sequence
inserted between lip nucleotides 2300 and 2301 may be a retained intron.

The predicted lip protein contains nucleotide exchange
factor and PH domains

The predicted /ip protein contains regions of moder-
ate similarity to the previously described db/ homol-
ogy (DH) domain seen in the transforming
oncogenes dbl, vav, ect-2 and tz'm;21 the yeast cell
cycle gene cdc24, the ber gene22 and a nucleotide
exchange factor for ras, p140—RasGRF.23 Using the
FASTA search programme, the core region of this
DH domain (amino acids 416-610) was most
closely related to the lbc, vav, ect-2 and cdc24 genes,
demonstrating 33.8%, 25.9%, 25.5% and 24.3%
identity respectively (Fig. 3(a)).

A second region of similarity to the pleckstrin

** has been found to span

homology (PH) domain
amino acids 649 to 758. This domain, first

identified as an internal repeat in pleckstrin, the

major substrate of protein kinase C in platelets,25
has been identified in a number of other proteins
including the products of the vawv, dbl, rasgrf, ber, lbc
and cdc24 genes. lip shows 24% identity with the
pleckstrin C-terminal PH domain. Although the
identity is low, the family members noted so far
have exhibited only 21-25% identity. All five of the
previously defined subdomains can be identified,
and the most highly conserved residues which define
these subdomains®®> are also conserved in lip
(Fig. 3(b)).

The C-terminal 200 amino acids are relatively
proline rich (16%) and contain a number of sites
which conform to the minimal consensus sequence
for SH3 binding sites, P-*/p—-X-P
(P = proline, hydrophobic/proline,
X =not conserved).26 There is an additional poten-
tial SH3 domain-binding sequence in the amino

domain
*/p = usually
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GTAGCGGGATCGCCGACCGCGACCTCGGG
CGCCCCGCCGGTCACCTCCGCGCGGACACCAGCCCTGCAGAGCCCAGGGAGATGGAAGACTTCGCCCGAGGGGCGGCCTCCCCAGGCCCC

= x ®* *

GCGGCGATGGCTTCTCTTTCCACCTGGAGCAGCCCTGCAGAGCCCAGGGAGATGGAAGACTTCGCCCGAGGGGCGGCCTCCCCAGGCCCC
M E D F A R G A A S P G P

x ® & & X
TCCCGGCCTGGCCTGGTTCCCGTCAGCATCATCGGGGCTGAGGATGAGGATTTTGAGAACGAGCTGGAGACAAACTCAGAAGAGCAAAAC
SR P G L V PV S 1 1 G A EDTETDTF ENTE L E T NS E E Q N
AGCCAGTTCCAGAGCCTGGAGCAGG TGAAGCGGCGCCCAGCCCACCTCATGGCCCTCCTGCAGCACGTGGCCCTGCAGTTTGAGCCAGGA
S Q FQ S L E Q VKR RZ®PAHLMALLQHV A L Q F E P G

CCCCTGCTTTGCTGTCTGCATGCCGACATGCTGGGCTCACTGGGCCCCAAGGAGGCCAAGAAGGCCTTCCTGGACTTCTACCACAGCTTC
P L L C C€C L HADMTULTG S L G P K ZEAZKIKAF L D F Y H S F

CTGGAGAAGACAGCGGTTCTCCGGGTGCCGGTCCCTCCCAACGTCGCCTTTGAACTTGACCGCACTAGGGCTGACCTCATCTCCGAGGAT
L E KT AV L RV PV PPNUVATFTETLTUDU RTRADTULI SED
GTCCAGCGGCGGTTCGTGCAGGAGGTGGTGCAAAGCCAGCAGGTAGCCGTGGGCCGGCAGCTGGAGGACTTCCGTTCCAAGCGGCTCATG
VQRRFVQEVVQSQQVAVGRQLEDFRSKRLM
GGCATGACGCCCTGGGAGCAGGAGCTGGCCCAGCTGGAGGCTTGGGTTGGGCGGGACCGAGCCAGCTACGAGGCCCGGGAGCGGCACGTG
G M T P W E Q E L A Q L E A W UV G R DR A S Y E A R E R HV
GCGGAGCGGCTGCTCATGCACCTGGAGGAGATGCAACATACCATCTCTACCGACGAAGAAAAGAGTGCTGCCGTGGTCAACGCCATTGGC
AERLLMHLEEMQHTISTDEEKSAAVVNAIG
CTGTACATGCGCCACCT TGGGGTGCGGACCAAGAGTGGAGACAAGAAGTCGGGGAGGAACT TCT TCCGGAAAAAGGTGATGGGGAACCGE
L Y M R HL GVU RTIK S GODUZEK K S GRNTFF RKKVMGNR
811 CGGTCGGACGAGCCTGCCAAGACCAAGAAGGGGCTGAGCAGCATCCTGGATGCCGCCCGCTGGAACCGGGGAGAGCCCCAGGTTCCAGAT
R S D E P A K T K K G L S S I L D AARMWNIRGTEPQV P D
901 TTTCGACACCTCAAAGCAGAGGT TGATGCCGAGAAGCCAGGTGCTACAGACCGGAAGGGAGGCGTGGGGATGCCCTCTCGGGACCGGAAT
F R H L K AU EUVTDUATETKS®PGATUDUZ RIKSGS® GV GGMUP S RDRN
991 ATCGGGGCTCCTGGGCAGGACACCCCTGGAGTCTCTCTGCACCCTCTGTCCCTGGACAGCCCAGACCGGGAACCAGGTGCTGACGCCCCC
I G AP G Q DT P GV S L HP L S LD SPDURE P G ADAP
1081 CTGGAGCTGGGGGACTCATCCCCGCAGGGCCCAATGAGCCTGGAGTCCT TGGCGCCCCCAGAGAGTACCGACGAGGGGGCCGAAACCGAG
L E L GD S SPOQGOPMSLESTLA®PPESTDEGHATETE
17 AGCCCCGAGCCTGGAGATGAGGGGGAGCCGGGGCGGTCGGGACTGGAGCT TGAACCAGAAGAGCCTCCCGGCTGGCGGGAACTCGTCCCC
S P E P G D E G E P G R S G L E P EE P P G W R E L V P
1261 CCAGACACCCTGCACAGCCTGCCCAAGAGCCAGGTGAAGCGGCAGGAGGTCATCAGCGAGCTGCTYGGTGACAGAGGCGGCCCACGTGGCC
P D T L H S L P K S QV KRQE VI SEULULVTEAAHVA
1351 ATGCTGCGGGTGCTGCACGACCTCTTCT TCCAGCCCATGGCAGAATGCCTGTTCTTCCCCTTGGAGGAGCTGCAGAACATCT TCCCCAGC
M L R V L HDLTF F QPMATETCLTFTF P L EELQNTIFPS
G
1441 CTGGACGAGCTCATCGAGGTGCATTCCCTGT TCCTCGATCACCTGATGAAGCGGAGGCAGGAGAGTGGCTACCTCATCGAGGAGATCGGA
L PD E L I EVHSLFLDUHILMZE KRR RQESGY L I EE I G
1531 GACGTGCTGCTGGCCCGGTTTGATGGTGCTGAGGGCTCCTGGTTCCAGAAAATCTCCTCCCGCTTCTGCAGCCGCCAGTCATTTGCCTTA
DV L L ARTF DG ATETGSMWT F QKX I S S RF CSRQSTF AL
1621 GAGCAGCTCAAAGCCAAGCAACGCAAGGACCCTCGGTTCTGTGCCT TCGTGCAGGAAGCTGAGAGCCGCCCGCGGTGCCGCCGCCTGCAG
E Q L K A K Q R K DUPURTFTCATFV QE AESRPRUCRRL Q

A
1711 CTGAAGGACATGATCCCCACGGAGA TGCAGCGGCTGGCCAAGTACCCCCTGCTCCTGCAGAGCATCGGGCAGAACACAGAAGAGCCCACA
L K DM I PTEMO QRTULAZIKY®PULULULOQSTIGQNTETEPT

1801 GAACGGGAGAAAGTGGAGCTGGCAGCCGAGTGCTGCCGGGAAAT TCTACACCACGTCAACCAAGCCGTGCGTGACATGGAGGACCTGCTG
E R E XK V E L A A ECCZRETILHMHVYV NQAV R DMETD L L

1891 AGGCTCAAGGACTATCAGCGGCGCCTGGACTTGTCCCACCT TCGGCAGAGCAGCGACCCTATGCTGAGCGAGTTCAAGAACCTGGACATC
R L K DY Q R R LD UL S HL RQS SDUPMUL S EF K NILDTI

>
1981 ACCAAGAAGAAATTGGTCCACGAGGGCCCACTGACGTGGCGGGTGACTAAGGACAAGGCAGTGGAGGTGCATGTGCTGCTGCTGGACGAC
T X K K L vV H E G P £t T W R V T K D vV L L L D

K A V E V H D

Fig. 2. (a) The alternative 5' sequence from clone 3B and (b) the nucleotide and predicted amino acid sequence of the lip cDNA

clone 11A.5' RACE analysis has demonstrated the presence of an additional 18-bp 5' sequence, GAGGCTTCGGTTCCGGTG, which
is missing from clone 11A. The amino acid sequence commences at the second Kozak methionine at nucleotide position 52. The first
methionine at position 7 (absent from clone 3B) is underlined, the divergent sequence in clone 3B is overlined. The amino acid substitutions
within the DBL homology (DH ) domain, introduced by the mismatches between clone 11A and the transfectant clones, are shown above
the nucleotide sequence, A —X at nucleotide 1481, G —¥ at nucleotide 1747. The DH domain is shown in bold. The PH domain
s flanked by arrowheads, potential SH3 domain-binding sites are marked by asterisks above the sequence. The positions at which 11A
sequence and the sequence in clones T1, T3 diverge are marked with arrows. The stop codon TGA is marked with an asterisk below
the sequence. Nucleotide sequence is numbered on the left and amino acid sequence on the right. (¢c) Nucleotide and predicted amino
acid sequence of the 3" end of transfectant cDNA clone T1. The nucleotide and predicted amino acid sequences are numbered with respect
to clone 11A4, and sequence common to both clones 11A and T1 is underlined. An arrowhead marks the site of the rearrangement which
replaces 188 amino acids from the predicted lip protein with 15 novel residues. The in-frame stop codon is marked with an asterisk.
(d) Nucleotide and predicted amino acid sequence of the 3' end of transfectant clone T3. Nucleotide and amino acid sequences are
numbered with respect to clone 11A, and sequences common to both clone 11A and T3 are marked with arrowheads and underlined.

The in-frame stop codon is marked with an asterisk. The rearrangement in clone T3 replaces 217 amino acids at the 3’ end of clone
11A with a single novel residue.
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2071 CTGCTGCTGCTGCTCCAGCGCCACGACGAGCGGCTGCTGCTCAAGTCCCATAGCCGGACACTGACGCCCACGCCCGATGGCAAGACCATG
L Q Q D E R L L L K S S R P T P D G K T M 703

2161 CTGCGGCCCGTGCTGCGGCTCACCTCCGCCATGACCCGCGAGGTGGCCACCGATCACAAAGCCTTCTACGTCCTTTTTACCTGGGACCAG
S AMTREV ATDHIKATF Y V L F T W D Q 733

<
2251 GAGGCCCAGATATACGAGCTGGTGGCACAGACTGTGTCGGAGCGGAAAAACTGGTGTGCTCTCATCACTGAGACTGCCGGATCCCTGAAA
E A Q I Y ELVAQTVSERIKNMWTCALTITETAGS S L K 763

4
2341 GTCCCTGCCCCTGCCTCTCGCCCTAAGCCCCGGCCCAGCCCGAGCAGCACCCGAGAACCCCTCCTCAGCAGCTCTGAGAACGGCAATGGT
AP A S RPKPRPS PSS TRE P L S S S E N G N G 783

2431 GGCCGAGAGACGTCTCCAGCTGATGCCCGGACCGAGAGAATCCTCAGTGACCTCCTGCCCTTCTGCAGACCAGGCCCCGAGGGCCAGCTC
G R Lt P F C G E G Q L 823

* x x x *x * x L E 3

2521 GCTGCCACGGCCCTTCGGAAAGGAGTTGGAGGAGGAATTTTGCCGCCTGAGACCCCTCCTGTCTCAGCTTGGGGGGAACTCTGTCCCCCA
A AT A L R K GV GGG T L P P E PV S A WGE L CP 853

2611 GCCTGGCTGCACTTGAGGTTCCCGCCCAGGAAGGCCTTTTGCAAGAAGGAGAGGAATGGGGGAGAGGACGTGAGGGACCACCCCCACCCA
F P PR KAF CKKERNG G E vV R H P H 883

* E 3 * * *

2701 CACAGCTGCCGCAGCATCTCACAC”CCGAGGGCCTGAGGAGAGGGAGCTGTGGGCCACGCCTGGGAGGGGCCCAGCTGGGGTTACTGGCC
H S CR S I SHUPEGLRRGSTCG L GG A QL G L L A

* * E 3 X x E 3

279 CCGCATGAGCCTCGGCCATgTCTCCCTCCTGCCCTCTGCTTGGGGGACTCAGGGCTCCATTCTGGAGGGCACCACGGTGACCCGG%CCQT
E C D G L H S5 G H

* *® * * * x ® * *

2881 CTCAGTATTGCCTGTGGGGGCCACCCCTCCACCCCCACCCCCAAGTGCCTTCGCTCTGTTTTTATACCCTGAATTGGAGGTTTATTTTTT
L $ 1 A CGGH®PSTOPT®PKOCULRSVF 1 P * <

AATATATATTATCTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA

GAGGCCCAGATATACGAGCTGGTGGCACAGACTGTGTCGGAGCGGAAAAACTGGTGTGCTCTCATCACTGAGACT GCCGGATCCCTGAAA
E A Q I Y E LV AQTVSERIKNSKTCALTITETASGSLK

<<
GTCCCTGCCCCTGCCTCTCGCCCTAAGCCCCGGCCCAGCCCGAGCAGAGACAGGGTCTCACTCTGTTGCCCAGCCTGGAGTACAGTCACA
vV P AP A SRPIKWPRPSPSRD RV SLCCPAMWSTWVTIT

TAGCTCACTACAGCCTCAAATTCCTGAGCTTAAGTGATCCTTCAGCCCCAGCCTCCCAAGTAGCTGGAACTATAAGCTAGCATCATCACA
*

CCTGGCAAATTTTTAAAAATTTTTTTTATAGACACTGTCTCACTATGT TGCCCTGGCTGGTCTTGAACTCCTGACCTCAAGCTATCCTCC
TGCCTCAGCCTCTCAAAACTCTGGGAT TACAGGCATGAGCCAACGCACTTAGCCAAAAAAATTTTAATTATAAAATATATCATTTTGGTT

CCTAACATTTTGTATGTAAGCACCCTTTTTAAAAACAACAATAAAATCCTATGGACCTCCAAAAAAAAAAAARAAAA

«
GAGGCCCAGATATACGAGCTGGTGGCACAGACTGTGTCGGAGCGGAAAAAGT GAGGGGGGGTCTGAGT TCTGAGTGTGGGTGGAGGACGL
£E A Q I Y E L V A QT V S E R K K *

CCAGGTTTCTGGGT TCCCAGGGACAGGAGGGCTGTGGGGAGGCCCTGGCATAGGGTCTGGGGGCTCTGACTGCCCAGGGATTTGGCCTTT

»
CTCCCCAGCTGGTGTGCTCTCATCACTGAGACTGCCGGATCOCTGAAAGTCCCTGCCCCTGCCTCTCGCCCTAAGCCCCGGCCCAGCCCG

«
AGCAGGTGAGGGGGGCCATGGAGAGAGCTGGAGGT TCAGGGAGTGGGGCCGGAAGGCGGGGCAGGCTTCCCTCCACAACTCCAGAACCGT

CTCTGTGTGAGCATGCACATGTGTGAGGGCAACATGGCAGGAACCTGTCTCTACTAAAAATACAAAAAAATTATTGGGCATAGTGGTGCG
TGCCTGTGGTCCCAGCTGCT TGGGAGGCTGAGGAGGGAGGATCAATTAAGCCCAGCGTGTGAAGTTGCAGTGACCAGTCTGGGTGATAAA

GCAAGACTCTGTCGCAAAAAAAAAAAAAAAAAA

Fig. 2. Continued.

terminal region. AASPGPSRPGL, which closely phorylation at residue 487 and a single potential site
resembles the SH3 domain binding sequences seen for mitogen-activated protein kinase (MAPK) phos-
in the human dynamin protein, a microtubule bind- phorylation, P-X-S/T-P, at residue 954 (Fig. 2(b)).
ing protein which has GTPase activity and is
thought to be involved in vesicle trafficking.” T A

Prosite database motif search reveals 13 consensus LIP shares identity with p115-RHOGEF, an exchange

. . . tor for RHOA
sequences for protein kinase C phosphoryation, 13 Jactor for

consensus sequences for casein kinase phosphoryla- pl115-RHOGEF was identified using RHOA as an
tion, a single consensus sequence for tyrosine phos- affinity-purified ligand, and subsequently cloned
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Fig. 3. (a) Computer-generated alignment of the DH domain in LIP, ECT-2, LBC, TIM,DBL, VAV,CDC24, p140RASGRF,
BCR and murine SOS using the Clustal V programme. The consensus sequence is indicated below. A capital letter indicates six or more
of the proteins possess an identical amino acid at this position, and an asterisk that the amino acid is conserved in six or more of the
proteins. Amino acids are numbered on the left. Sequences were obtained from the GEN BANK database via Northwick Park Hospital,
Middlesex, UK. (b) Alignment of pleckstrin N, pleckstrin C with LIP, VAV,DBL, CDC24,ECT-2, p140RASGRF, BCR and SOS,
over the PH domain. The proteins were aligned as previously described. 0 The conserved amino acid residues which anchor the five
previously described subdomains®* are shown in capitals below the alignment, with additional conserved residues marked with an asterisk.

from human fetal brain cDNA libraries.'*. Compari- sequences, sequence variations resulting in six
son of the cDNA sequences obtained for /ip and isolated amino acid substitutions in the predicted
p115-RhoGEF shows alternative 5’ untranslated protein sequence and an alternative 3’ end.
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Fig. 3. Continued.

The 5’ sequence identified for p115-RAoEF is a
shortened version of that identified in clone 3B
derived from an HT1080 cDNA library, and clone
3B extends this sequence by 26 bp. The alternative
5’ sequence identified in clone 11A and with 5’
RACE analysis using RNA from a human breast cell
line contains an in-frame upstream methionine and
may represent an alternative start site for translation
initiation (Fig. 2b)

With the exception of the six amino acid substitu-
tions, D—=E (codon 257), P—?A (codon 259), R—A
(codon 433), R—H (codon 477), T™A (codon 566)
and R—S (codon 776), lip and pl115-RhoGEF are
identical until amino acid 830. At this point the
sequence AAA/GGAGTT in lip is replaced by AAA/
GTGCTG in pll15-RhoGEF. The sequence in
p115-RhoGEF is a potential intron splice donor site,
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and the novel sequences seen in /ip may have arisen
as a result of alternative splicing.

Analysis of the lip gene in the primary liposarcoma and
mn transfectant cell lines

Hybridization of clone 11A to Southern blots of
EcoRI-digested normal genomic DNA gave bands
of 15 and 7 kb. These bands were present in tumour
DNA from the original liposarcoma, but bands of
17 and 3.7 kb were observed using DNA derived
from primary and secondary transfectant cell lines
(data not shown). This data indicated that the lip
gene might be activated by rearrangement, but if
this were the case then the rearrangement had taken
place during the transfection process and was not
present in the primary liposarcoma. To further de-
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lineate any role /ip gene rearrangement might play in
sarcoma development, an additional 52 primary tu-
mours were evaluated by Southern analysis of
EcoRI-digested tumour DNA. This group included
12 malignant fibrous histiocytomas, 10 leiomyosar-
comas, nine liposarcomas, five malignant peripheral
nerve sheath tumours, four rhabdomyosarcomas,
two synovial sarcormas, one chondrosarcoma, one
fibrosarcoma, one post-irradiation spindle cell sar-
coma, one dermatofibrosarcoma protuberans, one
fibromatosis, two haemangiomas, one lipoma, one
neurilemmoma and one clear cell carcinoma. In no
case was any rearrangement detected.

Amnalysis of the mechanism of lip activation

To examine the mechanism of activation of lip, we
prepared an oligo-dT primed cDNA library using
RNA from the /p transfectant cell line. Screening
200 000 clones using clone 11A as a probe resulted
in the identification of 10 partial length cDNA
clones (T1 to T10) that were characterized by DNA
sequencing. Clone T4 exhibited 88% DNA se-
quence identity and 98% protein sequence identity
to the human /ip sequence, and probably corre-
sponds to a mouse /ip clone. Analysis of the remain-
ing clones revealed that they could be divided into
three groups, each of which exhibited loss of the 3’
lip sequences. In clones T1, 5, 6, 9 and 10, /lip was
replaced 3’ to nucleotide 2387 by a new sequence
that in database searches showed regions of homol-
ogy to human alu repeat sequences. This rearrange-
ment replaces 188 amino acids at the carboxy
terminus of the predicted lip protein with 15 novel
amino acids (Figs 1(b) and 2(c)). This result was
consistent with Southern analysis data showing that
probes prepared from 3’ fragments of the normal lp
cDNA failed to detect human sequences in /ip pri-
mary and secondary transfectants (results not
shown). At position 1747 there was a G —¥A base
change converting an alanine in /ip to a threonine in
the transfectant /ip clone at codon 566. In addition,
T5 which was the longest of all the clones, showed
an A —X¥ base change at position 1481 substituting
an arginine in /ip for a histidine in the activated lip
clone at codon 477. The presence of these alter-
ations, which lie in the DH domain, was confirmed
by sequencing a PCR product generated from re-
verse-transcribed /ip transfectant RNA, using
primers flanking this region.

The second group of cDNAs was represented by
a single clone, T3, which also encoded the G —A
alteration at codon 1747. In T3, lip sequence is
interrupted immediately after nucleotide 2300 by
138 bp of novel sequence, followed by an 87-bp
sequence corresponding to nucleotides 2301-2387
of lip and then by 280 bp of additional novel se-
quence and a polyA tail. The novel sequences in T3
were unrelated to those in the first group of clones
discussed above. In T3, /lip is truncated by 216

amino acids as a stop codon is introduced immedi-
ately following the break-point (Figs 1(b) and 2(d)).
This alteration removes an invariant tryptophan
from the PH domain discussed earlier. Analysis of
the junctions between /ip sequences and novel se-
quences in clone T3 suggests that the 138 bp of the
novel sequence inserted between nucleotides 2300
and 2301 may be a retained intron (Fig. 1(b)).
The third group of cDNA clones represented by
clones T2 and T7 were identical to clone T3 except
that their 3’ ends were respectively 133 and 136 bp
upstream from the start of the polyA tail in T3.

Discussion

Here, we describe the cloning and characterization
of a gene detected in NIH3T3 transfection experi-
ments using DNA from a human liposarcoma. This
gene, lip, shares homology with the oncogenes dbl,
vav, ect-2, tim and Ilbc, and the yeast cell cycle gene
cdc24, encompassing both the DH and the PH
domains. CDC24 functions as an exchange factor
for the RHO-like protein CDC42 in budding yeast,*’
DBL is known to act as an exchange factor for
CDC42Hs and RHOA,”® ECT-2 binds RHOC and
RAC1" and LBC acts as an exchange factor for
RHOA, RHOB and RHOC.*® Moreover, with the
exception of six isolated amino acid differences, lip
is identical over its N-terminal 830 amino acids
(including DH and PH domains) to the recently
identified protein pl 15RhoGEF, which functions as
an exchange factor for RHOA.'* Guanine nucleotide
exchange factors bind preferentially to the nucle-
otide-depleted state of G-proteins, and by stimulat-
ing the release of GDP they promote the subsequent
binding of GTP, and hence G-protein activation.
The DH domain appears to function primarily as an
GDP-GTP exchange domain for members of the
RHO family. The PH domain®® appears to be in-
volved in a wide variety of molecular interactions.
The C-terminal regions of several PH domains bind
to the beta-gamma subunits of heterotrimeric G-

31,32

proteins, and the N-terminal region to phospho-

inositol-4,5-bisph osphate,33

which implies that the
PH domain is important for membrane localization.
In all the exchange factors which possess both do-
mains, the PH domain is located immediately C-ter-
minal to the DH domain. This suggests that the PH
domain is important for the function of the exchange
factor domain.

In transfectants, /ip appears to be activated by
C-terminal truncation, a rearrangement which ap-
pears to have taken place during the transfection
procedure, and was not present in the primary
liposarcoma. Moreover, examination of an addi-
tional 52 tumours by Southern analysis revealed no
evidence in support of a role for /ip rearrangement in
sarcoma development.

Support for C-terminal truncation as the mechan-
ism of /ijp activation comes from evidence that



plI5RhoGEF is activated for transformation in the
NIH3T3 focus-forming assay by both N- and C-ter-
minal truncation." Moreover, additional members
of this protein family have also been shown to be

. . 8,11,34-36
activated by truncation.

In general, these
activating mutations appear to involve the removal
of putative regulatory C-terminal and/or N-terminal
but leave the DH and PH domains

intact.”” In the oncogene Ifc, mutation of the con-

domains,

served tryptophan residue in the PH domain abol-
ishes transforming activity as does removal of only
three amino acid residues from the N-terminal
region of its DH domain. Deletions which do not
involve the DH or PH domains do not abolish
transforming activity. In addition, replacement of
the PH domain with an alternative membrane-local-
izing signal such as an isoprenylation or myristoyla-
This
supports the view that the PH domain is required

tion site restores transforming activity.37
for DH domain activity, which appears to be pro-
moted by localizing the exchange factor to the
plasma membrane.

lip is predicted to encode a protein with a number
of differences from pl115RhoGEF. In addition to dif-
ferences in six amino acid residues within the N-ter-
minal 830 amino acids. the C-terminal 133 amino
acids are unique to /4p. Within this C-terminal region
there are a number of proline-rich regions which con-
form to the minimal consensus sequence for SH3
domain binding sites.?® SH3 domain-binding sites
have been identified in a number of proteins includ-
ing, for example, the mammalian RAS exchange fac-
tor mSOS.?® In SOS, these proline-rich sequences
mediate binding to the SH3 domains of the adaptor
protein GRB2,39’40 an interaction which recruits SOS
to the cell membrane, where it is pivotal in the signal
transduction pathway from receptor tyrosine kinases
to RAS proteins. LIP and pl115RhoGEF may rep-
resent alternatively spliced forms of the same gene,
and if the proline-rich sequences present in LIP serve
a regulatory function, perhaps via a role as SH3
domain-binding sites, then this alternative splicing
may represent a mechanism by which LIP/

pl115RHOGEF function is regulated.
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