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procedure outlined in the SAM ONE manual. The silica support containing
the oligonucleotide was first removed from the column and placed in a
1.5 ml microcentrifuge tube. The support was washed twice with dry
acetonitrile and then treated with 1 ml of freshly prepared solution
containing 0,3 M 1,1,3,3-tetramethylguanidine and 0,3 M 2~-pyridine
aldoxime in dry acetonitrile for 20‘min at room temperature, The sample
was centrifuged 2 min at 12,000xg and the supernatant containing the
blocking groups was discarded. The oligonucleotide was then removed
from the support by treating with 1 ml of concentrated NH,OH for 5 h at
55°C. After centrifugation at 12,000xg for 2 min, the supernatant was
divided into two microcentrifuge tubes and evaporated in a rotary
evaporator. The dry product was resuspended in a total of 1 ml of H.O.
In order to assess the purity of the 24-base nucleotide, a small
portion of the material was radioactively labelled and subjected to
electrophoresis., Briefly, 0.5 Bl of oligonucleotide solution was
kinased in 0.05 M Tris-HC1 pH 8.0, 0.01 M MgCl,, 5 mM dithiothreitol,
using 10 uCi [¥>2P]-ATP (3000 Ci/mmole) and 6 U T4 polynucleotide kinase
for 1 h at 37°C followed by electrophoresis on a 207% acrylamide/ 8 M
urea gel which was autoradiographed for 1-2 h at -70°C. Purification of
the crude product involved electrophoresis of the oligonucleotide
mixture on a 20% acrylamide/ 8 M urea gel and visual detection of the
separated species by the '"shadow-cast' method. Briefly,'the gel
containing the electrophoresed material is placed over a fluorescent
screen (DuPont '"Cronex") and subjected to ultraviolet (short wave)
irradiation from above., Absorption of the ultraviolet light by the DNA

in the gel results in a lack of fluorescence on the screen directly
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below the location of the DNA in the gel. The topmost shadow,
corresponding to the 24-base oligonucleotide, was then outlined on the
gel and this area of the gel was excised. The gel slice was placed in a
1.5 ml microcentrifuge tube and ground to a fine powder with a plastic
rod. To this was then added 500 uyl of 1 M NH,HCO, and the sample was
incubated at 50°C for 10 min followed by incubation for 16 h at room
temperature, The purified oligonucleotide was then desalted by passing
the supernatant over a Sephadex G-50 spin column equilibrated with 0.1 M
NH,HCO;. The eluvant was lyophillized and the dried product was
resuspended in 100 ul of sterile distilled H,0, Purified
oligonucleotide was radioactively end-labelled, as described above, and

its purity determined by electrophoresis (see Figure 2.5.1).

2.5.3 RNA Analysis

Total RNA was prepared from tissue or cell culture by the method
of Chirgwin et al (1979), following the modifications of Rachubinski et
al (1985). Pellets containing up to 8x10® cells were resuspended by
vigorous agitation in 2 ml of 4M guanidinium isothiocyanate, 0.25mM
sodium citrate (pH 7.0), and 0.1M 2-mercaptoethanol. This suspension
was then layered onto 2.5 ml of 5.7M cesium chloride and centrifuged in
a Sorvall TST 41.4 rotor at 27,000 rpm or in a Beckman SW 50.1 rotor at
30,000 rpm for 16-19 h at 20°C. The supernatant was removed by
aspiration and the tubes were allowed to drain in an inverted position.
The remaining film of CsCl was removed from the walls using a sterile
cotton swab, Pellets were dissolved in 100 ul of 0.5% SDS and

transferred to 1.5 ml Eppendorf tubes. Samples were heated at 56°C for
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Fige2eoiils Purification of the human IL-18 oligonucleotide.
Autoradiograms of kinased oligonucleotide before (lane 1) and after
(lane 2) purification. Electrophoresis was performed on a 20%
acrylamide/7 M urea gel at 700 V. In both cases, 0.1% of the total
sample was kinased and subsequently electrophoresed. Exposure
conditions for the autoradiograms were: 1, lh at -70°C with intensifying
screen; 2, 1.5h at -70°C with intensifying screen.
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5 min, chilled rapidly on ice to room temperature, and then centrifuged
in an Eppendorf microfuge for 5 min at room temperature. RNA vas
precipitated by addition of 260 ul of distilled H,0, 40 ul of 2M
potassium acetate (pH 5.5) and 1 ml of cold (-20°C) absolute ethanol.
After incubation at ~20°C for at least 30 min, RNA was pelleted by
centrifugation for 10 min at 12,000x g, 4°C. Pellets were washed with
cold 70% ethanol, dried briefly under vacuum and then resuspended in 50-
500 yl of sterile distilled H,0. Average yield was 3-5 yg of RNA per
10 cells.

Poly(A)+ RNA was isolated by oligo-dT cellulose chromatography
following a modified procedure of Maniatis et al (1982). Typically, 1-2
mg of total RNA was chromatographed on a 0.2 ml oligo—-dT cellulose
column in a sterile 1 ml syringe plugged with siliconized glass wool.
Total RNA was diluted to a concentration of 2 pg/ul and sufficient 0.5M
EDTA was added to achieve a final concentration of 1mM. Samples were
heated at 70°C for 1 min and cooled rapidly on ice to room temperature,
The RNA solution was then adjusted with concentrated stock solutions to
equal the composition of the binding buffer: 0.5M NaCl, 10mM Tris-HCl
(pH 7.5), 1mM EDTA, 0.5% SDS, and applied to the column which had been
pre—equilibrated with binding buffer. The effluent was collected,
heated at 70°C for 1 min and reapplied to the column. The column was
then washed with 20 column-volumes of binding buffer and the poly(A)+
RNA was then eluted with elution buffer: 10mM Tris-HC1 (pH 7.5), 0.2%
SDS, 1mM EDTA. Fractions of approximately 250 ul were collected into
Eppendorf tubes and the RNA was precipitated by adding 0.04 volumes of

5M potassium acetate and 2.5 volumes of cold absolute ethanol and
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incubating at -20°C for 30 min. Poly(A)+ RNA was pelleted by
centrifugation at 12,000x g for 10 min at 4°C, washed with cold 707%
ethanol, dried and then resuspended in 10~20 ul of sterile distilled
H20. Recovery was approximately 27 of initial quantity of total RNA
chromatographed.

Pretreatment of the nitrocellulose membrane for all types of
blots involved floating the membrane on H,0 until fully wetted and then
soaking in 10x SSC for épproximately 30 min, The conditions for dot and
slot blot were identical and as follows: 3-5 yg of total or poly(A)+
RNA was made up to 50 ul in 10mM Tris-HC1l (pH 7.5), 1mM EDTA and an
equal volume of 12x SSC/ 15% formaldehyde was added. Samples were then
heated at 60°C for 15 min prior to being applied to the nitrocellulose
membrane (Schleir and Schuell or Gelman Sciences) under gentle suction.
For Northern blots, 5-10 ug of total or poly(A)+ RNA was prepared in 6%
formaldehyde, 0.02 M sodium borate, 0.2 mM EDTA in a total volume of 20-
24 ul and heated at 70°C for 10 min prior to being electophoresed on 1%
agarose/6,6% formaldehyde gels at 80 mA for 4-5 h. The RNA was then
transferred to nitrocellulose in 10 x SSC for 16-24 h using the wick
method (Maniatis et al, 1982), After RNA application or transfer,

nitrocellulose was baked in vacuo at 80°C for 2 h.

2.5.4 DNA Analysis

Plasmid DNA was isolated from bacterial cells by two methods.
For small scale applications, the alkaline lysis miniscreen method
{Birnboim and Doly, 1979) as modified by Rommens et al, (1983) was used,

For large scale preparations, DNA was isolated according to the method
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of Pulleyblank et al, (1983).

For Southern analysis, 0.5-1.0 ug (for recombinant DNA) or 10 ug
(for genomic DNA) of DNA digested with the appropriate restriction
enzyme was electrophoresed on 1% agarose/1XTBE gels and transferred to
nitrocellulose membranes following the wick method (Maniatis et al,
1982). Blots were t@en hybridized with the appropriate probe as

described in section 2.5.1.

2.5.5 Primer Extension Studies

First-strand cDNA was synthesized from 1.0 ug poly(A)+ RNA with
40 U AMV reverse transcriptase (Pharmacia) using 8 pmol of labelled
human IL-1B oligonucleotide as a primer in 2 mM methyl mercury, 20 mM
mercaptoethanol, 1 mM vanadyl ribonucleoside complex, 100 mM Tris-HCl pH
8.3 at 48°C, 140 mM KC1, 10 mM MgCl,, and 0.5 mM each deoxynucleoside
triphosphate (dNTP), at 42°C for 2 h. Transcripts were denatured at 90°C
for 5 min in 50% formamide and analysed on 5% polyacrylamide, 8 M urea

gels (Maniatis et al, 1982).

2.6 CLONING AND SEQUENCING

2,6.1 Construction of cDNA Libraries

Two different methods of cDNA synthesis were employed over the
course of this work to construct cDNA libraries. The initial library in
PBR322 was constructed using cDNA synthesized following the procedure of
Rachubinski et al, (1985), which is a modification of Wickens et al,

(1978). First strand cDNA was synthesized from 10 ug denatured poly(A)+
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RNA with 50 U AMV reverse transcriptase using 200 pmol human IL-18
oligonucleotide as primer in 50 mM Tris-HC1l pH 8.3 at 42°C, 100 mM KC1,
6 mM MgCl,, 10 mM dithiothreitol, 1 mM of each dANTP at 42°C for 1 h.

The mixture was then boiled for 2 min, quick-cooled on ice, and the
second strand synthesized using 30 U DNA polymerase I in 0.2 M HEPES,
0.07 M KCl, 12 mM MgCl,, 20 mM dithiothreitol and 34 mM of each dNTP at
15°C for 4 h., Double-~-stranded cDNA was digested with 2000 U S1 nuclease
in 50 mM sodium acetate pH 4.5, 0.2 M NaCl, 1 mM ZnCl, for 30 min at
37°C, and purified by phenol extraction and ethanol precipitation. The
resulting double-stranded cDNA was resuspended in 300 ul of sterile
distilled H,0 and a fraction (1/12) of this cDNA was dC-tailed with 27 U
terminal deoxynucleotidyl transferase in 0.2 M potassium cacodylate, 0.5
M dCTP, 1 mM CoCl, for 15 min at 15°C. The reaction was stopped by the
addition of EDTA to a final concentration of 5 mM and purified by phenol
extraction and ethanol precipitation. The dC-tailed cDNA was
resuspended in 25 ul of sterile distilled H,O0 and half of this amount
was added to 0.5 ug dG-tailed PstI-cut pBR322. The mixture was heated
to 70°C and then allowed to cool slowly to 4°C. Various dilutions of
the annealed mixture were used to transform competent LE 294 cells and
plated onto YT agar plates containing 15 ug/ml tetracycline., Resulting
colonies were replica plated onto another plate containing tetracycline
as well as a plate containing 50 yg/ml ampicillin in order to
distinguish those colonies containing cDNA inserts from those containing
parent vector alone. In conjunction with this, colony hybridization
with the human IL~18 oligonucleotide was performed on the tetracycline

plates in order to isolate clones containing sequences homologous to IL-
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18. The method followed was a modification of Hanahan and Meselson
(1980) and Woller (1983). Colonies were transferred onto nitrocellulose
discs in duplicate and treated as follows: 2x 2 ml 0.5 M NaOH, 3 minj
2x 2 ml 1 M Tris-HC1 pH 7.6, 3 minj2x 2 ml 1.5 M
NaCl, 0.5 M Tris-HC1 pH 7.4, 3 mingair dried 6
minjlx 2 ml 0.3 M NaCl, 5 min
The solution for each step was placed onto a piece of plastic film and
the nitrocellulose filter was floated on top of the solution for the
required time. Filters were then dried in vacuo and treated for
hybridization with the oligonucleotide probe as described in section
2.5.1.

All subsequent libraries were constructed with c¢DNA synthesized
following the procedure of Sartoris et al, (1986). Using this method, 5
ug of poly(A)+ RNA was mixed with 0.5 ug of oligo (dT):s in H,0 to a
final volume of 20 yl, The mixture was boiled for 2 min and then
quickly frozen at -70°C. Once thawed, first strand synthesis was
performed under the following conditions: 50 mM Tris-HC1 pH 7.5, 75 mM
KCl1, 3 mM MgCl., 10 mM dithiothreitol, 2 mM each of dATP, dCTP, dGTP,
dTTP, 0.1 ug/ul bovine serum albumin, 400 U M~MuLV reverse
transcriptase, 37°C for 30 min. Another 400 U of M-MuLV reverse
transcriptase was added and reaction was incubated a further 30 min at
37°C. Second strand synthesis was then performed on this mixture after
adjusting to the following conditions: 25 mM Tris-HC1 pH 7.5, 100 mM
KC1l, 6.5 mM MgCl,, 5 mM dithiothreitol, 10 mM (NH,.)2S50,, 1 mM each of
dATP, dCTP, dGTP, dTTP, 0.05 ug/ul bovine serum albumin, 1 U RNase H, 20

U DNA polymerase I. The reaction was incubated at 14-16°C for 5 h and
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double-stranded c¢DNA was purified by phenol/ chloroform extraction and
ethanol precipitation., To monitor the first and second strand
synthesis, radioactive pilot reactions were performed in which 1 uCi
[a22P]-ATP (3000 Ci/mmole) was added to the first strand reaction
mixture, Prior to the adjustment for the second strand conditions, 2 ul
of the first strand reaction was removed and diluted to 10 ul with H-0.
After second strand reaction was complete, 2 Ml of this mixture was also
removed and diluted to 10 ul with H.O0. These pilot reactions were
analysed by electrophoresing 5 ul of each of the diluted reaction
mixtures on 5% polyacrylamide/ 8M urea gels at 500V, Gels were

autoradiographed for 16 h at room temperature.

2.6.2 Construction of Genomic Libraries

Peripheral lymphocyte DNA was isolated as described in the
section for Southern blotting. The DNA (100 ug) was digested with EcoRI
in 20 mM Tris-acetate, 20 mM magnesium acetate, 100 mM potassium
acetate, 200 U of EcoRI in a total volume of 400 ul for 21 h at 37°C, A
portion of the digest (10 ul) was electrophoresed on a 1%
agarose/0.5xXTBE gel in order to check for completion. The entire digest
was then heated to 68°C for 5 min to eliminate reannealed ends, layered
onto a 5%-40% sucrose gradient and centrifuged at 26,000 rpm at 20°C for
24 h., The gradient was fractionated into approximately 150 ul fractions
and the fragment size range for every fraction was determined by
electrophoresis on 17 agarose/0.5XTBE gels. Fractions containing the
greatest number of fragments in the 1.7 kbp range were pooled and

diluted with distilled H,0 to obtain a solution with a final



45

concentration of less than 107 sucrose. DNA was then precipitated by
addition of one tenth volume of 3 M sodium acetate and 2.5 volumes of
cold (-20°C) absolute ethanol. DNA was recovered by centrifuging at
9,000 rpm for 30 min at 4°C. The pellet was washed with cold (-20°C)
70%Z ethanol and then resuspended in 80 ul of 10 mM Tris-HC1l pH 7.5, 1 mM
EDTA.

A small'portion of the genomic DNA (approximately 50 ng) was
combined with 1 ug of EcoRI digz;sted}\gtll arms and ligated under
standard conditions: 10 mM Tris-HCl, pH 7.9, 10 mM MgCl,, 1 mM
dithiothreitol, 1 mM ATP, 0.1 mg/ml BSA, 1 U T4 DNA ligase, 16-18 h at

4°C. The entire ligation mixture was then packaged into Agtll and

titred as described (see section 2.3)

2.6,3 DNA Sequencing

Double-stranded sequencing: Double-stranded plasmid DNA for
sequencing was isolated from bacterial culture following the alkaline
lysis miniscreen method (Birmboim and Doly, 1979). It was found that
template isolated by this method was far superior to that obtained by
large scale methods. Many different conditions for double-stranded DNA
sequencing were tried over the course of this work. Originally, the
method of Zagursky et al (1985) was employed with a variable success
rate. This was replaced by the method of Zhang et al (1988) which used
a modified T7 DNA polymerase (Tabor and Richardson, 1987) supplied in
the Sequenase kit (United States Biochemical), using supercoiled DNA as
template,

Single-stranded sequencing: Single-stranded DNA was obtained for
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sequencing using the phagemid system of Viera and Messing (1987). DNA
to be analyzed was inserted into either pUC118 or pUCl19 and used to
transform MV1193 host cells. Cells containing the plasmid were then
infected with M13K07 phage and single-stranded template was isolated as
follows: Cultures were inoculated and grown in 2xYT broth containing
150 pg/ml ampicillin until reaching an optical density of 0.05-0.10 at
600 nm, Cells were then infected with M13K07 at an m.o0.i. of
approximately 10 and allowed to continue growing for 1.5 h. Cultures
were diluted 1:4 into media supplemented with 70 wg/ml kanamycin and
grown for an additional 14-18 h to select for infected cells, Phage
were then harvested and single-stranded DNA was isolated following the
procedure of Davis et al (1986). The quality and quantity of single-
stranded template was assessed by electrophoresis on 1xTBE/1%agarose
gels,

For both methods, either 35S or ?2P were used and reactions were
electrophoresed on 6% or 8% acrylamide/7 M urea gels at 1200-1600 V for

desired lengths of time.

2.7 PROTEIN ANALYSIS

Cell lysates were prepared from approximately 3x107 cells by
resuspending pelleted cells in an equal volume of 2x Laemmli loading
buffer (Laemmli, 1970) and boiling for 10 min. After centrifugation at
12,000xg for 5 min to remove cellular debris, approximately 100 ug of
soluble material was loaded onto 0.4% SDS/15% polyacrylamide gels,

Electrophoresis was performed using the Bio-Rad "mini-protean' system
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for 45 min at 200 V. Gels were then equilibrated for 15 min in transfer
buffer (25 mM Tris, 192 mM glycine, 20%(v/v)methanol, pH 8.3) prior to
electrophoretic transfer to nitrocellulose membrane, using a Bio-Rad
miniblot apparatus (18 h at 30 V, 4°C). After transfer, the lane
containing the molecular weight markers (Pharmacia) was cut off and
stained 5-10 min in 0.2% amido black in 7% acetic acid , followed by a
brief destaining in 30% methanol/10% acetic acid. The remainder of the
nitrocellulose blot was blocked with blocking buffer consisting of tris-
buffered saline (TBS, 10 mM Tris-HCl, pH 7.5, 170 mM NaCl) containing
either 1% (w/v) hemoglobin or 0.5%(w/v) non-fat dry milk, for 2-3 h at room
temperature. Blots were then cut into strips and placed in test tubes
for probing with primary antisera. Appropriate dilutions of the various
antisera were made in blocking buffer and 1-2 ml was added to each tube.
Tubes were rocked at room temperature for 3-5 h and then washed with TBS
for 1 h, Immunoreactive proteins were visualized by incubating in
blocking buffer containing either a protein A horseradish peroxidase
conjugate (1:200 dilution) or a goat anti-rabbit alkaline phosphatase
conjugate (1:3000 dilution) for 3-16 h at room temperature. Blots were
washed in TBS for 1 h prior to colour development following the
procedure specific for each conjugate as outlined in Harlow and Lane

(1988).

2.8 EXPRESSION OF F8 SEQUENCE

2.8.1 Indirect Expression in Xenopus Oocytes

The F8 clone was initially assayed for biological activity using
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hybrid select/oocyte injection. Briefly, plasmid DNA containing the
clone of interest was denatured, fixed to nitrocellulose and then
hybridized with poly(A)+ RNA from COLO-16 cells. The hybrid-selected
mRNA was then microinjected into Xenopus laevis oocytes. Fifty
nanolitres of mRNA (dissolved in sterile distilled H,0 at a
concentration of 0.5-1 mg/ml) was injected into each oocyte which had
been previously treated with trypsin to remove the follicle. After
injection, the oocytes were placed at 4°C for 45 min, then transferred
to a microtitre plate and incubated in fresh oocyte medium for 18 h at
23°C. After incubation, oocytes were harvested, the supernatant
concentrated 10x and chromatographed on a TSK-2000 size exclusion HPLC
column to remove an IL-1 inhibitor produced by the oocytes. The
material was then tested for IL-1-like activity using the thymocyte co-

stimulator assay described in the Appendix.

2.8.2 Direct Expression in Prokarvotic Systems

Initially, attempts were made to insert the F8 open reading
frame into the bacterial expression vector pKK233-2 (Figure 2.8.1). The
F8 open reading frame was excised from the pBR322 clone (pBF8) in a two
step process. Firstly, the clone was digested with the restriction
endonuclease Ssp I of which there were two sites, one within the F8
sequence itself and one within the pBR322 vector. The Sspl site within
the F8 sequence is located 21 bases from the proposed initiation codon
for the open reading frame. Upon digestion with SspI, the majority of

the F8 sequence needed for expression studies would be located on a
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Fig. 2.8.1. Initial cloning strategy for the expression of the F8 open
reading frame in bacterial cells.



4.1kbp fragment. After isolation of this fragment using GeneClean, an
SspI/Ncol adaptor would be ligated onto the fragment which would
regenerate the 5' end of the F8 open reading frame. This would then be
digested with Pstl to release the F8 open reading frame from the
remainder of the vector sequence. This could then be ligated into
pKK233-2,

The revised strategy for inserting the F8 open reading frame
into pKK233-2 is outlined in Figure 2,8.2. This strategy was developed
in an attempt to reduce the number of purification steps involved
thereby increasing the yield of the final product and increasing the
possibility of obtaining a transformant.

The cloning scheme devised for the insertion of the F8 open
reading frame into the alternate bacterial expression vector pRIT2T is
identical to that outlined in Figure 2.8.1., The vector-insert junction

region is shown in Figure 2.8.3.

50



Psti

Ncot Hind 111
Pstl
pBF8
ssp ' Sspl
Pstl
(1) sspt Nco |
(11) Isolate large
fragment Ncol
Psti Pst1
col
Add Pt
-+
Ncol/Sspl Hind 10!
adapters e
Ssp Sspl
Neot
(1) Ligate
(1) Screen for correct
~ orlentation
Pt
Nco i
Ncol Pstt
Pst1 Hind
Nco l /
(1) Pst ¢
pKK- F8 400 (1) Religate

Fig. 2.8.2. Revised cloning strategy for inserting F8 open reading
frame into pKK233-2,



52

Polylinker

e

<
£
2
2
a
Polylinker region §' terminus of F8 open
of PRIT2T reading frame
Eco Rl Sspl
CCKBCHEG!AAT'TCC:(XSG ATG AAA CTA TCC ATG AAG AAC AAT ATT
GKEC(:CC:TT?\A%EG GCC IAC'TT1'GATUAGCETAC'TTCYTTGETTA‘EAA
(1) Ssp1i
Eco R! (11) Add Eco R! linkers
(1) EcoRI
cCG GGG AAT TCC ATT ATC
GGC CCC TTA A GG TAA TAG

AN e

CCG GGG AAT TCC ATT ATC
GGC CCC TTA AGG TAA TAG

In - frame insertion of F8 coding region
missing first 8 residues

Fig., 2.8.3. Cloning strategy for inserting F8 into pRIT2T.



RESULTS AND DISCUSSION

3. THE DETECTION AND ISOLATION OF SEQUENCES HOMOLOGOUS TO IL-18

FROM COLO 16 CELLS

3.1 Studies on the Presence of IL-1-like Sequences in COLO 16 Cells

It hgd been previously shown that a human keratinocyte cell line
(COLO 16) produced a factor with IL-1-like activities, including both
immunostimulatory and inflammatory functions (Sauder et al, 1982). The
factor, termed epidermal cell-derived thymocyte activating factor
(ETAF), had been partially characterized, however, no information was
available on the gene itself regarding its similarity to the monocyte-
derived family of IL-1 genes (IL-la and IL-18).

Initially, it was thought that because ETAF shared at least some
of the biological activities of IL-1, perhaps there would be some
sequence homology in the areas important for biological function. On
this premise, probes based on the known IL-1 sequences were synthesized
in order to investigate the possibility that the keratinocyte cell line
produced IL-l-like sequences. Synthetic oligonucleotides based on the
published human IL-1B and murine IL-la sequences were produced, The IL-
18 probe consisted of a 24-base sequence from the 3' end of the coding
region of human monocyte IL-18 (Auron et al, 1984), and the IL-la probe
consisted of an 18-base sequence from the published sequence of murine
IL-1o. (Lomedico et al, 1984). As the system under study was the human

keratinocyte, in retrospect it would have been desirable to have probes
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based on human sequences for both IL-la and IL-18. At that time,
however, the sequence for a human equivalent to the murine IL-la had not
been found. In selecting the sequences for the two probes a number of
criteria were followed: 1low frequency of codon redundancy, sequences
selected were within the coding region and had little homology between
members i.e. a and B.

The IL-~18 oligonucleotide probe hybridized with monocyte RNA and
with RNA derived from the human skin squamous cell carcinoma cell line,
COLO 16, on dot blots hybridized in 6xSSC at 55°C (Figure 3.1.1, B), At
this stringency, the probe did not hybridize with RNA from human
fibroblasts or mouse liver, whereas, at lower stringency (6xSSC at 30°C)
there was hybridization with RNA from all cell types (Figure 3.1.1, A).
These results suggested that the oligonucleotide probe was specifically
hybridizing to sequences present in monocytes and the keratinocyte cell
line which were either absent from the other cell types or at least in
very low abundance compared to monocytes and COLO cells. The murine IL-
le oligonucleotide probe was used to probe several dot blots but no
signal was ever detected with any sample. As a result, further studies
focussed on the human IL-1Bf oligonucleotide.

Northern transfers were then used to determine the size of the
RNA hybridizing to the IL-18 probe. Specific hybridization of this
probe to RNA from the keratinocyte cell line COLO 16 as well as to RNA
from stimulated monocytes (a positive control) and the promyelocytic
leukemia cell line HL-60 was observed (Figure 3.1.2, A). No significant
hybridization was seen to RNA from normal human fibroblasts or

unstimulated monocytes. Two bands of approximately 1.6 and 2.7 kb were
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Eig. 3.1.1. Detection of IL-18 homologous RNA in macrophage and COLO
16 cells by dot blot analysis. RNA from various cell types (1 ug, top
row; 4 ug bottom row) was hybridized with the IL-1B oligonucleotide in
6xSSC at 30°C (A) or 55°C (B). RNA samples from left to right are:
total human fibroblast, total COLO 16, poly(A)+ COLO 16, polv(A)+
macrophage, total liver, poly(A)+ liver.
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Fig na oy, Northern analysis of IL-1B homologous RNA in various cell
types. The same blot was hybridized sequentially with (A) human IL-18
oligonucleotide, (B) human IL-1B cDNA (pA-26), (C) actin cDNA as
outlined in sections 2.5.1 and 2.5.3. RNA samples were from the
following cell types: COLO 16 (total and poly(A)+ RNA respectively)
(lanes 1 and 2), unstimulated monocytes (lane 3), LPS-stimulated
monocytes (lanes 4 and 5), cultured human fibroblasts (lane 6), and HL60
cells cultured without (lane 7) or with (lane 8) TPA. Conditions for
LPS treatment of monocytes and TPA treatment of HL60 cells is described
in section 2.4. The relative sizes, in bases, of the two RNA species
observed are indicated to the left.
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detected. The marked difference in amounts of the 1.6 kb message seen
in stimulated monocyte RNA as compared to unstimulated showed that the
human IL-1B oligonucleotide probe was specifically hybridizing to the
IL-18 message in monocytes. The abundance of the two RNA species
appeared to be different among the cell types. In COLO poly(A)+ and
monocyte stimulated total RNA, the 1.6 kb species appeared to be more
abundant than the 2.7 kb species. In the case of the HL-60 cells,
undifferentiated cells appeared to contain more of the 2.7 kb species
while those cells which had underéone differentiation by treatment with
10 nM TPA for 48 h contained more of the 1.6 kb species. At this time,
the relationship between these two RNA species and possible control by
differentiation has not been pursued further. The presence of a 1.6 kb
species in TPA treated HL-60 cells was not too surprising based on the
fact that these cells differentiate along the monocyte/macrophage
lineage when treated with this phorbol ester (Collins, 1987). The fact
that the IL-1B oligonucleotide probe was hybridizing to a 1.6 kb RNA
species in COLO cells was interesting because this corresponded to the
published size of monocyte-derived IL-18 mRNA., When the same Northern
blot was probed with a 900-base human IL-1B cDNA (pA-26) it was found
that this probe also hybridized specifically to the 1.6 kb RNA from COLO
cells, stimulated monocytes and differentiated HL-60 cells, but not to
the 2,7 kb RNA (Figure 3.1.2, B). This suggested that, glthough the 2.7
kb species possessed some homology to human IL-18 by virtue of the fact
that it hybridized with the oligonucleotide, this homology was confined
to a short sequence or sequences thereby preventing it from hybridizing

with the 900 bp human IL-18 cDNA. It did appear, however, that there
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was a message with considerable homology to IL~1B that was approximately
1.6 kb in size. To control for variability in the amount of RNA loaded
and transferred during Northern blotting, an actin cDNA probe (Cleveland
et al, 1980) was used to screen the same blot, A hybridization signal
of similar intensity was seen in all RNA samples, (Figure 3.1.2, C)
thereby eliminating the possibility that the differences in the
intensities of the IL-18 signal seen in the different cells was due to
actual discrepancies in the amount of éotal RNA preseht in each lane,
These data provided the first clear evidence that the keratinocyte cell
line COLO 16 contained RNA with significant homology to IL-1B (Bell et
al, 1987).

Since strong hybridization was observed between human
keratinocyte RNA and the IL~1B oligonucleotide, this oligonucleotide was
used as a primer in primer exfension studies on COLO 16 poly(A)+ RNA,
This resulted in one major reverse transcript of approximately 750 baSes
and a minor transcript of approximately 500 bases (Figure 3.1.3). These
transcripts fell into the size range of transcripts observed when the
IL-B oligonucleotide probe was used to prime RNA from stimulated
macrophages, although the transcripts were observed in much greater
abundance in the case of the macrophages. The implication of this study
was that the human keratinocyte cell line COLO 16 appeared to contain an
RNA species with considerable homology and similar organization to

monocyte-derived IL-~1B.
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Fapg. dil.3. A primer extension experiment on COLO 16 RNA using the
hIL-1B oligonucleotide. Reverse transcripts from COLO 16 (lane 1) and
LPS-stimulated monocyte (lane 2) RNA primed with labelled IL-18
oligonucleotide. Reverse transcripts were synthesized and resolved on a
5% polyacrylamide/8 M urea gel. Marker sizes in bp are indicated to the
left. The xylene cyanol dye front is denoted by XC.
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3.2 Isolation of a unique cDNA sequence with homology to IL-18

Once it had been determined that COLO 16 cells contained mRNA
with homologies to monocyte-derived IL-1B, the next step was to
construct a c¢DNA library from COLO mRNA in order to isolate and
characterize the IL-1 homologous sequences. For the original library,
it was decided that the human IL-1B oligonucleotide employed for the
hybridization analysis and primer extension studies woulq be used to
prime first strand cDNA synthesis from COLO mRNA. It was thought that
in using this sequence rather than the éonventional oligo d(T) primer,
the library could be enriched for IL-1-like sequences, thereby
facilitating screening of the library. This method cannot produce full-
length cDNA clones, but this disadvantage was felt to be outweighed by
the gained enrichment in the library for IL-1 homologous sequences. 1In
addition, once a partial cDNA clone was isolated, it could then be used
to screen a second library using oligo d(T) as primer for first strand
synthesis in order to isolate a full length clone,

The IL-18 oligonucleotide-primed cDNA library was constructed in
the bacterial vector pBR322 as described in section 2.6.1. This initial
library consisted of approximately 1200 tetracycline-resistant,
ampicillin-sensitive transformants. Of 300 transformants screened by
colony hybridization with the human IL-1B oligonucleotide probe, 101
were positive, The DNA from all of these clones was isolated and
subjected to electrophoresis after being treated with Eco RI to liberate
the inserts. From this analysis, it was found that the cDNA inserts of
the selected clones varied widely in their size (eg. Figure 3.2.1). Two

inserts of particular interest were those of clones D6 and F8 which
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Pig. 80201, Restriction analysis of various cDNA clones which
hybridized with the hIL-1B8 oligonucleotide. Clones were digested with
the restriction endonuclease Pstl in order to release the cDNA fragments
from the parent vector pBR322. Clones are as follows: (1) Cl0, (2) D6,
(3) D9, (4) F8, (5) F9, (6) GlO, (7) H3, (8) I8, (9) J8. Size markers
(M) were the BRL 1 kb ladder; sizes in kbp are indicated to the left.
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appeared to both be approximately 700 bp in length. These two clones
were subjected to further study because of the similarity in the size of
their inserts to that of the predicted size of a cDNA insert that would
be generated from the monocyte-derived IL-1 sequence if the IL-18
oligonucleotide was used as primer. Initial studies on these two clones
involved restriction analysis to determine whether their cDNA inserts
were similar in sequence. Restriction analysis revealed identical
fragment patterns suggesting that the D6 and F8 clones were indeed
similar. The D6 cDNA clone was used as a probe on Northern blots of
COLO 16 RNA to determine the size of the message and whether it
corresponded to either of those species seen on Northerns probed with
IL-1B oligonucleotide. Figure 3.2.2 B shows that the size of the
message which hybridizes with the D6 clone is approximately 1.6 kb,
corresponding to the smaller of the two messages which hybridizes to the
IL-1B oligonucleotide (Figure 3.2.2 A). Northern analysis of COLO 16
poly(A)+ RNA with the F8 cDNA clone resulted in the detection of the 1.6
kb species as well (Arsenault et al, 1992), The size of the cDNA insert.
being significantly smaller than the RNA species to which it hybridized
on the Northern suggested that the D6 and F8 cDNA clones were only
partial length. This was not too surprising considering the fact that a
sequence other than oligo-d(T) was used to construct the cDNA library
and that it would be highly unlikely that the complementary sequence of
that chosen for the primer would be found at the extreme 3' end of the
message.

The fact that the D6 and F8 cDNA clones were similar in sequence

as inferred through restriction analysis, contained a sequence
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Fig. 3.2.2. Northern analysis of COLO 16 cells using the D6 cDNA
clone. RNA from unstimulated monocytes (lane 1); LPS-stimulated
monocytes (lane 2); and COLO 16 cells (lane 3) were hybridized with the
human IL-1B oligonucleotide (A). The same filter was washed and
rehybridized with the D6 cDNA clone (B), The relative sizes in kb of
the two sizes of RNA species observed are indicated to the left,
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homologous to a human IL-1B oligonucleotide, and the D6 clone hybridized
to a 1.6 kb message suggested very strongly that we had isolated an IL-
1-1ike cDNA species from COLO 16 cells, These similarities did not
prove, however, that the two cDNA clones isolated from COLO 16 cells
represent the species responsible for the IL-1-1ike activity which had
been reported for this cell type. In order to investigate these clones
further, studies were undertaken to determine their sequence and isolate
a full iength cDNA clone. Concurrent with this, it was decided that the
partial clones should be assayed for biological activity.

Sequence analysis was performed on the two COLO 16 cDNA clones
in order to determine the extent of the homology with human IL-18. Both
of the clones were subcloned into pUC118 in order to do the sequencing.
The D6 clone was chosen first in order to establish the conditions for
double-stranded Sanger dideoxy sequencing. In the first few sequencing
attempts, troubles were encountered in obtaining readable sequence from
the D6 clone. Upon subsequent purification of the DNA it was found that
the pUC118 clone had undergone a spontaneous deletion of a large amount
of the cDNA insert. The fact that the cDNA clone suffered a spontaneous
deletion suggested that the DNA construct may not be stable. Since the
700 bp insert was well within the limits of insert size for a bacterial
vector, it was thought that the clone may contain some sort of
destabilizing element in its sequence, such as a "hot spot" for
recombination. As a result, the F8 clone was chosen to continue the
sequencing analysis as it did not appear to have suffered the same fate
as the D6 clone., Why the Dé6 clone suffered a deletion while the F8

clone appeared to be stable was not resolved.
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The results of the sequence analysis on the F8 clone revealed no
significant homology to IL-1B with the exception of the IL-1B
oligonucleotide sequence present at the 3' terminus (Figure 3.2.3).
Initially, database searches did not reveal significant homology to
any other known sequence. Recently, however, the F8 cDNA has been found
to have sequence homology to the cDNA for the bovine retinal rod
photoreceptor cyclic GMP-gated channel (Kaupp et_al, 1989). The lack of
a termination codon suggested that the F8 cDNA clone represented the 5'
end of a larger message. No cleavable signal peptide was predicted for
the sequence using the PC/GENE protein analysis program (IntelliGenetics
Inc., Geneva, Switzerland).

Numerous attempts to isolate a full length F8 cDNA clone were
unsuccessful, suggesting that there may be a block to complete reverse
transcription of this mRNA or that the full length c¢DNA is unstable for
some reason. The fact that the D6 ¢DNA clone suffered a spontaneous
deletion during routine manipulation may have been a result of such a
problem. Difficulties in obtaining a full length cDNA could also be due.
to the fact that the F8 message appears to be low in abundance.
Different batches of COLO 16 cells have been found to differ widely in
the amount of message observed, in some cases being undetectable,
Attempts were also made by an independent laboratory (U. Gubler,
Hoffmann La-Roche) to clone a full length c¢DNA. Conventional methods as

well as PCR were used without success.

3.3 1Isclation of a c¢cDNA sequence with considerable homology to IL-18

Construction of a COLO cDNA library in Agtl0 using o0ligo-d(T),.s
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60

CTGGCAGGAGTAGCAGCTGCCCCTTGGCGCGACTGCTGGAGCCGCGAACTAGAGAAACAC

120

AGACACGCCTCATAGAGCAACGGCGTCTCTCGGAGCGTGGAGCCCGCCAAGCTCGAGCTG

180

AGCTTTCGCTTGCCGTCCACCACTGCCCACACTGTCGTTTGCTGCCATCGCAGACCTGCT

240

GCTGACTTCCATCCCTCTGGATCCGGCAAGGGCCTGCGATTTTGACAATGTCAAGATTTA

300

CCGTATATCCCTGTTTGTTTGGATACACCAGTGACGTCCACTTCTAGAAGACAAAGTTAT

JI6&60
ATTACTTAAACAACCAAAGATATGAAACTATCCATGAAGAACAATATTATCAATACACAG
MetLysLeuSerMetLysAsnAsnllelleAsnThrxGln

420

CAGTCTTTTGTAACCATGCCCAATGTGATTGTACCAGATATTGAAAAGGAAATACGAAGG
GInSerPheValThrMetProAsnVallleValProAspIleGluLysGlulleArgArg

480

ATGGAAAATGGAGCATGCAGCTCCTTTTCTGAGGATGATGACAGTGCCTCTACATCTGAA
MetGluAsnGlyAlaCysSerSerPheSerGluAspAspAspSerAlaSerThrSerGlu
540
GAATCAGAGAATGAAAACCCTCATGCAAGGGGTTCCTTTAGTTATAAGTCACTCAGAAAG
GluSerGluAsnGluAsnProHisAlaArgGlySerPheSerTyrLysSerLeuArgLys

600

GGAGGACCATCACAGAGGGAGCAGTACCTGCCTGGTGCCATTGCCATTTTTAATGTGAAC
GlyGlyProSerGlnArgGluGlnTereuProGIyAlaIleAlaIltheAanalAsn

K3 660

AACAGCGACAATAAGGACCAGGAACCAGAAGAAAAAAAGAAAAAGAAAAAAGAAAAGAAG
AsnSerAspAsnLysAspGlnGluProGluGluLysLysLysLysLysLysGluLysLys

720

AGCAAGTCAGATGATAAAAACGAAAATAAAAACGACCCAAAGAAGAAGATGGAAAAGCGA
SerLysSerAspAspLysAsnGluAsnLysAsnAspProLysLysLysMetGluLysArg

Fig. 3.2.3. Sequence of partial cDNA clone F8 from COLO 16 cells.
Homology to the human IL-1B oligonucleotide sequence is denoted by the
overlined region. The amino acid sequence of the synthetic peptide (K3)
used to generate antisera is represented by the boxed area.
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as primer was undertaken in an attempt to isolate a full length F8 clone
in order to further analyse its role as a keratinocyte-derived factor
with IL-1-1ike activities. For this second cDNA library it was decided
that a bacteriophage vector system would be used instead of the
bacterial system used for the first library. There were several
advantages to this approach: the size limii of cDNA inserts is much
larger for a bacteriophage vector as compared to a bacterial vector; the
number of recombinants generated by a bacteriophage library is much
greater with the ability to screen more recombinants at once. At the
same time that the library was screened for F8 positive clones, it was
also screened with a partial human IL-18 cDNA clone (pA-26) in attempts
to isolate the species which hybridized with this probe on Northerns,

Screening of the COLO 16 cDNA library in Agtl10 with the partial
human IL-18 cDNA (pA-26) resulted in one positive clone (designated B7)
out of approximately 8x10“ screened. Upon purification of the positive
plaque and isolation of the viral DNA it was found that the cDNA insert
within this clone was approximately 1.6 kb in size (see Figure 3.3.1).
Southern analysis was performed on a restriction digest of this clone to
confirm that the insert did indeed hybridize with the IL-18 cDNA
sequence; afterwards, the insert was isolated using the GeneClean
procedure (Vogelstein and Gillespie, 1979) and subcloned into the
bacterial vector pUCl118 for further analysis. Screening of this library
with the F8 cDNA did not yield any positive clones from a total of 4x10%
Plaques screened.

The B7 clone was sequenced using the Sequenase system

(Pharmacia). A large portion of the 3' end of the B7 clone was found to



FPig. Ya.3.1. Analysis of Agtl0 cDNA clone B7 revealing a 1.7kb EcoRI
restriction fragment. B7 DNA, either undigested (lane 1) or digested
with EcoRI (lane 2), was electrophoresed on 1% agarose/l1xXTBE gels.
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be virtually identical to the 3' end of the the coding region as well as
the 3' noncoding region (including the poly(A) tail) of monocyte-derived
IL-18. This homology abruptly ended, however, with the remainder of the
5' end of the clone bearing no resemblance to IL-1., Instead, it was
found that this part of the clone was homologous to human elongation
factor-la (Brands et al, 1986). Further sequence analysis revealed the
presence of a second poly(A) tail at the 5' end of the clone. From
these results, it was concluded that the B7 clone was a hybrid of two
unrelated cDNA sequences which had become ligated to one another during
the blunt end ligation step of the c¢DNA library construction. The
presence of two poly(A) tails, one at either end of the clone, seems to
corroborate this hypothesis.

Once it had been determined that the B7 clone exhibited almost
complete homology to monocyte-derived IL-1B and that it was a partial
clone, attempts were made to isolate a full length clone in order to
obtain the 5' coding region and 5' noncoding terminus. Another cDNA
library was constructed in Agtll and was again screened with the I1-18
cDNA probe pA-26. Out of 4x10°% recombinants screened, two positive
clones were identified, isolated and subcloned into pUC118 for sequence
analysis., One of the clones, C22, was slightly larger than B7 while the
other, K2 was slightly smaller in size. Both clones were sequenced and
together with the B7 clone, a sequence was deduced for keratinocyte-~
derived IL-1 (see Figure 3.3.2). The longest cDNA clone was C22 at
1,236 bp which lacked 262 nucleotides of the 5' end of IL-1B, including
174 nucleotides of the coding region. Although the sequence was

identical with monocyte~derived IL-18 in the protein coding region of
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the molecule, a few differences were noted in the 3' noncoding region.
Indeed, upon comparing published sequences for human monocyte IL~18, it
was found that there were differences between the sequences found in the
literature (Auron et al, 1984; Nishida et al, 1987). Interestingly, our
sequence possessed some of the differences of both published sequences,
although it more closely resembled the sequence of Nishida et al (1987).
These differences may represent errors in previous sequence?data or true
polymorphisms.

The longest clone, C22, was subseqhently expressed in COS cells
using a mammalian expression vector (this work was performed by Dr. R.C.
McKenzie as described in McKenzie et al, 1990a). Despite the fact that
this clone lacks 174 nucleotides of the 5' terminal IL-18 coding
sequence, it exhibited IL~1 activity using assays for thymocyte, D10~-T-
cell and fibroblast proliferation. These results correlate with the
findings of March et al (1985) which demonstrated that the C-terminal
amino acids of IL-1B were sufficient for activity. Western analysis of
C22-transfected COS cell lysates with human IL-1B antisera revealed an
immunoreactive protein with an M, of approximately 17,000 suggesting
that the partial cDNA clone is expressed and processed to the mature

form in this system.

3.4 1Isolation of F8 Genomic Seguences

From Southern analysis, it was found that the F8 partial cDNA
hybridized predominantly to a 1.7kb EcoRI fragment in DNA derived from

both peripheral lymphocytes and COLO cells (see Figure 3.4.1, lanes 1
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Pig. Jed:1. Southern analysis of the F8 gene. Lane 1, EcoRI digested
peripheral lymphocyte DNA, lanes 2 and 3, COLO 16 DNA digested with:
EcoRI (lane 2), BamHI (lane 3). Ten pg of DNA was digested for each
sample, electrophoresed on a 1% agarose gel, transferred to
nitrocellulose and hybridized with [32P]-labelled F8 cDNA. Exposure
time was 3 days. Size markers indicated to the left in kbp are the BRL
1 kb ladder
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and 2 respectively) as well as a 4.5kb BamHI fragment in COLO cells
(Figure 3.4.1, lane 3). The fact that F8 sequences are present in
normal human genomic DNA as well as the transformed cell line COLO 16
confirms that this sequence is not merely an artefact resulting from the
cloning of cDNA sequences from the keratinocyte cell line mRNA. A
genomic library of EcoRI fragmented lymphocyte DNA in Agtll (previously
constructed by Brett Stevens), was screened with the F8 cDNA resulting
in the detection of 5 positive signals. These were purified to single
plaques and DNA was isolated from each of them. The inserts, which
ranged in size from approximately 2.8-7.0 kb, were subcloned into pUC118
for sequence analysis. Unfortunately, no 1.7kb inserts could be
isolated from this library, since the DNA used to construct the library
was sucrose gradient purified in the 3-7kb range.

All of these clones were sequenced using four different primers:
universal and reverse universal (positioned at opposite ends of the
insert), and two intermal primers (AB64 and AB84) used previously for
sequencing the F8 cDNA clone (from the 5' region and the 3' region of
the cDNA respectively). None of the clones could be sequenced with the
two internal F8 primers, suggesting that these sequences were not
present in these clones. Using the other two primers it was found that
two of the clones (P and 02) were identical and that they contained
sequence homologous to F8 (100% homology over 112bp). The other three
clones did not contain homology to F8 in the sequences obtained with the
two universal primers. This, however, is inconclusive since the
sequence obtained from these primers only corresponded to a small

percentage of the entire clone. Analysis of P and 02 homologous
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sequence revealed that it corresponded to the 5' terminus of the F8 cDNA
sequence and ended at residue 156 in a putative splice site consensus
sequence (see Figure 3.4.2) (Mount, 1982). The existence of an abrupt
end in the homology between the genomic and cDNA sequence coupled with
the observation of a putative splice junction at the same point in the
sequence suggests that the F8 partial cDNA derived from an authentic
mRNA species. This precludes the possibility that the F8 clone could
have been a cloning artefact derived from genomic DNA contamination in
the mRNA preparation.

In order to pinpoint the areas of F8 homology in the remaining
genomic clones, the inserts were digested with various restriction
enzyme combinations and the resulting patterns of bands were analyzed on
Southern blots using the F8 cDNA as a probe. Subfragments of these
clones which were positive with the F8 cDNA probe were then subcloned
into pUC118 and sequence was obtained using the universal and reverse
universal primers. One subfragment (R) yielded F8 homologous sequence,
although the homology was only 85% over 90bp. The high frequency of
mismatches and deletions between the F8 cDNA and this genomic sequence
suggests that this genomic sequence may represent a pseudogene, perhaps
arising from the duplication of part of the F8 sequence which has
accumulated a number of mutations over the time of evolution. The
presence of such pesudogenes could also explain the multiple bands seen
on Southern blots of genomic DNA probed with the F8 cDNA sequence (eg.
Figure 3.4.3).

In an attempt to isolate the 1.7kb EcoRI and 4.5kb BamHI F8

positive genomic fragments, lymphocyte DNA digested with these enzymes
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10 20 30 40 50
CAGGGAAAAA GCAGCCTGGG AGCGGCCTGT GATAACTGGT GTATCTGGCA

60 . 70 80 o0 100
GGAGTAGCAG CTGCCCCTTG GCGCGACTGC TGGAGCCGCG AACTAGAGAA

110 120 130 140 150
ACACAGACAC GCCTCATAGA GCAACGGCGT CTCTCGGANN NGTGGAGCCC

160 170
GCCAAGIGTAA CTICCGGGAAT T
AAGGTAA GT
C G

Fig. 3.4.2. Partial sequence of an F8 genomic clone showing a putative
splice junction. Homology to the 5' terminus of the F8 cDNA sequence is
denoted by the underline, The boxed region resembles the splice site
consensus sequence shown directly below it. NNN denotes ambiguous
sequence due to a compression on the sequencing gel.
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Southern blot of F8 genomic sequences.
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Ten wg of DNA was

digested with the indicated restriction endonucleases, electrophoresed
on a 1% agarose gel, transferred to nitrocellulose and hybridized with

[32P]-1labelled F8 cDNA.
the BRL 1 kb ladder.

Size markers indicated to the right in bp are
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was electrophoresed and the appropriate size ranges were electroeluted,
Attempts to clone this size selected DNA into either Agtll (for the
EcoRI fragments) or pUC118 (for the BamHI fragments) resulted in very
few recombinants. To circumvent this problem (often seen in previous
manipulations with gel purified fragments), DNA was size fractiomated on
sucrose density gradients. A library was then constructed in Agtll
using the size fractionated EcoRI fragments resulting in a library
containing 2.1x10® total recombinants, This library was screened with
the F8 cDNA resulting in 12 positives from 3.6x10% recombinants
screened. The positive plaques were isolated and purified by secondary
screening and the viral DNA was isolated from plate lysates following
the procedure of Davis et al, 1986). Upon digestion with EcoRI, two of
the clones appeared to contain inserts of approximately 1.7kb as
determined by electrophoresis on agarose gels, A portion of the digest
was added to a ligation mixture containing EcoRI digested pUC118 vector.
The resulting ligation reaction was then used to transform competent
DH5a cells., Transformants were picked and DNA was isolated employing
the miniscreen method (Birnboim and Doly, 1979). The resulting DNA was
digested with EcoRI and analyzed by gel electrophoresis, Sequencing of
the resulting positive clone with all four sequencing primers used

previously did not yield any F8 homologous sequence.



4. ANALYSIS OF F8 PROTEIN SPECIES

Three synthetic peptides based on the F8 coding region
(designated K1, K2 and K3) were synthesized by P.L. Kilian and W, Danho
at Hoffmann-La Roche and then injected into rabbits to generate F8
specific antisera. Initially, the antisera to all three synthetic
peptides were used to probe a Western blot of COLO 16 cells. It was
disturbing to find that the three antisera did not appear to have any
immunoreactive proteins in common. Upon inspection of the sequences of
the synthetic peptides provided, it was discovered that two of them (K1
and K2), were found to have mistakes in their amino acid sequence. This
could explain why a common immunoreactive species was not observed on
this initial blot. The discrepancies between the two synthetic peptide
sequences and the putative F8 protein sequence could result in a
significant fraction of the antisera that is incapable of recognizing
the target sequences. As a result of these findings, the Kl and K2
specific antisera were not used extensively and subsequent studies
concentrated on the immunoreactive species observed using the K3
antiserum., On the initial Western blot, the K3 antisera reacted with
two proteins of apparent m.w.s of approximately 20,000 and 30,000 which
did not appear to be present in the preimmune sera. The sizes of these
two proteins were very similar to the precursor and mature forms of IL~
la and IL-18 protein species, suggesting possible cross-reactivity of
the K3 antiserum with one or both of these proteins. Another Western

78
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blot was performed on COLO 16 cells and probed with the K3 antiserum in
order to determine whether the two immunoreactive species were distinct
from those seen with either IL-1c or IL-1B specific antibodies (Figure
4.1.1). Probing the same blot of COLO 16 cells with both K3 and IL-18
antisera (Figure 4.1.l1a) revealed that the two protein species reacting
with the K3 antiserum (lane 2) were slightly different in size from those
observed with the IL-~1f antiserum (lane 4). This distinction was
further strengthened by the fact that these Ki-reactive species did not
disappear when the K3 antisera was preincubated with recombinant IL-18
(lane 3). In a parallel experiment (Figure 4.1.1b), the K3
immunoreactive species could not be eliminated by competition with
recombinant IL-la (lane 3). There appeared to be a significant
difference in the amount of the IL-la immunoreactive species (lane 4) as
compared to the amount of IL-1B species observed in COLO 16 cell
lysates.

Although the possibility was eliminated that the K3-reactive
bands on the Western blots were due to cross-reaction with IL-lc or 8,
the presence of a large and small K3 immunoreactive protein species was
reminiscent of the precursor and mature forms of IL-la and IL-18. This
suggests the possibility of a processed and unprocessed form of F8,

The presence of the 20,000 M, K3 reactive protein was
subsequently found to be variable, ranging from abundant in some
preparations to not detectable at all in others. It could be possible
that the expression of this protein is sensitive to the state of the
cells from which it is isolated. It also could be that the 20,000 M.

species is a processed form of a higher Mr species (perhaps the 30,000
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Fig. 4.1.1. Western blot of a COLO 16 cell lysate with antiserum
generated against the K3 synthetic peptide. A crude cell lysate of COLO
16 cells was electrophoresed on duplicate 0.4% SDS/ 15% polyacrylamide
gels, transferred to nitrocellulose and treated with: preimmune serum
(Al, Bl); K3 antiserum (A2, B2); K3 antiserum pretreated with
recombinant IL-18 (A3); K3 antiserum pretreated with recombinant IL-lc
(B3); IL-1B antiserum (A4); IL-la antiserum (B4). M, values of
standard proteins electrophoresed in parallel are indicated on the left,




81

Mr protein observed) and that for some reason the protein is not being
processed to the same extent in all preparations.

In an attempt to determine whether the K3-reactive proteins were
F8 specific, competition experiments were performed in which the F8
synthetic peptides were used in attempts to block the binding of the
various antisera to any of the observed protein species seen on the
Westerns. In these experiments, 20 or 50 ng of F8 synthetic peptide was
incubated with the F8 antisera prior to tréatment of the Westernm blots.
The addition of the K3 synthetic peptide to its respective antisera
appeared to inhibit the appearance of the 20 and 30 kDa species on one
blot (Figure 4.1.2). The competition experiment was repeated several
times with the K3 synthetic peptide without successfully blocking the
appearance of the 30 kDa species (on these later Westerns, the 20 kDA
species could not be detected).

In order to ascertain whether the F8 protein species were also
present in normal keratinocytes, cell lysates of normal keratinocytes
were subjected to Western analysis. Figure 4.1.3B shows the presence of
the 20 kDa protein species in normal human keratinocytes treated with
PMA (lane 1) which is absent from the the preimmune control (lane 2).
This 20 kDa band was also present to a lesser extent in unstimulated
normal keratinocytes. Interestingly, the larger 30 kDa protein observed
in addition to the smaller species in COLO 16 cells (Figﬁre 4,1.34A, lane
2) is absent from the normal keratinocytes. If the smaller species is
the result of post-translational processing of the larger form, then
there appear to be some differences in the processing ability of normal

keratinocytes and the keratinocyte cell line.
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Fig. 4.1.2. A competition experiment showing specific inhibition of
K3-reactive protein species on a Western blot of COLO 16 cells., A crude
cell lysate of COLO 16 cells was electrophoresed on a 0.4% SDS/ 15% '
polyacrylamide gel, transferred to nitrocellulose and treated with
various antisera either untreated or pretreated with its corresponding
synthetic peptide. K1 preimmune serum (1); Kl antiserum (2); K3
preimmune serum (3); K3 antiserum (4); IL-1B antiserum (B). Arrows
indicate K3 specific protein bands of interest. M. values ' of
standard proteins electrophoresed in parallel are indicated on the left,
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Figs 4,13, Western blot analysis of COLO 16 and PMA-stimulated normal
keratinocytes. Crude cell lysates of COLO 16 (A) and PMA-stimulated
normal keratinocytes (B) were electrophoresed on 0.47% SDS/ 15%
polyacrylamide gels, transferred to nitrocellulose and treated with:
preimmune serum (Al, B2), F8 antiserum (A2, Bl) or human IL-1B antiserum
- (A3). M, values of standard proteins electrophoresed in parallel are
indicated on the left and right of the two blots respectively.



5. INVESTIGATIONS INTO POSSIBLE IL-1-LIKE ACTIVITIES OF THE F8 CLONE

5.1 Biological Activity Assays on the Partial cDNA Clone

It was decided that the partial cDNA clone F8 would be tested
indirectly for IL-1-like activity using the thymocyte co-stimulator
assay. Since a full length clone was not available to directly test for
the ability to cause thymocyte proliferation, the partial F8 clone was
used to hybrid select mRNA from COLO 16 cells which was then assayed for
biological activity. In the initial experiment, the F8 cDNA clone was
used and the hybrid-selected RNA was injected into Xenopus oocytes, The
resulting supernatant was then fractionated over a TSK 2000 HPLC column
and tested in the thymocyte proliferation assay (see Figure 5.1:1) The
results showed that there was a peak of activity from the oocyte
supernatant in fractions 21-30. As a negative control, the pBR322
vector without the insert was used to hybrid select COLO 16 poly(A)+
RNA. This RNA, when injected into oocytes yielded supernmatant which was
not active in the thymocyte co-stimulator assay. As a positive control,
poly(A)+ RNA from macrophages was used. This was used as a positive
control rather than hybrid-selecting RNA from macrophages using an IL~18
probe because it had been noted that the amount of activity isolated
from macrophages by this method was usually very low, (personal
communication from Dr. Harnish). In addition, the positive control was
mainly being used to determine whether the oocyte injection technique
and thymocyte assay were functional, whereas the negative control was
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Fig. 5.1.1. Thymocyte proliferation assay on supernatant from oocytes

injected with F8 hybrid-selected RNA.
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being used to ensure the absence of nonspecific interactions during the
hybrid selection process which might give a positive result in the
bicactivity assay. Of particular interest was the fact that the
activity from the hybrid-selected material eluted in the same fractions
as the monocyte-derived activity of the positive control. This

suggested that the species were of similar size.

5.2 Bacterial Expression of the Partial F8 cDNA Coding Region

In order to test the partial F8 cDNA clone for biological
activity, an attempt was made to express the 398 bp open reading frame
in a prokaryotic expression system. The use of a bacterial system would
allow not only for a direct method of assaying the F8 clone for
biological activity, but also for the production of large amounts of the
F8 protein which could be purified and further characterized. For the
expression in a prokaryotic host, the expression vector pKK233-2
(Pharmacia) was chosen for the following reasons. Firstly, the vector
contained an inducible trp-lac fusion promoter (Amann and Brosius, 1985)
which would control constitutive expression of the F8 protein thereby
preventing the possible lethal effects from the overexpression of a
foreign protein in bacterial cells. Secondly, there had been previous
success in our laboratory with the expression of a human ¢DNA in this
vector (Tyers et al, 1988).

Based on the restriction sites available in the pKK233-2 vector
and the F8 c¢DNA insert, the easiest and most direct way of cloning the
F8 reading frame into the vector would have been to ligate the entire

cDNA clone into the Pstl site followed by removal of the fragment
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flanked by the Ncol and SspI restriction sites present in the vector and
insert respectively. A small portion of the F8 open reading frame at
the 5' end would have been removed, but with the use of a custom linker
containing the missing F8 sequence flanked by Ncol and Sspl restriction
sites the F8 5' end could have been ligated into the vector in the
correct reading frame for expression. Unfortunately, this scheme could
not be used because of the presence of an SspI restriction site within
the pKK233-2.vector. As a‘result, a more complicated approach had to be
employed.

The original strategy employed to insert the F8 clomne into
pKK233-2 in the correct reading frame for expression is outlined in
Figure 2,8.1, 1In this approach, both the vector and the insert had to
be modified, The vector had to be prepared in such a way as to generate
Ncol and PstI ends. These two sites, although present adjacent to each
other and in the correct order, could not be used directly. This was
due to their close proximity which prevented a double digestion from
being performed. In order to allow for a double digestion, the distance
between the two restriction sites was increased by inserting a "filler"
sequence into the Pstl site. For this purpose, the entire F8 cDNA clone
was used as it was conveniently flanked by PstI sites and it was thought
that this construct could itself be useful as a negative control in the
resulting expression studies with the F8 open reading frame construct.
Once the F8 cDNA was cloned into the pKK233-2 vector, a double digest
using Ncol and PstI would be feasible and the linearized vector
containing the Ncol and PstI ends could be isolated from the restriction

digest mixture,
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The F8 open reading frame would then be prepared as outlined in
Figure 2.8.1. The strategy took advantage of the presence of an Sspl
restriction site near the start of the F8 open reading frame. The
entire F8 cDNA insert contained in pBR322 was first digested with Sspl
resulting in two fragments approximately 0.9kbp and 4 kbp in size with
the larger fragment containing the desired portion of the F8 sequence.
The larger fragment was then isolated and a special set of adapters was
ligated to both ends. This fragment could then be digested with PstI to
generate an F8 open reading frame suitable for ligating directly into
the prepared pKK233-2 vector. The special adapter employed would not
only provide the neccessary Ncol site for ligation into the vector, but
would also regenerate the full open reading frame of the insert and
position it in the correct reading frame for expression. This strategy
was tried a number of times without success and it was felt that the
problems were the result of minimal yield due to the multiple steps and
frequent purifications required. A second strategy was therefore
devised (see Figure 2.8.2) in an attempt to decrease the number of
steps. In the first attempt with this new strategy the only
tranformants found to be positive when screened with the IL-18
oligonucleotide were in the incorrect orientation with respect to the F8
insert. In the second attempt, the transformants yielded unexplainable
restriction patterns upon digestion with the diagnostic enzymes.

As a result of the difficulties encountered with cloning the F8
open reading frame into pKK233-2 for expression in bacteria, a second
vector was chosen. This vector, pRIT2T, allows for an insert to be

fused to the IgG binding domains of protein A. The strategy employed
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for inserting the F8 open reading frame into pRIT2T is outlined in
Figure 2.8.3. On the first attempt with this new vector, despite the
fact that only four transformants were obtained, two of these appeared
to be in the correct orientation based on restriction analysis., These
two clones were sequenced using the F8 sequencing primer AB84 in order
to determine the sequence at the junction between the F8 open reading
frame and the vector, It was found that one of the clones (designated
PRIT2TF80RF) possessed the F8 insert in the correct reading frame for
expression. Expression studies were performed, as outlined in Materials
and Methods, on this transformant in addition to the parent plasmid
which was used as a control for a non-insert containing vector. Protein
lysates were obtained from induced or uninduced cultures of either
PRIT2T or pRIT2TF80RF and analyzed by SDS-PAGE electrophoresis. In an
initial experiment, an induced protein A band at approximately 30 kDa
was detected in 60 and 90 min induction periods for the parent plasmid
PRIT2T. This band was not detected in the uninduced lysate or the 30
min induction period for pRIT2T (see Figure 5.2.1, A). It was also not
detected in any of the induced or uninduced pRIT2TF80RF lysates. This
was encouraging as the presence of the F8 insert in the vector would
result in the expression of a larger protein species. Unfortunately,
the presence of a new larger species or an increase in the abundance of
a larger protein band was not detected.

In an attempt to ascertain whether a fusion protein was indeed
being expressed, several variables were changed: more sample was loaded
and cells were induced for longer periods of time (120 and 150 min).

When lysates were again analyzed by electrophoresis, the absence of the
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Fag. 5.2..1. Analysis of proteins produced by bacteria transformed with
PRIT2T containing the F8 open reading frame. (A) Protein lysates from
either uninduced (30°C) or induced (42°C) cultures of the parent plasmid
(lane 1) and two independent F8-containing clones (lanes 2 and 3) were
electrophoresed and stained for total protein as described in section
2.7. The induced protein A band from the parent vector (60 and 90 min
induction points, lane 1) is indicated by the arrow. M, values

of standard proteins electrophoresed in parallel are indicated to the
left and right. (B) Protein lysates from the parent vector (lane 1)
and an F8-containing clone (lane 2) were induced at 42°C for longer
periods of time. The induced protein A band from the parent vector is
indicated by the arrow. M, values of standard proteins
electrophoresed in parallel are indicated on the left.
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protein A species from the pRIT2TF80ORF construct was again evident,
however, no fusion protein could be detected (see Figure 5.2.1, B). A
Western blot was then performed on a duplicate of this gel and reacted
with antisera to the F8 synthetic peptide K3 followed by a protein A~
horseradish peroxidase (HRP) conjugate. Development of this Western
blot revealed the presence of a number of reactive protein species (see
Figure 5.2.2). The protein A band was clearly visible in the pRIT2T
lysates at approximately 30 kDa. The pRIT2TF80RF lysates contained a
large number of reactive bands. It should be noted that the protein
species detected in these lysates may not represent F8 specific proteins
for even though an F8 specific antisera was used as the primary
antibody, the fact that the expressed protein is fused to protein A
means that any IgG fraction would bind to it. As with the Coomassie
brilliant blue stained gels, the prevalent protein A band seen in the
parent vector lysates was not observed in the pRIT2TF80RF lysates. What
could not be seen in the former gels, however, was the presence of a
number of larger protein bands possibly corresponding to the F8-protein
A fusion protein. The presence of such a large number of bands in these
lysates was puzzling and was postulated to be the result of either
degradation, nonspecific binding of the protein A-HRP conjugate or
inefficient translation of the F8-protein A fusion protein resulting in
multiple pauses and stops by the translation machinery. The possibility
of degradation did not seem likely since it is usually characterized by
a smear rather than distinct bands as observed in Figure 5.2.2. The
possibility of nonspecificity was further investigated as follows: it

was thought that if the bands were due to nonspecific interactions of
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Bz 05 202 Western analysis of F8 bacterial expression studies using
the vector pRIT2T. Cultures of the parent plasmid (2) and an F8-
containing clone (1) were induced for varying lengths of time at 42°C.

" Protein lysates of these cultures were then electrophoresed, transferred
to nitrocellulose and reacted with K3 antiserum. M, values . of

standard proteins electrophoresed in parallel are indicated on the
right.
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the protein A-HRP conjugate, then incubation of the Western blot with
this conjugate without prior incubation with a primary antisera would
produce a similar pattern. However, without prior incubation with the
F8 antisera, no reactive species are detected., It also seemed unlikely
that the protein bands detected were nonspecific due to the fact that
they appeared to be inducible, being absent in the uninduced lysate
while in the induced cultures, their abundance seemed to be directly
related to the length of time of the induction period. This, however,
was only a qualitative observation since the amount of protein loaded
for each sample was not normalized. The presence of a large species at
approximately 67kDa (see Figure 5,2,.,2) was also postulated to be the
result of nonspecificity due to the fact that it was present in both
uninduced and induced lysates and appeared in both the parent vector and
the F8 construct. As with the multiple bands, however, this large
species was not detected when blots were incubated only with the protein
A-HRP conjugate., Although this large protein band present in all
samples and the multiple bands in the pRIT2TF80ORF lysates on Western
blots were concluded to not be the result of nonspecific binding of the
conjugate, an explanation as to their presence could not be resolved.
Another possibility was that the F8 antisera was nonspecific and
therefore reacting with bacterial proteins in the lysate. This did not
seem to be the case, however, since the primary antisera was reacted
with the blots in the presence of a control bacterial lysate (from cells
which do not contain plasmid),

Due to the problems with the above vector construct, attempts

were again nadre to inserxrt the F8 partial cDNA into pKK233-2, It was
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felt that if it were possible to achieve success, then the production of
F8 protein could not only be used to directly study its biological
activities, but could also be employed to affinity purify the F8
antisera in an attempt to eliminate the problems of specificity
previously encountered with the antisera. A new cloning scheme was
devised for inserting the F8 open reading frame into pKK233-2, however,
it was also unsuccessful in yielding transformants containingrthe
desired construct,

In an attempt to determine whether the F8 insert itself was the
cause of the problem, its ability to ligate to pGEM containing Ncol and
Pstl sites was tested. On the first attempt, 25% of the recombinants
contained the F8 insert, The ease with which the F8 fragment was
inserted into this other plasmid ruled out the possibility that the F8
fragment was the problem. The next probable cause of the problem was
then thought to be the pKK233-2 vector itself; perhaps it had suffered
a point mutation making it impossible to clone into. A second source of
the plasmid was obtained which was known to have worked in a previous
case (Tyers et al, 1988). Using F8 insert and pKK233-2 plasmid (both
individually used in successful cloning experiments), an attempt was
made to insert the F8 open reading frame into the vector using the
previous method outlined in Figure 2.8.1. A total of 108 transformants
were screened by colony hybridization with the IL-18 oligonucleotide
yielding 8 positives. DNA was isolated from these and tested for the
presence of an NcoI/PstI fragment of approximately 400 bp. All 8 clones
contained an insert, although the size was closer to 500 bp than 400 bp,

Protein lysates were prepared from cultures of these clones and analyzed
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by SDS-PAGE as outlined in Materials and Methods. None of the
transformants appeared to produce a recombinant protein, The junction
between the insert and the vector was then sequenced for each clomne to
determine whether the inserts were indeed in the correct reading frame.
Sequencing results showed that none of the inserts were in the correct
reading frame which explained the results of the SDS-PAGE analysis. The
absence of any F8 inserts in the correct reading frame within phe
pKK233-2 vector was postulated to be the result of selection pressure
against those transformants which contain the F8 insert in the proper
reading frame for expression. This could be possible if the
overexpression of the F8 protein is deleterious to the cells since there
is leaky expression from the pKK233-2 vector in the absence of the

inducer IPTG (Tyers et al, 1988), As a result of these findings, it was

concluded that the pKK233-2 vector was unsuitable for expression of the
F8 open reading frame and that a vector which enabled more strict
control of its promoter would be necessary to continue this part of the

project.

5.3 Mammalian Expression Studies

The F8 partial cDNA was transfected into COS-1 cells by Dr. R.C.
McKenzie in order to express the F8 coding region and assay for
biological activity (see methods and results in Appendix). Two
different assays (thymocyte co-stimulation, D10 stimulation) were used

for testing F8-transfected C0S-1 cells for IL-1-like activity,
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5.3.1 Thymocyte Co-stimulation Assay

The thymocyte co-stimulation assay has become a classical test
for IL-1-like activity. Unfortunately, a number of molecules other than
interleukin-1 will also result in stimulation of murine thymocytes
treated with sub-optimal concentrations of mitogen as in this assay.
These include, along with IL-1, interleukins 2, 4 and 6 as well as tumor
necrosis factor (TNF) and LPS itself (Uyttenhove et al, 1988; Ranges et
al, 1988). 1In related studies, IL-2, IL-4, IL-6 and TNF message was not
detected by Northern analysis of COLO 16 cells (R.C. McKenzie, personal
communication). These findings diminish the possibility that any
activity that might be observed in this assay could be due to one of
these other factors,

The F8 open reading frame was inserted into the mammalian
expression vector pXM (Yang et al, 1986) to test for biological
activity. Plasmid pXM without insert was used as a negative control,
while the human IL-18 cDNA in an Okayama and Berg expression vector
pcD1218 (Auron et al, 1984) was used as a positive control for IL-1
expression. Initially, difficulties were encountered in obtaining
consistent activity in the thymocyte co-stimulator assay from the crude
supernatant of transfected COS cells. This was deduced to be due to
interference by an IL-1 inhibitor (McKenzie et al, 1990b) present in the
fetal bovine serum of the media. This problem was later circumvented by
maintaining the transfected COS cells in 2% FBS/DMEM. An assay of crude
cell-conditioned media from a typical transfection experiment is shown
in Figure A.1 (data from R.C. McKenzie). The activity present in the

F8-transfected cells was routinely much less than the activity seen from
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the supernatants of COS cells transfected with the IL-18 vector pcD1218.
However, the activity was significant when compared to the pXM negative

control.

5.3.2 D10 Stimulation Assay

Another assay, employing the helper T cell line D10 G4.1, was
also used as an assay for IL-1 activity. This assay has an increased
specificity for IL-1 over that of the thymocyte assay as it does not
respond to either IL-6 or TNF. It does, however, share the
disadvantage of the thymocyte co-stimulation assay in that it also
responds to IL-2 and IL-4 (Gearing and Thorpe, 1989). As mentioned in
section 5.3.1, however, these species have not been detected in the
human keratinocyte cell line COLO 16, Therefore it was assumed that any
stimulatory activity observed in this assay was due to IL-1 or IL-1-like
factor(s). In Figure A.2 (data from R.C. McKenzie) it can be seen that
significant IL-1 activity, representing approximately 50% of that
obtained with pCD1218, was detected in the F8-transfected cell
supernatants.

The results of these mammalian expression studies coupled with
the earlier results obtained from the indirect expression studies in.
Xenopus oocytes indicate that the open reading frame in the partial FS
cDNA clone may encode at least one IL~-l-like activity, namely
thymocyte proliferation. Although these experiments can provide some
evidence for an IL-1-like activity being attributed to the F8 partial
cDNA, they do not rule out other possible explanations, It could be

that the bioactivity observed with this clone is due solely to the small
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region of sequence identity between IL-18 and the F8 c¢DNA at the 3' end.
If this were the case, however, this finding would still be significant
as it would provide new information on the specific sequences of the IL-
18 molecule which may be important for biological activity. Once enough
independent information is gleaned on the possible regions of the IL-18
sequence involved in biological function, it may be possible to dissect
the molecular nature of the diverse activities attributed to this
protein.

In an attempt to quantitate the contribution of F8 to the
overall ETAF activity in COLO 16 cells, antisera against F8, IL-la and
IL-1B were used in various combinations to neutralize thymocyte
proliferation activity. This work was performed by R.C. McKenzie and is
presented in Arsenault et al, 1992, These studies
demonstrated that the F8 peptide antiserum inhibited a small but
significant component of the total IL-1 activity present in COLO
supernatant., The amount of inhibition observed with the F8 antisera
varied from 10 to 30% but was significant when compared to the samples
treated with preimmune sera, the latter of which actually caused a
slight increase in the total biocactivity present in the COLO conditioned
media. The inhibition by IL-la and IL-18 was potentiated when K3
antiserum was added compared to similar samples treated with preimmune
sera. This suggests that the F8 protein does indeed contribute a small

portion of the IL-1 activity seen in COLO 16 cells.



6. CONCLUSIONS

As a result of this work, IL-1B homologous sequences present in
the human keratinocyte cell line COLO 16 can be attributed to at least
two sequences: what appears to be keratinocyte IL-18 (C22), and a
unique sequenée which has minimal homology to IL-18 (F8). A major part
of this thesis was involved in the cloning and sequencing of these two
species.

The cloning and sequencing of a partial c¢DNA clone for
keratinocyte IL-18 reveals that it is virtually identical to that of
monocyte-derived IL-1B (excluding the 262 nucleotides missing at the 5'
end of the partial cDNA clone). Since €22 is not a full length cDNA, it
is possible that keratinocyte IL-1B8 may differ from monocyte-derived IL-
18 at the 5' end. This seems unlikely, however, as only one copy of the
IL-1B sequence is reported to be present in the human genome (Clark et
al, 1986).

The isolation of a unique sequence from COLO 16 cells with only
a small portion of homology to monocyte-derived IL-18 and which appears
to possess IL-1-like activities, suggests that keratinocyte IL-~1
activity may be due to a combination of factors including IL-la, IL-1B
and now F8. The percentage of ETAF activity in COLO cells that can be
attributed to F8 is rather small and leads to the question of possible
biological significance. Although the thymocyte proliferation activity
of this unique species has been emphasized, it is possible that the

99
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major physiological role of F8 is something quite different and as of
yet to be determined.

The presence of two protein species which are immunoreactive
with antisera generated against a synthetic peptide based on the F8
sequence suggest that the F8 protein exists in an unprocessed and
processed form. The varying amounts of abundance of the proteins may
reflect sensitivity to the state of the cell. It also appears that the
ratio of these two proteins is different when comparing COLO 16 cells'to
normal human keratinocytes. It would be interesting to study such a
system in order to glean information on the mechanisms governing protein
procéssing.

Just recently, it has been discovered that the F8 sequence has
homology to the c¢cDNA for the bovine rod photoreceptor cyclic GMP-gated ion
channel (Kaupp et al, 1989). The reason that this homology was not
found prior to this was due to the fact this sequence was not present in
the databases used in the searches involving the F8 sequence. Although
the homology to this bovine ion channel is quite significant,
(approximately 75%), the transcript size reported for this molecule (3.2
kb) is much larger than that observed for F8,

This bovine ion channel sequence has regions which are rich in
lysine residues as does the F8 sequence. In addition, both sequences
contain the consensus sequence for the GTP-binding site kAsn—Lys—X-Asp,
where X represents any amino acid, Dever et al, 1987). 1In the case of
the F8 sequence, this putative binding site is flanked on both sides by
regions rich in charged amino acids which would theoretically position

this region on the outer surface of the protein. In light of these
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findings, it could be postulated that the activity in the biological
assays involving F8~transfected COS cells was somehow the result of an
ion channel function rather than a cytokine function. Perhaps
expression of the F8 clone in COS cells caused alterations in cell
membrane permeability resulting in stimulation of the COS cells to
produce a factor which subsequently gave rise to the activity seen in
the thymocyte co-stimulation and D10 assays. A possible link between an
ion channel and the F8 clone requires the elucidation of the full length

F8 cDNA sequence.
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NOTE ADDED IN PROOF

The human equivalent of the bovine ion channel has been recently
cloned and is reported to be identical to the F8 sequence except for two
nucleotide changes, one each in the coding and noncoding region of the
F8 sequence (personal communication from U.B. Kaﬁpp to R.C. McKenzie).
It is difficult to rationalize the presence of a sequence which is
transcribed in a human keratinocyte cell line which would also be a
functional component of the human eye. It has been suggested by Kaupp
that the initial library used to isolate the F8 sequence was
contaminated with genomic DNA. If this were the case, then it would
suggest that the F8 clone was not derived from an mRNA species. This
can be argued against, however, in light of the fact that a partial
genomic sequence has been isolated which has 100%Z homology to the F8
cDNA sequence, in which there is an abrupt end to the homology between
the cDNA sequence and the genomic sequence. This abrupt end in the
sequence homology coincides with a splice site consensus sequence. This.
provides strong evidence that the F8 cDNA was derived from an actual
spliced message and is not the result of a cloning artefact due to
genomic contamination. There are also some discrepancies between the
size of the transcript observed in the case of the human ion channel
(3.3 kb), and the 1.6 kb transcript observed in COLO 16 cells.

(personal communication from Kaupp to R.C. McKenzie) The genomic Southern
patterns of the two cDNAs are also completely different (personal
communication from Kaupp to R.C. McKenzie). 1In addition, the protein

species observed is much larger for the ion channel (M, 63 kDa) than
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either species observed with the K3 antisera in COLO cells. All of
these differences seem to rule out the possibility that F8 and the ion
channel sequence are the same molecule, They may be related in that
they are derived from the same gene but are the result of differential
splicing. It could be that these two cDNA species that were isolated by
myself and Kaupp were derived from two separate mRNAs as the result of
differential splicing events. The isolation of the entire F8 sequence
would prove whether or not this was the case. Unfortunately, the entire
F8 cDNA sequence was never isolated during the course of this work,
although numerous attempts were tried. This finding, however, does
raise some serious questions as to whether F8 is indeed a unique
keratinocyte cytokine. The results of R.C. McKenzie's mammalian
expression experiments demonstrate a shared biological function between
the F8 open reading frame and IL-1 as determined by the thymocyte and D10
stimulation assays. This does not prove that F8 is a member of the IL-1
family or even a cytokine., It does, however, show that this sequence is
worthy of further study in order to ascertain its possible biological

role in the keratinocyte,
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APPPENDIX
EXPRESSION OF THE F8 PARTIAL cDNA IN MAMMALIAN CELLS

These studies were undertaken concurrently with my work by Dr.
R.C. McKenzie. In brief, COS cells were transfected with 25 ug of
plasmid by the DEAE dextran method and assayed for transient expression
as described, (Rosenwasser et al, 1986) with the following
modifications: after 3 h incubation with transfection mix containing 50
ug/ml chloroquin, cells were subjected to a one minute shock for 3 days
prior to assay of the supernatant for IL-1 activity,

Conditioned supernatants from transfected COS cells were
fractionated by HPLC over a TSK-2000 gel filtration column connected to
a GilsoA HPLC system (Gilson, France). The column was eluted with 10 mM
Tris-HC1l pH 7.0, 150 mM NaCl at a flow rate of 1 ml/min., Fractions were
assayed immediately for IL-1 activity. The thymocyte co-stimulator
assay which uses the increased proliferation of mitogen-stimulated
murine thmocytes, and an assay using the antigen-specific murine T-
Helper cell line D10.G4.1 were performed as described (Sauder et al,
1982; Kaye et _al, 1983). The results of these experiments are shown in

Figures A.1 and A.2.
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Fig. A.1, IL-1 activity of supernatants from COS cells in the
thymocyte co-stimulator assay. COS cells were transfected with pcD1218
(A), pXMF8 (®) and pXM (4).
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APPENDIX B

SEQUENCES OF OLIGONUCLEOTIDES

gequence

5'-TCGCTTTTCCATCTTCTICTITEG-3"

5'-CRGCTCTGGATARGCAGC-3"

5'-ARACGACGRGCGT-3'
5'-GACRATGTCRAGAT-3'
5'-ACATTGGGCATGGT-3'
5'-GGTGCTCAGGTCATT-3'

5'-AGAGAGCTGACTGTC-3"

5'-GTAAAACGACGGCCAGT-3'
5'-CAGGRAACAGCTATGAC-3'

5'-CATGAAACTATCCRTGAAGRACART-3'
3'-TTTGATAGGTACTTCTTGTTA-5'

ends

728

7%4

3639 3627

224

386

99

705

777

237
373
85

809

reference
Bell et al, 1987

Lomedico et al, 1984

Arsenault et al, 1992
Arsenault et al, 1992
McKenzie et al, 1990

McKenzie et al, 1990
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