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Summary Interferon alpha (IFN-ot) represents an adjuvant therapy of proven effectiveness in increasing disease-free interval and survival in
subgroups of melanoma patients. Since high doses of cytokine are required, the treatment is often accompanied by toxic side effects.
Furthermore, naturally occurring insensitivity to IFN-o. may hamper its therapeutic efficacy. Clinical, molecular or immunological markers
enabling the selection of potential responders have not been identified so far. To explore the molecular basis of IFN-o. responsiveness, we
analysed the expression pattern of about 7000 genes in IFN-o. sensitive and resistant cell lines and we compared the transcription profiles of
cells cultured in the presence or absence of the cytokine using high-density oligonucleotide arrays. Melanoma cell lines were screened for
their sensitivity to proliferation inhibition and HLA class | induction upon IFN-o. treatment by standard 3H-thymidine incorporation and flow-
cytometry. The study of 4 sensitive and 2 resistant cell lines allowed the identification of 4 genes (RCC1, IFI16, hox2 and h19) preferentially
transcribed in sensitive cells and 2 (SHB and PKC-{) preferentially expressed in resistant cells. IFN-o stimulation resulted in the expression
of a panel of 19 known inducible genes in sensitive but not in resistant cells. Moreover a group of 30 novel IFN-a inducible genes was
identified. These data may provide a useful basis to develop diagnostic tools to select potential IFN-a. responders eligible for treatment, while
avoiding unnecessary toxicity to non-responders. Furthermore, by extending the knowledge of the polymorphic effects of IFN-o. on gene

expression, they offer novel clues to the study of its pleiotropic toxicity. © 2001 Cancer Research Campaign http://www.bjcancer.com
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IFN-o is widely used in the therapy of melanoma (Agarwala and
Kirkwood, 1997; Grob et al, 1998). Although in subgroups of
patients this treatment is of clear clinical efficacy, in others no
obvious beneficial effects are observed. No clinical, immuno-
logical or molecular features predicting treatment’s outcomes
have been identified so far (Kirkwood, 1998).

IFN-o. administration can be associated with severe toxicity,
including gastrointestinal disorders, hypo- or hypertension, tachy-
cardia, fatigue/asthenia or headache, limiting clinical applications
(Vial and Descotes, 1994; Kirkwood, 1998). This wide spectrum
of effects suggests pleiotropic functions of IFN-o, consistent with
an extended number of target genes.

Clearly, these side effects represent a major limitation to the
application of IFN-c. therapy, particularly in the light of its unpre-
dictable results.

A central element of modern pharmacogenomics is the identifi-
cation of surrogate markers for drug efficacy using multiparallel
approaches. The availability of tumour cell lines sensitive or resis-
tant to well defined effects of IFN-o provides tools to search
for genes whose expression is restricted to either cell type in the
absence of cytokine exposure possibly leading to the development
of diagnostic reagents such as antibodies or enzyme assays.
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In this work we have used high-density oligonucleotide arrays
(Lipshutz et al, 1999; Rogge et al, 2000) to analyse the expression
pattern of about 7000 genes in RNA samples from melanoma cell
lines sensitive or resistant to [FN-o induced inhibition of prolifer-
ation and HLA class I induction. Furthermore, by applying the
same technology, we have evaluated the gene expression profiles
induced by IFN-a in cells sensitive or resistant to these discrete
effects.

We report here on the identification of peculiar patterns of
genes, of potential diagnostic relevance, preferentially expressed
in either IFN-o-sensitive or -resistant melanoma cell lines. In
addition, we have characterized clusters of genes whose expres-
sion can be significantly modulated by IFN-o treatment of cells,
irrespective of their sensitivity to IFN-o induced inhibition of
proliferation and HLA class I upregulation.

MATERIALS AND METHODS
Cell lines and culture conditions

ME15, MES51, ME59 and ME67 cell lines were generated in our
laboratory upon culture of cell suspensions derived from surgi-
cally excised melanoma metastases (Liischer et al, 1994). A375
cell line was a gift from Dr Eberle (Basel, Switzerland) where
as D10 cell line was provided by Dr Rimoldi (Lausanne,
Switzerland). All cell lines were cultured in RPMI medium
supplemented with 10% FCS, glutamine (2 mM), sodium pyruvate
(1 mM), non-essential aminoacids, antibiotics and HEPES buffer
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(10 mM) (all from GIBCO Life Sciences, Paisley, UK). When
confluent, the cells were passaged by trypsinization.

Proliferation assays

Cell proliferation was evaluated upon culture of 5000 cells per
well in flat bottom 96 wells plates (Becton Dickinson Labware,
Franklin Lakes, NJ, USA) in the presence or absence of the indi-
cated concentrations of IFN-o2a (Hoffmann-LaRoche, Basel,
Switzerland) over a 5 day period. De novo DNA synthesis was
measured by 3H-thymidine incorporation following overnight
incubation in the presence of the tracer, according to standard
methods.

HLA class | expression

Surface expression of HLA class I was monitored by flow-
cytometry, using a FITC-labelled mAb specific for a monomor-
phic determinant of HLA-A-B-C heavy chain or control, isotype
matched reagents (Pharmingen, San Diego, CA, USA), in cells
cultured for 48 hours in the presence or absence of IFN-o.. Mean
fluorescence intensity (MFI) of stained cells was quantitatively
analysed.

Detection of IFN-o receptor mRNA by RT-PCR

Double stranded cDNA used for the microarray experiments (lines
ME15, A375, MES1, MES9, ME67 and D10, see below) was used
as template for the amplification of a 370 base pair fragment of the
IFNAR2 receptor (Genbank: 142243) (Lutfalla et al, 1995).
Amplification was carried out using a commercial kit (Roche
Molecular Biochemicals; Cat-Nr.1 939 823) and the oligonucleo-
tides 5-TCA TAA GGA TGA GGC TGT GAG GAG-3" (NT
10-34) and 5’-TGT CCA GTG TCT TGG GTA ATG CAC-3" (NT
380-366) following the manufacturers’ instructions. Samples
from 25 cycles PCR were subjected to agarose electrophoresis and
photographed under UV transillumination.

Oligonucleotide array analysis

Cultured melanoma cells were harvested by scraping and total
cellular RNA was extracted (Mahadevappa and Warrington, 1999;
Rogge et al, 2000). 10 ug from each sample were reverse
transcribed, labelled and processed by using a commercial kit
(Affymetrix, Santa Clara, CA) according to the supplier’s instruc-
tions (Fambrough et al, 1999). Upon alkaline heat fragmentation,
c¢DNA were hybridized to the arrays following standard proce-
dures as supplied with the microchips (Affymetrix, Santa Clara,
CA). Raw data were collected with a confocal laser scanner
(Hewlett Packard, Palo Alto, CA) and pixel levels were analysed
using a commercial software (GeneChip v3.1, Affymetrix, Santa
Clara, CA). Expression levels for each gene were calculated as
normalized average difference (nAD) of fluorescence intensity
as compared to hybridization to mismatched oligonucleotides,
expressed in arbitrary units. Figure 1 shows examples of genes
scoring positive or negative in different cell lines as detectable
on the chip unit. On average, >25% of the genes under investiga-
tion were positive in the cell lines tested.

A threshold of 20 nAD units was assigned to any gene with a
calculated expression level lower than 20, since mRNA levels in
this low range could not be reliably assessed. Array to array
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Figure 1 Detection of gene expression by high density oligonucleotide
arrays. ME15 and D10 cells were cultured for 48 hours in the presence of
IFN-o. (100 U miI-"). RNA was then extracted, reverse transcribed and
hybridized to high-density oligonucleotide arrays as described in the text.
Positive gene expression is detectable as fluorescent signal upon cDNA
hybridization on series of overlapping oligonucleotides aligned in adjacent
areas. The figure reports the detection of the expression of genes encoding
15/17 kDa (upper panels) and 6—16 jun (lower panels) in ME15 but not in
D10 cells (white frames). In contrast, house-keeping genes encoding
ribosomal protein L39 (upper panels, Genbank no. D79205) and lactate
dehydrogenase (lower panels, Genbank no. X02152) appear to be expressed
in both samples (black frames)

variations did not exceed 2% based on the hybridization of one
sample to 5 arrays from the same batch in a pilot study (Certa and
Neeb unpublished). In specific experiments (see below), change
factors (CF) of fluorescence levels, expressed as nAD units,
related to IFN-o exposure were also calculated. In order to
exclude artifacts, only genes with robust change factors, greater
than 3-fold, were included in the analysis. By applying these
criteria, about 50-70 genes were found to be modulated depending
on the cell lines under investigation. Genes were clustered according
to their mode of regulation (up = upregulated; dn = downregulated;

~=unmodulated).

Table 1 Effects of IFN-o on established melanoma cell lines

Cell line  Proliferation inhibition (IC,)) HLA class | induction®
A375 + (100 U ml-) (442 vs. 305)

D10 - (184 vs. 196)
ME15 + (100 U mI") (521 vs. 257)

ME51 + (10 U mI") (980 vs. 135)
MES59 + (10 U mI") (559 vs. 380)
ME67 - (175 vs. 203)

aMelanoma cell lines were cultured in the presence of IFN-a concentrations
ranging between 1 and 1000 U ml-". 3H-thymidine incorporation was
measured daily over a 5 day culture period following an 18 hour pulsing time.
IC,, is the IFN-o concentration inducing at least a 50% inhibition of the
maximal proliferative activity detectable in individual experiments.
®Melanoma cells were stained with HLA class | specific monomorphic mAbs
following a 2 day culture in the presence (left digits) or absence (right digits)
of IFN-o (100 U mI') and tested by flow-cytometry. Data are expressed as
mean fluorescence intensity of labelled cells.
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Figure 2 IFN-o induced inhibition of proliferation and HLA class |

upregulation in melanoma cell lines. ME15 (panels A and B) and D10
(panels C and D) melanoma cell lines were cultured in the presence (empty
histograms) or in the absence (shaded histograms) of IFN-o. (100 U m-") for
48 hours. Cells were then stained with a mAb recognizing a monomorphic
HLA-A-B-C determinant (panels B and D) or an isotype matched control
reagent (panels A and C). The proliferative capacity of the 2 cell lines (ME15,
panel E and D10, panel F) was also studied by 3H-thymidine incorporation
over a 5 days culture period in the absence of IFN-o or in the presence of
the indicated concentrations of the cytokine. Data are reported as cpm.
Standard deviations, never exceeding 10% of the reported values were
omitted

RESULTS

Identification of IFN-a sensitive and insensitive
melanoma cell lines

A number of established melanoma cell lines were assayed for
their sensitivity to IFN-a by testing the capacity of this cytokine to
inhibit their proliferation and to increase their surface expression
of HLA class I determinants. 2 cell lines (D10 and ME67) were
found to be insensitive to the antiproliferative effects of IFN-cu.
Proliferation of ME 51 and ME59 could be at least 50% inhibited by
IFN-o¢  concentrations as low as 10Uml', whereas A375
and MEI1S5 required a 10 times higher dose for the elicitations of
similar effects (Table 1). The upregulation of HLA class I expression
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Figure 3 Panel A: Expression of genes encoding tumour-associated
antigens in melanoma cell lines. ME15, A375, ME51, ME59, ME67 and D10
cell lines were cultured for 48 hours in the presence (+) or absence (—) of 100
U ml~" IFN-o.. The expression patterns of genes encoding tyrosinase,
tyrosinase related protein-2, pmel-17 and mart-1 HLA restricted, tumour-
associated antigens are reported. Grey bars refer to IFN-o sensitive cell lines
and black bars refer to IFN-a. resistant lines (see Table 1). Data are
presented as normalized average difference (nAD) of fluorescence intensity
between matched and mismatched oligonucleotide probe sets, expressed in
arbitrary units. Panel B: Detection of IFN-o. receptor gene transcripts in
sensitive and resistant lines by 25 cycles RT-PCR. For any other detail see
‘Materials and methods’

by IFN-o. closely matched its antiproliferative effects and in no case
a dissociation of the 2 activities could be observed (Table 1). Figure 2
reports representative results related to D10 and ME1S5 cell lines.

Experimental set up and detection of genes encoding
tumour-associated antigens in melanoma cell lines

Total cellular RNA was extracted from the sensitive and resis-
tant melanoma cell lines characterized above, reverse tran-
scribed and processed for hybridization to an oligonucleotide
array (Hu6800FL, PN 900183, Affymetrix, Santa Clara, CA)
containing probe sets from full length human genes.

British Journal of Cancer (2001) 85(1), 107-114



110 U Certa et al

's||@0 G L3N Ul pereinBaiumop sausb 0} sisjel 9 Jeisnio

pue 0|Q ul pare|nbaiumop sauab sepnoul G Jaisn|D "s||89 GLJIA Ul pareinbaidn pue g1 g ul paleinbaiumop sauab o} siayal  J8lsn|D "aul| JUelsIsal 0L 8y} ul pareinbaidn Ajuo seuab sesudwod g Jaisn|o pue saul|l Yyioq
ul pajejnbaidn ‘uixeidwe sepnjoul g J81sn|) aull G L3N SAINSUSS 0-N | 8y} ul payeinbaidn Ajuo sauab surejuod | Jaisn|) ‘sauab Jo sisisn|o 9 paplalA sisAjeue siyl -(pajeinpowun =~ :pajeinbaiumop = up ‘pajenbaidn
= dn) uone|nbai Jo apow J18y} 0} Buipiodde palsisn|o aiem Asy) pue sisA[eue ay} Ul papnjoul a1am ploj-¢ uey) Jajealb (40 = Jojoe} abueyd) suonejnpow Buike|dsip sausx) ‘passasse A|gel|al aq jou p|nod abues moj

SIY} Ul S|AS] YNHW 22UIs ‘0g UBY) Jamo| [9A8] uoissaidxa paye|nojed e yum auab Aue o} paubisse sem sjun Qyu 0g JO Ploysaiy} v ‘sHun Atesjique ul passaidxe ‘saploajonuobijo paydyewsiw o} uoezipugAy o}
pasedw o9 se AJsusjul 9ous9saion|y Jo (Qyu) souslayip abeisne pazijewlou Se pajended alom auab yoes 1o} S|oAd| uoissaldx3 (8661 ‘[e 12 18Q) S|[90 BwWOIBSO0Iql) Ul PAUIE}qO BIep YIM paydjew se uoissaidxs auab
paye|npow aupjofo Aesse 0} pasn atom (Ajoaoadsal ‘N4|+G LI pue N4+ 01ad) ©0-N4I -|w N 00} o @ouasald ayy ut 1o (AjpAioadsal ‘gL pue QL) ouUasde ay} Ul SINoy 8 0} painynd saul| |90 GLII\ Pue 0La

up ~ Se'e— 0 02 19 0z 0e (2-411) g-101084 A1ore|NbBl UoIBIBIUI 676G 1X
up ~ 88— 0 o] 9SG/ 0z 0z urejoud Jojeipaw 8OUBISISaI JB|N||80 Paonpul-UoIapalU 8180EN
9 Jaisn|o

~ up GG 8 /- g8 el°] 0z 951 L0z @dA} eyde uosepsul s1hooydwA| 00610
~ up Slg- S00k— 0z 14 0z 102 L-jwd 29Y6LIN
~ up o [ 0e 1% 02 29 (101de0ai uoispalul) BUBH gieuy £veer
~ up 9v'e— G6'G— €Ll Gey 09 16¢ g aseupy abesul| pexiw 9¥806X
~ up 96° Styl— 96 (514 0z 682 ‘6-6u €162SN
~ up 282 €G- (14 8el 0z 901 (eydre-uy)) uosepalul 81400%N3) zleoor
G J81sn|y

dn up Sy 696 16 02 Ge 66€ Jeuodsuel) eyenedse/erewein|d ¥28Lon
dn up 8yl 9¢- 962 02 26 Lee €-J0s| 10j0e} UonduOSURL SE6.6IN
dn up S8 kL SL'g- 182 02 0z €01 e/ Jojoey Aoje|nBe. uosepelul 0€8£3N
dn up L'Se €9V~ 205 02 12 sel (gedyl) uiejold Jaddiz suions| paonpul-uoiapaiul 288e.LNn
dn up [er 4 2S5 g8 02 0z 0L (71 duy) Joyoeuelul Joydeoal plosAyy /88011
 1818N|D

~ dn 692 o 414 891 v8y 99 (1 dwey) |-ure30idodA|b suelquBW [EWOSOSA| z8Lyor
~ dn ¥0'2— GL'9 1S 01 o1 02 ISsp SISLPN
~ dn §8'2 8e'e .G 02 44! 44 (0g-d1) ureyoud s|gronpul-uoispBiul-BLIWED 606€0r
~ dn 0 SL'S 0z 0z SLL 0z (1eg1|02) uebejjod 1x 8dAy |-eydie 2v92Z6IN
€ Jaysn|o

dn dn S0°L GLe R4 0z €9 0z (Lsws) uixedwe £YE86IN
zJasn|p

dn ~ 2r'9 161 626 24! 192 125 aje|le |Inu g-ejy ¥286¥a
dn ~ €5°G Ll €18 Lyl (443 €5¢ o ‘I ssejo ‘xa|dwod Ayjiqredwodossty Jofew L1629H
dn ~ 19 LeL 2€6 202 (ka7 Kele] (Lo08,e-EIY) | SsEID OyW 088761\
dn ~ 98'G 9zt esvl 812 L0l 8991 auab ulingo|Bololw g-e1eq soLoor
dn ~ £ve G682 98y 0z 0z PA°] (o1 9°1) eseleyuhs vys-g ¥2820X
dn ~ 8e2l 60°L 162 ¥ 9892 6912 Anwrey ausb e|qionpul-uosapisiul woij susb pg-| 1GELGX
dn ~ S6'7S z €9¢€2 o34 ¥e 02 (91-9) spndad s|qionpul-uoiepsiul ‘eusb unl-g| 0/622N
dn ~ (s 9.2 eyl € €8 622 urejoid xoi LOY96X
dn ~ 68t 8e'l 692 GG 66 L€L aselgjsaipoydsoyd-swndg aproajonu oljoko-g ‘g 0596 1IN
dn ~ 6801 8e'2 S0e 82 88 18 ‘2-1sq /€182a
dn ~ 8'se SS°L 9L 02 e 0z urejold BpY-G L/ep3-L | Poonpul-uoiapalul SSZELN
dn ~ 5801 9 2691 951 SG¥ €81l 9] sse ‘xa|dwod Ayjigredwodoysiy Jofew 8G9DH
dn ~ G502 0 oLy 0z 0z 0z led G2EL9X
dn ~ el o 1L 02 oF 901 (1d) eseuny uieloid yuspuadap-eul 8|qIONPUI-UOISLBIUI 8%905N
dn ~ €€l 0 9902 0z 0z 0z des-/g ulejoid s|qonpul-uciepeiul ¥9L¥0r
dn ~ 8'9 o 9el 02 e €6 € J0joe} Aloyenbas uosepsiul 182957
dn ~ s8'Y 262 16 0z 6t eyl eupd yHuu 225.8X
dn ~ 9'9 SLe zel 02 g8 14 uebnue oyloads erejsoid 0€L0X
dn ~ 8'G 882~ 9Ll 0z 16 292 G Jojoey Aojeinfe. uosepeul /2SN
| 19}sN|D

SLAN oLa
Ja18n|9 SL3N 40 0Lado NAI+S 1A SLaN NdI+0La oLa

seuab pajeinpow 0-N4| g d|qeL

© 2001 Cancer Research Campaign

British Journal of Cancer (2001) 85(1), 107-114



IFN-a responsiveness in melanoma cells 111

"S||90 Jue)SISal

ul a|qionpul Ajbuljrenald sauab sesdwod g Jaisn|) aul| ||99 JUEBlSISaI 0L Ul JOU Ing SAINSUSS G| Ul 9|qionpul sauab sapnjoul | Jaisn|) “(payenpowun = ~ {pajeinBaiumop = up ‘pajenbaidn = dn) uonenbai jo
apow J1ay} 0} Buipioooe paleisn|o aiam Ay} pue sisAjeue ay) ul papn|joul a1am p|oj-g¢ uey) Jayealb (40 = Jojoe} abueyo) suonenpow Buikeldsip sauar) ‘passasse A|geljal aq jou pinod abuel Mo| SIY} Ul S|oAd] YNHW
90UIS ‘0g UeY} JoMO]| [9A8] Uojssaidxa paje|nojes e yim auab Aue o) paubisse sem spun Qyu 0g JO ploysalyl v "shun Arelyigle ul passaidxa ‘seplioajonuobijo payojewsiw o} uolezipligAy o) pasedwod se Aysuajul
90Ud9saIoN|} Jo (Qyu) eoualaylp abelane paziewiou Se pajendjed alam auab yoes Joj sjeAs| uoissaidxd (8661 ‘e 10 JoQ) S||90 Bw021es0lidl Ul paye|npow ag 0} punoy Jou sem uolssaidxa asoym sauab paonpul
auI01A0 [aAou Apuapl 0} pasn alem (Ajaaoadsal ‘N4I+G LI Pue N41+01d) ©-N4| -IW N 001 Jo 8ouasaid ayy ul Jo (Ajoanoadsal ‘GL3\ pue 01 q) @ouUasge 8y} Ul SINOY g 10} pain}nd saul| [|89 GLIW Pue 01d

~ dn 152 8v'e 122 98 00% GLE SSEPIWEISD PIO. UBWINY €9002N
~ dn VA4 S8 /L 122 26 15¢€ 02 (250y) Hungns 000 95 Jw esedie-+y JejojnoeA 6¥2S€e

z Jasnn
dn ~ 20e ve'2— 106 00€ 990} 86v%¢ (Lwoad) | uteioid xiyew Jejnjjeoesixe 2€659N
dn ~ 60°€ 9e'1— ¥9v 051 Log (0]87 Bojowoy eseyjufs erejoejojeoe £9219N
dn ~ 8L'e SL'L ove 201 ford 02 (3-&19) ulejoud Buipuiq Jedueyue €|Lo 81081N
dn ~ 9ze - 6G€ oLL 8L €2 183 ¥1605Q
dn N 62°¢ L= Syl 62y 1/2 Ly aseyjuis suipiwiads 8EEVEN
dn ~ ve'e v - 8724 zel €92 118 (oywu) ureyo Anesy uisoAw spsnwuou SLOLEN
dn ~ e 60°L ¥0€ 68 Va4 26¢ Josinoaud e plojAwe #9200A
dn ~ er'e LO"k— 1.8 oLL 129 0€9 auouinbign-eseusboipAysp ypeu [eupuoyoopw 6.559N
dn ~ 8y'e 0 cLe L01 022 0ze uljosjeb ewse|d 8744004
dn ~ 65°€ 9L L= ovplL LY S0S 889 SyosewORW ZL919H
dn ~ 88'¢ AN 285 05t ave 88¢ ureloid egziyy sezled
dn ~ 6¢ L= zle 08 9e2 LO¥ (ysoxud) ausb y-»08 erensqns o eseupy uigjold £2€08N
dn ~ 26'e 6¢ 20¢e L. 651 4 (2dqy) g uwisoad Buipuiq esny 9z169N
dn ~ €6'¢ 65 1— Gel /81 o1 ¥29 €11J| 8Uojd |gb/ | dwosowoiyd 60081N
dn ~ 90'Y LE = gle 1L L0l zel /1Adw 8£59/X
dn ~ 90t 1= 6GY el 29l 8€e (ovdy) Joyoe} A1oyenBas epiosjonu sujuen 9ozzLN
dn ~ 9Ly 952 98zl 60€ 8922 988 aushb | -0 BwoIy20IAD Ybyor
dn ~ Se'y 0 19¢ €8 0z 02 (9-epw) peje|oosse UonenuBIBYIP BLIOURIBW 6.560N
dn ~ 18V JANES 9zle /8% 2sse 8662 upnajoinau G1SE0M
dn ~ ¥S'Y A 9102 444 2602 eleler urejoud Buipuig g-oew oLzelL
dn ~ 29Y L= 1€¢ €L 181 8ee aselgjsuelAyiow-o [oyoeyed sush 16v92Z
dn ~ 6L Sy'L— 26 €61 SoP 2.9 q esejfioydsoyd uahooA|6 ureiq [ele} S20LvN
dn ~ 10'S 69'L 90/ 88 8z¥ €52 asejoJpAy Jeiseoly) Boo-|Aoe gLeLen
dn ~ 79 152 Gl€ 85 €52 €9 jueeA e uigloid Bulpuiq eup G2E56X
dn ~ 900t S0'L zle Le 1z 0z auab Ajres-areipaww 9|gIONPUI-UOKEIPEI= | -X3] 71618S
dn ~ 68701 8e'2 S0€ 82 88 A 2159 /e182d
dn ~ €€°02 261 Yra4 12 19/ 8GY1 asejoyiuhs eul-jAuere 050zed
dn ~ 5022 102 L 0z 122 812 uojisda | eseuly uleSEd €v0L€7

| 421sN|Q

Jsny SLAN 40 oLa 4o NAI+SLEN SLaN NdI+0La oLa

seuab a|qionpul O-NH| [9AON € dlqeL

British Journal of Cancer (2001) 85(1), 107-114

© 2001 Cancer Research Campaign



112 U Certa et al

A

Gene: IFI16 (S75415) Gene 19 (M32053)
ME15 ME15
A375 = ‘8 A375 EF
MES9 [ 3 ME59
ME51 = = MES5]
D10 8 D1or
ME67 : ‘ . Vi=rd

2 0 1 2 3 4 5 01 2 3 4 5

-

E’ Gene: hox2 (X16665) Gene: RCC1 (D00591)
ME15 | o ME15 ]
A375 | & A375 ‘

D10r 2 'Dio
V]=y4 IE— A° MEeTfE e o ]
0 1 2 3 4 5 01 2 3 4 5
Average Difference (X100) Average Difference (X100)
B
Gene: SHB (X75342) Gene: PKC-( (Z15108)
ME15 — ]

2"572 o572 |

SMES59 SMEB9

%M[E)% = ME51 |

o 2 D10
V=4 — ©wmEe7 ——

0 1 2 3 4 5 0 1 2 3 4 5

Average Difference (X100)
] =IFN-o. responsive line

Average Difference (X100)

M =IFN-o non-responsive line

Figure 4 Genes preferentially expressed in IFN-o sensitive (panel A) or
resistant (panel B) melanoma cell lines. Oligonucleotide array expression
data were collected from untreated cells. Data from the sensitive (ME15,
A375, ME59, ME51, grey bars) or resistant lines (D10, ME67, black bars)
were combined to identify genes preferentially expressed in either group.
Data are presented as normalized average difference (nAD) of fluorescence
intensity between matched and mismatched oligonucleotide probe sets,
expressed in arbitrary units

We first analysed data sets for genes encoding MART-1/Melan-
A, pmel-17 (gp100), TRP-2 and tyrosinase tumour-associated anti-
gens (TAA). In agreement with concomitantly performed
conventional and quantitative real time PCR assays (data not
shown), the 4 genes were found to be expressed in ME15 and D10
cell lines whereas virtually no expression was detectable in A375,
MES1, MES9 and MEG67 cell lines (Figure 3A). These results were
consistent with our previously published data, showing that D10,
HLA-A2.1-positive, melanoma cells were effectively killed by
HLA-A2. 1-restricted CTL lines recognizing epitopes derived
from MART-1/Melan-A, pmel-17/gp 100, tyrosinase or TRP-2
proteins (Spagnoli et al, 1995; Noppen et al, 2000). In contrast,
MES9 HLA-A2.1 positive cells, that did not express the genes
under investigation failed to be killed by the specific CTL
(Spagnoli et al, 1995). Remarkably, [FN-o treatment did not appear
to influence the expression of the genes encoding these
TAA.

Thus, the application of the microarray technology to the
cellular system under investigation was validated by results
obtained at functional and gene expression level.

Transcripts from the IFN-a receptor gene (IFNAR2) were
detected at low levels (nAD < 60; see also Table 2, gene cluster 5)
upon microarray hybridization of the cDNA from the cell lines
under investigation. To confirm and reinforce these data, however,
we evaluated IFN-o receptor gene expression by using a more
sensitive RT-PCR assay (Figure 3B). Although to different extents,
unrelated to the level of responsiveness to the cytokine, specific
transcripts could indeed be amplified from all lines.
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Detection of potential marker genes for IFN-o
responsiveness

The availability of large mRNA expression data sets from 6 human
melanoma cell lines well characterized for their responsiveness to
IFN-o raised the possibility of identifying genes preferentially
expressed in sensitive or resistant lines in the absence of cytokine
treatment. Microarray data of all genes from the responder (ME15,
MES1, ME59 and A375) and non-responder (D10, MEG67) cells
were combined and screened for genes preferentially expressed in
either group.

This analysis resulted in the identification of a group of 4 genes
prevailingly detectable in IFN-ou sensitive cell lines (Figure 4,
panel A). 2 of them, IFI16 and RCC1 encode nuclear proteins
endowed with mitotic regulation and transcriptional activation
capacities, respectively (Bischoff and Ponstingl, 1991; Trapani
et al, 1994). A third is the hox2 homeobox gene (Acampora et al,
1989), whereas the fourth, h19 gene, encodes an untranslated
RNA, involved in the DNA methylation and genetic imprinting
processes (Brannan et al, 1990). Notably, however, RCC1 gene
was not expressed in one IFN-a sensitive cell line (ME5S1).

On the other hand, 2 genes encoding likely components of
signal transduction pathways, SHB and PKC-{ (Barbee et al,
1993; Welsh et al, 1994) appeared to be preferentially expressed in
IFN-o resistant D10 and ME67 cell lines (Figure 4, panel B).

Induction of gene expression by IFN-a in sensitive and
resistant cell lines

We then investigated the pattern of genes expressed in [FN-o.-sensi-
tive and -insensitive melanoma cell lines upon culture in the pres-
ence of the cytokine. Since inhibitory effects on cell proliferation
were first detectable after 72 hour cultures (see Figure 1) we chose
to investigate gene expression in cells cultured for 48 hours in the
presence or absence of the cytokine. ME15 and D10 cell lines were
studied in detail. Our analysis focused on genes which were at least
3-fold up- or down-regulated as compared to untreated cells and
displayed nAD values of at least 50 in 1 of the 4 experiments.

Table 2 reports data from 6 clusters of known IFN-oe modulated
genes, previously found to be regulated by cytokine treatment in
one human fibrosarcoma cell line (Der et al, 1998). Indeed we
found that the expression of a number of them can also be modu-
lated by IFN-o in apparently resistant cells. Cluster 1 includes
genes only inducible in the sensitive ME1S5 cell line. As expected
the expression of these genes was not significantly affected by the
treatment in D10, IFN-o.-resistant, cells. This set of genes includes
HLA class I genes, 2-5A synthetase, TAP-1, genes encoding a
number of interferon-inducible proteins, but also p27 cyclin-
dependent kinase inhibitor and ROX protein (Rasmussen et al,
1993; Nigro et al, 1998). A single gene, encoding amplaxin or
ems-1, and derived from a locus, 11q13, frequently amplified in
tumour cells (Shuurig, 1995) appears to be induced by IFN-o. in
both lines (cluster 2).

Cluster 3 genes, including ip-30, a known IFN-y inducible gene,
and dss 1 were induced in D10-resistant cell line but their expres-
sion was not significantly modified in MEIS sensitive cells.
Cluster 4 includes additional genes inducible by IFN-o in ME15
which are, in contrast to cluster 1, downregulated in IFN-o. resis-
tant D10 cells. Remarkably, the transcription factor ISGF-3, of
relevance for IFN-o signalling belongs to this cluster that includes
other IFN-related genes. Cluster 5 comprises genes downregulated
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by IFN-o treatment in resistant D10 cells, but virtually unaffected
in sensitive ME15 cells. Interestingly, this cluster comprises the
gene encoding IFN-a receptor. Cluster 6 includes 2 genes (irf-2
and interferon-induced cellular resistance mediator) whose expres-
sion, basically undetectable in D10 resistant cell line, is downmod-
ulated in ME15 IFN-o sensitive cells. Notably, the IRF-2 gene
product is known to bind to the promoter region of IFN type I-
inducible genes and to prevent transcription (Itoh et al, 1989).
Downregulation could thus promote the activation of IFN
inducible genes.

Detection of novel IFN-a inducible genes

Table 3 includes genes not previously described as IFN-o
inducible, whose expression was found to be upregulated upon
melanoma cells treatment. Cluster 1 comprises genes only induced
in sensitive cells, whereas cluster 2 refers to genes upregulated
upon IFN-o treatment of apparently insensitive melanoma cells.
Some of these genes obviously belong to melanocytic (melanoma
differentiation antigen, mda-6) or neuroectodermic (e.g.,
neuroleukin or catechol o-methyltransferase; Gurney et al, 1986;
Tenhunen et al, 1994) cell lineages, while other clearly inducible
genes such as those encoding, for instance, plasma gelsolin or
spermidine synthase escape an evident, similar, tissue-specific
classification.

DISCUSSION

IFN-o treatment is currently the only adjuvant therapy of proven
effectiveness in increasing disease-free interval and overall
survival in malignant melanoma, following potentially curative
surgery (Kirkwood, 1998). However, the administration of rela-
tively high doses of cytokine appears to be required (Agarwala and
Kirkwood, 1996; Grob et al, 1998; Keilholz and Eggermont,
2000), frequently resulting in severe toxic side effects, ranging
between flu-like symptoms, severe neuro-hepato-toxicity and
myelosuppression (Vial and Descotes, 1994). Clinical, immuno-
logical or molecular features enabling a targeted selection of
patients likely to take advantage of this therapy have not been
identified so far (Kirkwood, 1998). Only recently, baseline white
blood cell count has been suggested as a possible prognostic factor
of potential clinical relevance (de La Salmoniére et al, 2000).
Clearly, the development of criteria predicting the potential effec-
tiveness of IFN-a therapy would be of high clinical relevance
since it would spare unnecessary toxicity to non-responders and it
would contribute to the identification of responders’ subgroups.

In this work we addressed the genetic profile of melanoma cell
lines classified according to their sensitivity or insensitivity to crit-
ical direct effects of IFN-o., namely the inhibition of proliferation
and the upregulation of HLA class I expression.

Oligonucleotide microarray technology allows us to investigate
the expression of large panels of genes and appears to be ideally
suited to the analysis of relatively simple cellular systems (Marton
et al, 1998; Iyer et al, 1999). In our hands its sensitivity was
confirmed by preliminary studies yielding results related to the
expression of melanoma-associated antigens consistent with those
obtained from functional assays or conventional PCR experi-
ments.

Resistance to the antiproliferative and HLA class I-inducing
effects of IFN-o. does not appear to be related to major differences
in the expression of genes encoding key players of the specific
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signal transduction chain. STAT genes included in the array (2, 4,
S5a and 5b) were found to be expressed at relatively low levels
(nAD < 50) in all cell lines, irrespective of IFN-o responsiveness.
These results are in agreement with data obtained by using
different technologies, suggesting the presence of relatively func-
tional signal transduction in IFN-o insensitive cells (Ralph et al,
1995; Wong et al, 1997). Interestingly, similar results were also
obtained by testing some of the cell lines under investigation in the
current work by conventional gene and protein expression tech-
niques (Pansky et al, 2000).

A pattern of genes preferentially expressed according to typical
profiles in sensitive and resistant cells clearly emerges. Genes
involved in the regulation of cell proliferation, such as IFI116, h19
and RCC1, but also hox2 (Acampora et al, 1989; Brannan et al,
1990; Bischoff and Ponstingl 1991; Trapani et al, 1994), were
found to be preferentially expressed in sensitive cell lines.
Intriguingly, genes encoding SHB and PKC-{ proteins, known
components of defined signal transduction pathways (Barbee et al,
1993; Welsh et al, 1994), appear to be preferentially expressed
in IFN-a resistant cells (Figure 4, panels A and B). These puzzling
data suggest that IFN-o resistance could result from a series
of active events as opposed to a merely defective activation.

IFN-o. stimulation of sensitive melanoma cells resulted in the
detectable upregulation of a number of known inducible genes
(Table 2, cluster 1). For instance 6-16 and 27-sep genes, both
more than 20-fold upregulated in human fibrosarcoma cells (Der
et al, 1998) were found to be induced in ME 15 melanoma 54-and
102-fold respectively, while neither was detectable in the IFN-o
resistant line D10. Another classical interferon inducible gene,
2’-5" oligosynthase, was upregulated in ME15 but not in D10
cells. These confirmatory results further validate the integrity of
the microarray analysis in this specific experimental framework.
Remarkably, the 27-sep gene product, the IFN inducible Leu-13
antigen, is implicated in growth control in several cell lines
(Deblandre et al, 1995). On the other hand the genes encoding
IFN-induced cellular resistance mediator protein (Aebi et al, 1989)
and IFN regulatory factor-2 (Schuurig, 1995) were clearly down-
regulated in the sensitive ME15 cell line (Table 2, cluster 6).

Most interestingly, in cells apparently insensitive to the inhibi-
tion of proliferation and to the HLA class I induction determined
by IFN-a, a significant modulation of the expression of discrete
sets of genes could nevertheless be observed upon cytokine treat-
ment. The downregulation of a set of known interferon-related
genes, including those encoding the cytokine and its specific
receptor was matched by the upregulation of ip-30 and dss1 genes
(Luster et al, 1988; Crackower et al, 1996) (Table 2, cluster 3).
Clearly, these results are compatible with the hypothesis of
‘partial” effects of IFN-a, upstream of inhibition of proliferation
and HLA class I induction. Importantly, these effects, on cells
conventionally classified as resistant, might also offer novel
insights into IFN-a related toxicity.

A further important result is represented by the identification of
a group of 30 genes whose expression appears to be upregulated
by IFN-o treatment in melanoma cells (Table 3), but was not
reported in cells of different histological origin (Der et al, 1989).
Some of these genes are typically transcribed in neuroectodermic
tissues. It is tempting to speculate that their products might play a
role in exogenous IFN-o induced neurotoxicity (Adams et al,
1988) or that their upregulation by endogenously produced IFN-o.
might be of relevance in defined neurological syndromes. Others,
however, including cytochrome c-1 gene, do not obviously pertain
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to given tissue-specific transcription patterns. Further research is
warranted to clarify the role eventually played by the products of
these genes in discrete aspects of the polymorphic toxic effects of
IFN-o.

Taken together our data provide an extended database of poten-
tial relevance in the investigation of the molecular background
of IFN-a sensitivity of melanoma cells both, in clinical tumour
samples and in basic cell biology studies. Ongoing studies
addressing the validation of these data at the protein level might
result in the characterization of reagents of clinical interest.
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