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Marerials aned Methods

Isolation of 1EN-alphal-sequences b PCR. The primers used in the PCR were
TTOACCTTT GCT [ A TG sense oligonucleotide corresponding 1o the beg

-mer, ATG GCC
niming of the signal

sequence of haman TFN-alpha? and o 27-mer, TCA TTC CTT ACT TCT T A ACT TTC T I'G.
antisense oligor uw“,mm\im mrr‘uw‘w\wm 12 to the end of m man Hwealphal ge ‘Kwn;ti eral.. 1985
These primrers span o fragmient of 370 bp, The PCReprinmers ;md dNTPs were used a1 the fina

concentration of G F gmal/l and 20 gmaol/l, respectively m norme |
placents (Ausub Ll e al F9ETE was used as o template m n] I Ak
Programmabde Dri-block using 2.5 U of Tag DA polymerase (Proy
the suppher. The following protocol was used: 95 € im 1 i, 72
for T, 550 for T omin and 7. for 1 oman: final extension
Seguencing of the PCR-product. The PCR-product wis pm Hied us

INC ] g isolated from humas
wt was carried out moa Techne
gt i1 bffer recommended by
iu[ S then 32 oveles: 94
C for 5 mun
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phosphorviation of S-ends with T4 polvnucleonde Kinase and making the protrudn

with Klenow enzvme it was then t‘mmwmi li u(i mio the FoolV -cleaved pHS

Sf@iu‘utzw <), In order to enrich lur recombinant plasmids the higation mxmr‘ WS T

Ecolk\N prior to ransformation into Sure “x alugened competent cells o FooRN

COCHT 1Y Hm (HH[ shifie i r‘r; R, Lm [ car ocour only i non- LJHHW}IHI maoleculas (1
PCR-primers comple nts the £eoRY site): o nlv the latter can be linearized by EcoRN o m here
thev will be umhu 1o Hmthrm competent cells, M B ligat H[l b Tw Wit m doin all MQL‘*fw Ar
aligquot of the trarsformation mixture was phied on selective media CANP] CN-Gal o check
e efficiency of lgation and selection dgmnst non-reco mt‘vm !

overnight and the wotal plasnud DA isolated 4ecor rding to a standard procedure Chusubel e ol
FORT) served as a template for double stranded sequencmg using a Jo-mer. IME AT CTG OO
CAG A ACROTTSCTTS Uy SCgLUe I"l s ol human alpha-ERNs, correspornding 1o the beeimning of the
mature sequence CHenco eral . 1985 s sequencing primwer and the T7 sequencing kit (Pharniacia)
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Resulis and Discussion

Hurman 1 N-alphaZa and TFN-alpha2b subvariants ditfer in one at ﬂ’ ne at
the position 23 M B > mature protein: bvsine (2a) or arginine (2b). Th pf 1a
Ja aw‘l,‘)N/\ WS € %wnmﬂ}; cloned from virus-induc m% myveloblast cell Lm Uma all
el al., 1981), M‘” eas [FN-alpha2b cDINA was cloned from virus ~ nduced

human feukocyvtes (Stret H N al. E@W C Dwing 1o the ‘1“1'1:‘m'r‘1’1;1} nuc hm de
differences, IFN-alphaZa and TFN-alp m,? have been considered 1o be allelic
(Henco er al 1985), However, 1o dwc.,m ¢ if these genes represent polvmorp-
hic va u*ﬁ'wm of asingle gene or distingt ua:\mu an be o dhifficult task, especially when
dealing with cIIN, ed seguences. The only study of Hmtu el al. (1988)
analyzing hc;, [FN-alpha? subvariants at the level of human genome claimed that
:m: least TFN-alpha2a and TFN-alphaZb may represent distinet genes. They used

nethod "zmuc‘i on hvbridization of the subvari fant-specific oligonu “ﬂ@mm with
I)N/\ rom human leukocvies. To avold o possible nonspeci ific hybr M‘n’( of
probes, we chose an alternative approach. in which the high m}ul of PCR
was utilized.

/\l the begimning of our study,
‘ ‘HLL The respective JTEN-alph
[ N IphaZ-specific primers m[k
,‘Wm«u‘.h rehies on the selective

we prepared g “mm‘ : lW A xm m human
"Mw ences were PCR-derved m ing human
ﬂ()()“u I 1omuology be lmm subvariants, This
amplification of TEN-alp h;12%;&1ms;‘n(gm as
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