
MOLECULAR AND CELLULAR BIOLOGY, Apr. 1991, p. 2057-2065
0270-7306/91/042057-09$02.00/0

Two Novel Protein-Tyrosine Kinases, Each with a Second
Phosphotransferase-Related Catalytic Domain,

Define a New Class of Protein Kinase
ANDREW F. WILKS,l* AILSA G. HARPUR,' R. R. KURBAN,W STEPHEN J. RALPH 1

GISELA ZURCHER,2 AND ANDREW ZIEMIECKI2
Ludwig Institute for Cancer Research, Post Office, Royal Melbourne Hospital, Victoria 3050, Australia,' and

Institute for Clinical and Experimental Cancer Research, University of Berne, 3004, Berne, Switzerland2

Received 12 November 1990/Accepted 19 January 1991

The protein-tyrosine kinases (PTKs) are a burgeoning family of proteins, each of which bears a conserved
domain of 250 to 300 amino acids capable of phosphorylating substrate proteins on tyrosine residues. We
recently exploited the existence of two highly conserved sequence elements within the catalytic domain to
generate PTK-specific degenerate oligonucleotide primers (A. F. Wilks, Proc. Natl. Acad. Sci. USA 86:1603-
1607, 1989). By application of the polymerase chain reaction, portions of the catalytic domains of several novel
PTKs were amplified. We describe here the primary sequence of one of these new PTKs, JAK1 (from Janus
kinase), a member of a new class of PTK characterized by the presence of a second phosphotransferase-related
domain immediately N terminal to the PTK domain. The second phosphotransferase domain bears all the
hallmarks of a protein kinase, although its structure differs significantly from that of the PTK and threonine/
serine kinase family members. A second member of this family (JAK2) has been partially characterized and
exhibits a similar array of kinase-related domains. JAK1 is a large, widely expressed membrane-associated
phosphoprotein of approximately 130,000 Da. The PTK activity of JAK1 has been located in the C-terminal
PTK-like domain. The role of the second kinaselike domain is unknown.

Protein-tyrosine kinases (PTKs) are structurally well
suited to a role in intracellular signal transduction. Many
growth factor receptors, for example, transduce the extra-
cellular stimulus they receive through interaction with their
cognate ligand via an intracellular tyrosine kinase domain (5,
33, 52; reviewed in reference 60). Members of the PTK
family each bear a highly related "catalytic" domain. The
phylogenetic relationships established by an amino acid
sequence comparison of the catalytic domains (10) are borne
out in the overall structure of the PTKs. For example,
families of PTKs, such as those based on the structure of the
colony-stimulating factor-1 growth factor receptor (38) (in-
cluding the two types of the platelet-derived growth factor
receptor [4, 58]) and the protooncogene c-kit [59]) and those
clustered around the cytoplasmic PTKs c-src (29) (including
HCK/bmk [12], LCK [28], and c-yes [42], among others) and
c-fes (37) (including c-FER/flk [11, 25]) each share the
highest degree of identity with other members of their cluster
and, in respect to their overall topology, are structurally
more related to each other than to members of other classes
of PTK. Hence, the recombination of the PTK catalytic
domain with a wide variety of regulatory and other interac-
tive domains suggests a strong evolutionary drive toward the
rapid expansion of the use of its physiologically powerful
catalytic activity. This combinatorial approach to the evolu-
tion of multidomain proteins such as the PTIK family predicts
the extensive utilization of the basic tyrosine kinase domain
in other metabolic niches.

Application of the polymerase chain reaction (PCR) (32,
40) using degenerate PTK-specific oligonucleotides (56) to
the isolation of novel PTK-related sequences has been a
particularly successful strategy; to date, 12 novel protein
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kinase-related molecules have been isolated (12a, 36). Two
novel and highly related PTKs were isolated from the cDNA
of a murine growth factor-dependent hemopoietic cell line,
FDC-P1 (56). The similarity of these two sequences to each
other, coupled with the presence in each of a rare sequence
idiosyncrasy in a normally highly conserved motif, led to the
speculation that these two molecules, although clearly mem-
bers of the broader kinase family, were a distinct subfamily
of PTKs. We have named these new PTKs JAK1 and JAK2
(from Janus kinase [6]). We report here the complete se-
quence of one of these PTKs (JAKI), confirm its structural
relatedness to JAK2, and describe some of the salient
features of the JAKI protein.

MATERIALS AND METHODS

Screening of cDNA libraries. Several cDNA libraries were
screened according to the protocols outlined in Maniatis et
al. (27). cDNA libraries from murine NFS TPA-activated
spleen (Clontech; catalog no. ML1018), murine Swiss albino
3T3 fibroblasts (Clontech; catalog no. 1023b), murine
BALB/c bone marrow (Clontech; catalog no. ML1007),
murine Swiss Webster whole brain (Clontech; catalog no.
ML1002), murine ICR linoleic acid-activated pleural macro-

phage (Clontech; catalog no. ML1005b), and human first-
trimester fetal liver (Clontech; catalog no. HL100Sb) were all
generated in Xgtll. cDNA libraries from murine BALB/c
testis (Clontech; catalog no. ML1020b), murine day 10
embryonic neuroepithelium (36), and human foreskin fibro-
blast cell line AG1518 (4) were generated in Xgtl0. Around
106 recombinants of each of these libraries were screened on

each occasion.
Library screening was carried out as follows. The FD22

(JAK1) PCR clone was labeled by nick translation (27) and
used to screen the murine libraries. A murine cDNA clone of
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FIG. 1. Northern analysis of murine and human JAK1. (A)
Aliquots (5 ,ug) of poly(A)+ mRNA from murine tissues. Lanes: 1,
lung; 2, liver; 3, kidney; 4, intestine; 5, brain; 6, skeletal muscle; 7,
spleen; 8, salivary gland; 9, placenta; 10, mammary gland (lactat-
ing). Samples were fractionated on a 1.0% agarose-formaldehyde
gel, and the RNA was transferred onto a nitrocellulose membrane.
The transferred RNA was hybridized with a 1.8-kb 32P-labeled
murine JAK1 probe, and the filter was autoradiographed for 16 h at
-70°C with two intensifying screens. The relative mobilities of 28S
rRNA (upper arrow) and 18S rRNA (lower arrow) are shown. (B)
Aliquots (2 ,ug) of poly(A)+ mRNA from the human hemopoietic cell
lines. Lanes: 1, HL60 (myelomonocytic); 2, U937 (monocytic); 3,
LK63 (pre-B); 4, Raji (B cell); 5, CEM (T cell); 6, K562 (erythro-
leukemia). Samples were fractionated on a 1.0% agarose-formalde-
hyde (27) gel, and the RNA was transferred onto a GeneScreen Plus
(Dupont) membrane. The transferred RNA was hybridized with a
full-length 32P-labeled human JAK1 probe, and the filter was auto-
radiographed for 16 h at -70°C with two intensifying screens. The
relative mobilities of 28S rRNA (upper arrow) and 18S rRNA (lower
arrow) are shown.

1.8 kb was isolated among three other positives from the
neuroepithelial and bone marrow cDNA libraries. Two full-
length human JAK1 cDNA clones were isolated from the
unamplified human foreskin fibroblast cell-line AG1518 by
using the murine cDNA as a probe. Hybridization was at
65°C in 6x SSC (lx SSC is 0.15 M NaCl plus 0.015 M
sodium citrate)-1% sodium dodecyl sulfate (SDS)-0.5%
BLOTTO-200 ,ug of sonicated and denatured herring sperm
DNA per ml. After hybridization, the stringency of the final
wash was 0.2x SSC-0.1% SDS at 65°C. Filters were auto-
radiographed overnight with Kodak XAR-5 X-ray film.
For JAK2, the murine macrophage was screened first with

the FD17 (JAK2) PCR clone, yielding five positives, and a
portion of the longest cDNA clone was isolated and used to
screen the remaining cDNA libraries.
DNA sequencing. Two strategies were employed for the

sequencing of JAK1 and JAK2 cDNA clones. In the case of
the human JAKI sequence, the Erase-a-Base kit (Promega)
was employed to generate nested deletions of the largest
EcoRI fragment. All of the murine JAK2 sequence data and
the remainder of the human JAK1 sequence were deter-
mined by using oligonucleotide primers based on previously
determined DNA sequences. In each case, the sequence
information was generated by using the dideoxynucleotide
chain termination method (41). All sequence information
was determined on both strands.
Northern (RNA) analysis. Poly(A)+ mRNA samples were

prepared as described elsewhere (3). Aliquots (1 jig [Fig. iB]
or 5 ,ug [Fig. 1A]) were analyzed by electrophoresis on a 1%
agarose gel containing 2.2 M formaldehyde, 20 mM MOPS
(morpholinepropanesulfonic acid; pH 6.8), 1 mM EDTA,
and 5 mM sodium acetate and transferred to Hybond (Am-
ersham; catalog no. RPN303N) or nitrocellulose (Schleicher
& Schuell: BA85; catalog no. 401196) membranes. Filters
were prehybridized for 4 h in 50% formamide containing 3 x
SSC, 5 x Denhardt's solution, 10 mM HEPES (N-2-hydroxy-

ethylpiperazine-N'-2-ethanesulfonic acid; pH 7.0), 100 p.g of
poly(C) per ml, 100 jig of denatured herring sperm DNA per
ml, 10 ,ug of Escherichia coli DNA per ml, and 0.1% SDS
(Fig. 1B) or in 50% formamide containing 2x Denhardt's
solution, 100 ,ug of denatured salmon sperm DNA per ml,
and 0.1% sodium pyrophosphate (Fig. 1A) and hybridized in
the same solution with nick-translated or randomly primed
32P-labeled murine or human JAKi insert for 18 h at 42°C.
Filters were washed at a final stringency of 0.1 x SSC-0.1%
SDS at 65°C before exposure to Kodak XAR-5 X-ray film
with two intensifying screens.

Antibody reagents and protein analysis. Polyclonal rabbit
antisera M7 and M8 were raised against affinity-purified
pGEX/JAK1/1 bacterial fusion protein (see "Protein kinase
assays" below). Polyclonal antibodies M3 and M4 against
the C-terminal peptide (-TSFQNLIECFEALLKC-) of JAK1
were raised in rabbits. Peptide was coupled to keyhole
limpet hemocyanin with 0.05% gluteraldehyde, emulsified in
Freund's complete adjuvant, and injected intradermally at
several sites. The animals were boosted 4 and 7 weeks later
with coupled peptide emulsified in Freund's incomplete
adjuvant and bled 10 days after the last injection.

Cells were metabolically labeled with [35S]methionine in
methionine-free medium containing 100 ,uCi of isotope per
ml. RIPA buffer (20 mM Tris [pH 7.5] containing 1% Triton
X-100, 1% sodium deoxycholate, 0.1% SDS, 1 mM EDTA,
and 1 mM phenylmethylsulfonylfluoride extracts were incu-
bated on ice with antiserum, and immune complexes were
isolated by using protein A-bearing Staphylococus aureus
bacteria. Proteins were resolved by SDS-polyacrylamide gel
electrophoresis (23), and radioactively labeled bands were
detected by exposure to X-ray film (Kodak XAR-5). Western
blot (immunoblot) analysis was performed as described by
Towbin et al. (50) as modified by Ziemiecki et al. (61) with
either alkaline phosphatase or 125I-labeled protein A as a
detection system.

Protein kinase assays. A variety of protocols have been
tried in order to reveal the PTK activity of the JAKi protein.
First, extraction of murine mammary fibroblasts (35) has
been performed in a range of buffers containing Triton X-100
or Nonidet P-40 (1.0%) alone or with added sodium deoxy-
cholate (0.5 or 1.0%) or in RIPA buffer containing 1.0%
Triton X-100, 1.0% sodium deoxycholate, and 0.1% SDS.
Cells have been extracted in the presence or absence of
phosphatase inhibitors such as 20 mM EDTA, 10 mM NaF,
and 100 ,uM Na2VO4.

After immunoprecipitation, kinase assays have been per-
formed with a range of ATP concentrations (100 nM to 10
mM) or with carrier-free [y-32P]ATP (Amersham; catalog no.
10169) in either 20 mM Tris (pH 7.4) or 50 mMM HEPES
(pH 7.4), with 10 mM Mn2+, Mg2+, or Zn2+ as divalent
cation. Incubations have been performed on ice (15 min), at
25°C (15 min), at 30°C (15 min), or at 37°C (2 min) in the
presence or absence of the phophatase inhibitor Na2VO4.
Finally, we have employed [_y-32P]GTP as phosphate donor
in lieu of [_y-32P]ATP, with no success.

In order to generate the JAK1-glutathione transferase
fusion proteins shown in Fig. 4, domain 1 (from nucleotides
1770 to 2672 in Fig. 2) and the PTK domain (from nucleotides
2672 to the end in Fig. 2, thus including five extra amino
acids beyond the ATP-binding glycine motif) were each
fused into the BamHI site of pGEX2 (44). The fusion protein
was induced by the addition of 1 mM IPTG (isopropyl-p-D-
thiogalactopyranoside) as described elsewhere (44), and
Western blot analysis was performed on an induction time
course with the M3 anti-JAK1 serum and the antiphospho-
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tyrosine antiserum (15). Several sources of antiphosphoty-
rosine antisera were tried. The data in Fig. 4B were obtained
by using commercially available monoclonal antibody prep-
aration PY-20 (ICN). In control experiments, induction of
the insertless pGEX or pGEX/JAK1/1 fusion protein pro-
duced no detectable tyrosine phosphorylation of bacterial
substrates, and the reactivity of the antiphosphotyrosine
antiserum could be completely abolished by the addition of
phenyl phosphate.

Computer-aided sequence analysis. Amino acid sequence
comparisons were performed by using an alignment program
from the Staden-based suite of programs on a VAX VMS
5.2. Phylogenetic analysis of the two kinaselike domains of
JAK1 was performed by using the tree-building concept of
Fitch and Margoliash (8) as implemented by Feng and
Doolittle (7). The database bearing most of the PTK catalytic
domain sequences was kindly sent to us by S. Hanks of the
Salk Institute and was supplemented by the addition of
sequences drawn from our own local database. The SCORE
program used to construct the difference matrices from
which the trees were derived by the BORD and BLEN
programs was the gift of R. Doolittle of the University of
California-San Diego.

RESULTS

Isolation and DNA sequence of cDNA clones encoding
human FD22 (JAK1). We chose to focus on PCR clone FD22
(56) for our initial studies. Northern analysis (56; Fig. 1)
demonstrated that in both mouse and human tissues and cell
lines, FD22 (JAK1) was encoded by a single widely ex-
pressed 5.4-kb mRNA. Human cDNA clones of FD22
(JAK1) were isolated from a human foreskin fibroblast cell
line (AG1518) cDNA library (4). Two of the eight primary
isolates cloned contained inserts which were candidates for
being full-length cDNAs (-5.3 kb).
The nucleotide sequence of human JAK1 is shown in Fig.

2. The 5' end of the clone has stop codons in all three reading
frames prior to the putative initiation ATG. Two ATG start
codons in frame with the longest open reading frame were
found at positions 40 and 76 in the nucleotide sequence
shown in Fig. 2. The first of these is embedded in a
particularly poor Kozak consensus sequence (18) (-TAA
ATGCAG-), and the second matches strongly with the
optimal consensus sequence defined by Kozak, namely,
-GCCATGGCT-. We have chosen to consider the second
ATG as the initiation codon for this protein, since the first
one transgresses one of the strongest correlations found in
the sequences which precede initiation codons, namely, the
presence of a T residue (in lieu of an A residue) three
nucleotides before the ATG sequence. At the 3' end, an
in-frame stop codon at position 3502 defines the C terminus
of the protein. A large (1.405 kb) 3' untranslated region
containing a polyadenylation signal (data not shown) com-
pletes the mRNA sequence.
The JAK1 coding region of 3,426 bp encodes a protein of

1,142 amino acids with a calculated molecular mass of
132,000 Da. The PTK catalytic domain is located towards
the C terminus of the JAK1 protein (Fig. 2). In describing the
structural features of this domain, we have chosen to adopt
the nomenclature of Hanks et al. (10). All of the highly
conserved motifs typical of PTK domains are present within
the putative PTK domain of JAK1. The presence of a
tyrosine residue at position 1022 in the JAK1 protein, 11
residues C terminal to subdomain VII (a similarly placed
tyrosine is a site of tyrosine autophosphorylation in v-fps

[54]), is a consistent feature of members of the PTK family
and is considered diagnostic of membership of this class of
kinases. The entire catalytic domain of 255 amino acids is
approximately 28% (with c-fes [57]) to 37% (with TRK [19])
identical to that of other functionally defined PTKs. Finally,
there is a rare variant of the highly conserved subdomain
VIII motif (residues 1032 to 1039), which is believed to lie
close to the active site (10). The phenylalanine and the
tyrosine flanking the conserved tryptophan in this motif have
been found only in the two members of this subfamily of
PTKs, namely, FD22 (JAK1) and FD17 (JAK2).
A second protein kinase-related domain (here designated

domain 1) is located between amino acids 578 and 824, 47
amino acids N terminal to the putative PTK domain. All of
the conserved elements of protein kinases are preserved
spatially in this domain. In Fig. 2 these elements are num-
bered with respect to their similarity to the subdomains of
protein kinases described by Hanks et al. (10) (with the
subscript a, e.g., 1ila), and the amino acid sequences of the
two kinase-related domains of JAK1 are compared with each
other and with a known PTK (TRK [19]) and human CDC2
(24) in Fig. 3A. The overall structural similarity of this
domain to the kinase domains of both the PTK and threo-
nine/serine kinase families strongly suggests that this region
of the protein also functions as a protein kinase. There are,
however, significant differences in the sequences of key
motifs within this domain which suggest that domain 1 may
confer a catalytic activity other than serine/threonine or
tyrosine phosphorylation. For example, subdomain VIa is
poorly conserved with respect to the equivalent motifs in the
other kinase families, and the normally invariant -Asp-Phe-
Gly- sequence of the PTK and threonine/serine kinase fam-
ilies (subdomain VIla) is replaced by the motif -Asp-Pro-Gly-
in domain 1 of JAK1. As has been noted elsewhere, the
conservation of the precise sequence of subdomain VI in the
PTK and threonine/serine kinase families appears to corre-
late with the substrate specificity of the kinase (10). Thus, it
is possible that domain 1 of the JAK1 kinase has a substrate
specificity other than that exhibited by the PTK and threo-
nine/serine kinases. In support of this notion there are subtle
differences in the normally consistent spacing between cer-
tain key motifs in domain 1 of JAKI. The components of the
ATP-binding site (subdomains Ia and Ila) are some seven
amino acids further apart in this domain than they are in both
the PTK family and the threonine/serine kinase family.
Moreover, the spacing between subdomains VIa and VIla in
this region is also longer by nine amino acids. Conversely,
the distance between subdomains VIla and IXa is seven
amino acids shorter than the corresponding region in the
PTK catalytic domain. The overall structure of this domain
can be expected to be somewhat different from the catalytic
domains of the members of the PTK and threonine/serine
kinase families.
The sequences N terminal to domain 1 bear no homology

to any other portion of a previously described protein
kinase. Specifically, we detected no homology to the SH2
domain (34) described for the cytoplasmic PTKs such as
c-fes/fps (39), GTPase-activating protein (51), and the phos-
pholipase C family of proteins (46). This is a particularly
interesting observation since no other nonreceptor PTK
lacking this feature has been described. A hydrophilicity plot
failed to demonstrate the presence of a hydrophobic domain
characteristic of the growth factor receptor type of PTK
(Fig. 3B), suggesting that this protein is wholly intracellular,
like other members of the nonreceptor class of PTKs.
JAK1 protein is a large, widely expressed protein with a
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TCCAGTTTGCTTTTGGAGAACACGGACAGCTGAAAAATGCAGTATTAAATATAAAAAGGACTGCAATGCATGGCTTTCTTGCTAAAATGAGAGCTCCAAGAGACTGAGG 1II
20 30 40 s0

V NLtA PE P GV EV I F YL S DR EP L RL GSG E YTA E ELC I R AA Q
TGAACCTGGGGCCCCTGGCCAGGGGTGAAGTGATTTCTATCTTCGGACAGGAGCCCCTCGGCTGGGCATGGAGAGTCACAGCAGGGAACTGTGATCAGGGCGCACA 234

60 70 80 90
A CR I P LC H NLF AL Y DE NT KL WY AP N R TI TV DD K MS LR L
GGCATGCCGTTCTCTCCTCTTGTCACAACTCTTTGCCTGTATGACGGAACACCAACTCTGGTATGTCCAAATCGACCATCACCTTGATGACAGATGTCCCTCGGCTC 314

100 110 120 130

140 150 160 170
DA T PL LD A SSL EY L FAQG Q YD LV KC LA P I RD PK TE QD G HD
ATGCAACCCCCTCCTTGATGCAGCTCACTGAGTATCTGTTGCTCAGGGACGTATGATTTGTGAAATGCCGGCTCCTATTGAGACCCCAA)kCCGAGCAGATGGACATG

ISO 190 200 210
I EMEC LG M AV L AI S H Y AMNMK K Q LP E L P KD I SYKR YI P E
TATTGAGAACGAGTTCTAGGGATGGCTGCCTGGCCATCTCACCTATGCCATGATGAGAAGATGCAGTTGCAGAACTGCCCAAGACATCAGCTACAAGGATATATTCCAGA

220 230 240 250
T L HK SI R QRNL LT R MR ItNNV FKDFL K EF NN KT IC DS SV S

260 270 280 290
T HD LK VK YL AT L ET LT K HYG AEI FET S MLL I S SE NE M4N WF

300 310 320

330 340 350 360
K RK KL EN KD K KDE EK N KI R E EWN NF SF F P EIT H IVI KE S

370 380 390 400

410 420 430 440
H YL CT DVA P PLI V HN I QN G C HGP IC T EY AIN K LR Q EG SE

450 460 470 480
E G Y V LR W SC TDF D NI LM TV T CF EK SEQ0V Q G AQKQF K NF

490 500 510 520

530 540 550 560

570 g.-* 580 la 590 600

609 IIa 620 xiI 630 IVa 640
I K VIL IVL D P SHR DI SL A F F AAS MMR QV SH K H V YL YG V

650 660 Va 670 680

690 700 via 710 720

VIZ. 730 740 VIIIa 752 760
I K L SD PGIP I TV L SR Q ECI E R I IWIXA RC V ED SKN L SV AA

ixa 770 780 790 za801
DKRW U G TL WE I C Y NGE I P LK DK TL I E K ER FY E SR CItP V

810 x 820 830 840

P D I V S R K K N O PT E V D PT H F E K R F L K R I RID L GE GH V0K VE L

890 II 900 910 iI

920 IV 930 940 948 V
L Y H ENIV KY KGI CT ED G GN GI KL I MEF L P SULK E YL P K
CTCTATCATAGA6ACATTTGAAGTACAAGGA6ATCGCACAGAAGCGGAGGAATGGTATTAACTCATCATGAATTTCTGCTTCGGGAACCTTAAGGATATCTTCCAAGA 2454

960 970 980 990 VI
N K N K IN L K 00Q L K Y A V Ql C K 6140D?!. G S R Q Y VE RtD L AA RtENV!L
ATAAGAACAAATAAACCCAAACAW.ACTAAAATAGCCGTTCAATTTGTAAGGGATGGACATTTGGGTTTCGGCAATCGTTCACCGGACTTGGCGCAAGAAAGTCC 3046

1000 VII 1012 1020 v 1030 VIII
VES E HQ V KI GD V0L T K AI ET D K3YYT V KD DR D S V FW?A
TGTTGAGATGMCACCAGTGAMATGGAGACTCGGTTTACCAAAGAATTGAACCGATAAGAGTATTCACCGTCAGGATGACGGGACACCCTGTGTTTGGTAGCT 3164

1040 1050 ZZ 1060 1070
?3@CL N QS KF Y I AUD VWUV W!.&HE LL T YCDS D S SP NA LF
CCAGAATCMATGCAATCTAATTTTATATGCCTCTGACTCTGGTCTTTGGAGTCACCTOCATGAGTGCTGACTTCTGTGATTCGATTCTAGTCCATGGCTTGTTCC 3204

1080 1090 1100 1 1110
L K NI GP THG Q NTV T RLV NT LK EGKXRL PC P PN CP D EV YQ L
TCAARATGhTAG=CAACCCATGGCCAGATGACACCACAAGACTTGTGAATACGTT TGCCGTOCCCACTAACTGTCCAGATGAGGTTTATCAGCTTAT 3422

1120 XZ 1130
R KC UEZFQP SNRILISF QN L IE GIA L LK

GGGAATTCAACCATCCATCGGACGCTTTCAGACCTTATT-m-rm-TT-----P-TTAAAATAGAAGCATAATAACATTAAATTCACAGATTArCA 3544

FIG. 2. Nucleotide sequence and predicted amino acid sequence of human JAK1. The DNA sequence is numbered at the end of each line
from the first nucleotide of the largest clone (pHJ7.3). The amino acid sequence (in one-letter code) is numbered from the putative AUG and
appears above the line to which it refers. The two puitative kinase catalytic domains are boxed with arrows, and kinase consensus motifs are
enumerated according to the nomenclature of Hanks et al. (10). The subscript a (e.g., Ia) denotes the kinase-related motifs present in the first
kinase-related domain (designated domain 1 in Fig. 3A), which are numbered according to the same nomenclature. The position of the tyrosine
residue (V) is analogous to the autophosphorylation site of a number of other PTKs.
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A III

Domain 1 H RFGTRTHIYSGTLMDYKDDEGTSEEKKIK VLDPS.. .HRDISLAFFfI1AASM -60aa-
Domain 2 DILG E FGHEwVLCRY.DPEDNTGE......Q VAVKJSLKPES.GGNHIADLKKZ IEIL -63aa-

TRK E E 6AE VFLAECHNLLPEQDKM..... L AVKALKEASES..ARQDFQR ZxLLTM -7laa-

CDC2-H K YE_T VVYKGRH KTTG QV....V KIRLESEEEGVPSTAIR[X ISLL -55aa-

VI VII Vill xa
Domain 1 S Y EDKDL TLL GIDSECGPF G PITVLS.........RQECIERIP .I FGT IC -20aa-
Domain 2 DYL GSRQYVERDLAaRNVLVESL .........CIVXZGDITKAIETDK XYY.TVXDDRDS PF .YI aDVW8FGVTL eLL -38aa-

TRK VAGLHF RDWLA!W[VL..Q.L.. KXGDP,"RD.IYST tRGGGTMLIPJR ZSIL .TTEDVWS]rGVV9 IF -25aa-

CDC2-H VeJCHSRR IDDKG ......TGIPIVY'HE:....VrT.LL YRS1,VLI LA -5Oaa-

XI

Domain 1 SR VT SCKELA PF
Domain 2 LP NC DEVYQ.L.L1IqCi4EFC| SI4 TS
TRK ER P RAC PXVYA... G|QRE5jQUR|HS
CDC2-H LASHHVKNLDENGLD SKMLIYD IAIIS

B
1. 73

0.0

-0.794

PITK domain. We have generated several antisera against the
human JAK1 protein. Polyclonal antisera directed against
the hexadecamer -TSFQNLIECFEALLKC- (the C-terminal
15 amino acids of JAK1) were raised in rabbits and used to
investigate the nature of the JAK1 protein. A second rabbit
antiserum was generated by using a pGEX (44) bacterial
fusion protein containing the entire domain 1 region of the
human JAK1 protein (see Materials and Methods). Prelimi-
nary sequence analysis of cDNA clones of murine JAK1
demonstrated that the C termini of the human and murine
versions of this protein were identical (data not shown), and
the murine and human domain 1 regions exhibited a very
high degree of identity. The two systems have thus been
used interchangeably in the investigation of the properties of
the JAK1 protein.
Both antisera have been used for Western blot analyses

and immunoprecipitation studies, and the data confirm the
mRNA expression studies shown in Fig. 1. For example,
antisera M3 and M8 both immunoprecipitate a protein of the
same apparent molecular mass (130 kDa) from [35S]methio-
nine-labeled murine breast fibroblasts (Fig. 4A). A charac-
teristic feature of members of the PTK family is that they are
able to accomplish an act of self-phosphorylation in vitro.
Intriguingly, despite the high degree of sequence similarity
between the PTK-related sequence of JAK1 and the PTK
family in general, we have been unable to demonstrate
tyrosine kinase catalytic activity in immunoprecipitates of
this protein from any of the murine or human sources tested.
A wide range of possibilities has been tested in search of
suitable conditions for the demonstration of this activity.
These are listed in the Materials and Methods section. We

FIG. 3. (A) Amino acid sequence comparison of the two kinase-
related domains of JAK1. The amino acid sequences (expressed in
one-letter amino acid code) of the two kinase-related domains
(domain 1, amino-acids 576 to 825; domain 2 [PTK domain], amino
acids 868 to 1130) of JAK1, the PTK domain of TRK (19) (amino
acids 158 to 416), and the human threonine/serine-specific kinase
CDC2 (24) (amino acids 9 to 272) are aligned in order to maximize
identity. The kinase-related domains have been divided into three
segments, and the number of amino acid residues separating each
segment appears at the end of each line. Motifs held in common
between at least two of these domains are in boldface type and are
boxed. Roman numerals above the alignment correspond to the
conserved-domain nomenclature devised by Hanks et al. (10). (B)
Hydropathy plot of the human JAK1 protein. The protein sequence
of human JAK1 (including the 10 extra amino acids which precede
the most likely initiation codon) were analyzed by the hydrophilicity
algorithm of Kyte and Doolittle (22), using a span length of 25 amino
acids. The relative locations of the two kinase-related domains are
marked domain 1 and PTK. The absence of a hydrophobic trans-
membrane domain and the presence of a highly hydrophilic region
between amino acids 323 and 350 can be clearly seen.

are unable to draw firm conclusions from our failure to
demonstrate PTK activity in vitro. The reason for the lack of
activity may lie in a steric effect of the antibody in the active
site of the enzyme. Alternatively, the PTK domain may be
cryptic and require activation in trans from a cofactor or
even in cis from the activity of domain 1.

In order to determine whether domain 1 or the PTK
domain, in isolation, bore catalytic activity, we generated
bacterial fusion proteins of each with the glutathione trans-
ferase protein of Schistosomajaponicum (44) and attempted
to demonstrate with the aid of antiphosphotyrosine antibod-
ies (15) the coordinate induction of the fusion protein and
tyrosine-phosphorylated protein. In this system, as in others
described in the literature (25, 26), there is no cross-reactive
background for the antiphosphotyrosine antiserum, since
there are no tyrosine kinases in bacteria (Fig. 4B). The
phosphorylation of bacterial proteins on tyrosine is thus
easily detectable with such a serum. In this series of exper-
iments, neither pGEX without insert nor pGEX bearing
domain 1 (pGEX/JAK/1/1) demonstrated any tyrosine kinase
activity. We have further purified the pGEX/JAK1/1 fusion
protein by affinity chromatography on a reduced-glutathione
column and have failed to detect any kinase activity when
histones, casein, or enolase was used as an exogenous
substrate. The pattern of inducible tyrosine phosphorylation
exhibited by the pGEX PTK fusion protein (pGEX/JAK1/2)
(Fig. 4B) is unusually simple for an ectopically expressed
PTK fusion protein (cf., for example, data in reference 26).
Remarkably, autophosphorylation of the fusion protein itself
does not seem to occur, a fact which may go some way
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FIG. 4. Analysis of the JAK protein. (A) Cellular proteins of the
murine mammary fibroblast cell line (35) were labelled with [35S]me-
thionine and immunoprecipitated with either preimmune (PI) or
immune (I) anti-JAK rabbit antiserum (raised in rabbit M8 against
the pGEX/JAK1/1 fusion protein or the C-terminal peptide [M3])
and fractionated on a 9.5% SDS-polyacrylamide gel (23). Both rabbit
antisera specifically immunoprecipitated a 35S-labeled protein with
an apparent molecular weight (MW) of 130,000. (B) Demonstration
of tyrosine kinase activity in JAK1 bacterial fusion proteins. JAK1
fusion proteins were generated by using pGEX2 (44). The entire
domain 1 region was included in construct pGEX/JAK1/1. The PTK
domain portion of the fusion protein extended to the BamHl site 15
nucleotides 5' of the first glycine codon of the GXGXXG motif of the
ATP-binding site. An empty vector control was also used. The
bacteria were induced by the addition of 1 mM IPTG as described by
Smith and Johnson (44), and two 1-ml aliquots of the bacteria were
removed at 60 and 120 min postinduction and lysed with SDS sample
buffer. Western analysis of the samples was performed by using
antiphosphotyrosine antisera (PY-20 [ICN]). The arrows mark the
positions of the GEX/JAK fusion proteins in each induction. (C)
Construction of the pGEX/JAK fusion proteins. The locations of the
two kinase-related domains ofJAKi and the structures of the fusion
proteins with the glutathione S-transferase gene are shown.

toward explaining why we have had difficulty in demonstrat-
ing PTK activity in the intact protein.
A second member of the JAK family of PTKs. cDNA clones

covering a significant portion of the coding region of the PCR
clone FD17 (JAK2) have been isolated from a range of
murine cDNA libraries. The predicted amino acid sequences
of JAK2 and JAKi show several regions of significant
similarity to each other (Fig. 5). It is on the basis of this
structural relatedness that these proteins can be identified as
members of the same subfamily of PTKs. In recognition of
this relatedness, particularly in their common possession of
a second phosphotransferase-related domain, we have
named these PTKs JAKi and JAK2 (for Janus kinase [6]).

In broad structural terms, the two PTKs are closely
related. The JAK2 protein has both the C-terminal PTK
domain and the kinase-related domain 1 observed in JAK1.
The similarity between these two proteins in these two
regions is considerable (53% [64% if conservative substitu-
tions are included] for domain 1 and 51% [63% if conserva-

I II III 70
VFHJIRNEDLIIFN0SLQGT F!KIFKGVRR EVGDYGQLHE TE .VLLK LDKAHRNYSE SFFEAA!MMS MJAK2

SFDRILKKDL VQGEHLGRGT RTHIYSGTLM DYKDDEGTSE EKKIKVILKV LDPSHRDISL AFFEAASMMR HJAK1

IV V 140
QLSJOKREVLN YGVCVCGEEN ILVQEFVKFG SLDTYLKONK NSINILWKLG VAKQLAMAMH FLEEKSLIEG IJAK2

OVSHKHIVYL YGVCVRDVEN INVEEFVEGG PLDLFMHRKS DVLTTPWKFK VAKQLASALS YLEDKDLVHG HJAK1

Vx VXI VIII 210
YEIIILLI REEDRRTGNP PFIKLSDP8I SITVLPKDIS SCCFQVLQER DIWVP93CIE NPKNLTLATD MJAK2ICTILLLA REGIDSECGP .FIKLSDIGI PITVLSR ....QECIER IPWIACVE DSKNLSVAAD HJAK1

SA, X, XI 280
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NKLEEQNPDI VSRKKNQPTE V......... DPTHFT KRFLKRIRDL GEGHVGKVEL CRYDPE.DNT HJAK1

II xII IV V 420
GEVVAVKKLQ H.STEEHLRD FEREIEILKS LQHDNIVKYK GVCYSAGRRN LRLIMNYLPY GSLRDYLQKH MJAK2

GEQVAVXSLK PESGGNHIAD LKKEIEILRN LYHENIVKYK GICTEDGGNG IKLIMEFLPS GSLKEYLPKN HJAK1

VI VII 490
KERIDHKKLL QYTSQICKGM EYLGTKRYIX RDL&TRILV ENENRVKIGD FGLTKVLPQD KEYYKVKEPG MJAK2

KNKINLKQQL KYAVQICKGM DYLGSRQYVE RDLMARNVLV ESEHQVKIGD FGLTKAIETD KEKYTVKDDR HJAK1

VIII IX 560
ESPIVWTM SLTESKFSVA SDVUIGVVL YELFTYIEKS KSPPVEFMRH IGNDKQGQMI VFHLIELLKS MJAK2

DSPVVW=3I CLHQSKFYIA SDVWSHGYTL HELLTYCDSD SSPMALFLKH IGPTH.GQMT VTRLVNTLKE HJAK1

S xi 600
NGRLPRPEGC PDEIYVINTE CUN0INVSQRP SFRDLSFGWI KSG MJAX2

GKRLPCPPNC PDEVYQLMRX QEFQPSNRT SFQNLIEGFE ALLKJ .1I11

FIG. 5. Comparison of sequences in JAKI and JAK2 kinase-
related domains. The deduced amino acid sequence of murine JAK2
was compared with that of the human JAK1 by application of an
alignment program of the Staden VAX-based suite of sequence
analysis programs. Asterisks (*) denote identity, and dollar signs ($)
denote conservative substitutions. Sequences are numbered with
respect to the JAK1 sequence. The extent of the domain 1 and PTK
domains is shown by arrows above the amino acid sequence.

tive substitutions are included] for the PTK domain), clearly
demonstrating their membership in the same family of PTKs.
The absence of an SH2 domain in the JAK2 protein under-
lines the observations made in the case of the JAKi protein
and suggests that the lack of this regulatory element is a
general feature of the JAK family of PTKs. An additional
candidate for membership of this family is the tyk2 PTK (21).
Although the complete sequence of this PTK has not yet
been described, many of the PTK domain sequence motifs
common to JAK1 and JAK2 (for example, subdomain VIII,
-FWYAPES-, a sequence motif characteristic of members of
the JAK family) are present. Whether a second kinase-
related domain is linked to the PTK domain of tyk2 is not yet
known.
PTK domain and kinase-related domain 1 are ancestrally

related. The phylogenetic relationship of the catalytic do-
mains of most of the protein kinases has been determined by
using the tree-building program of Feng and Doolittle (7). In
these endeavors we have been guided by the approach used
by Hanks et al. (10) and have been able to replicate all of
their data in addition to refining the family tree by including
our own data. Figure 6 shows the phylogenetic relationship
of the two kinase-related domains of the JAKI protein to the
rest of the kinase family. We conclude from this family tree
that these two domains had a common ancestor which
predated the development of the PTK subfamily. It is of
interest to note that the kinase-related domains of the atrial
natiuretic peptide (ANP)-receptor-guanylate cyclase family
diverge at a point close by.

DISCUSSION

Protein phosphorylation plays a fundamental role in the
regulation of a wide range of intracellular processes. It is in
this respect not surprising that a large number of structurally
distinct protein kinases have evolved (10, 13), each bearing a
highly conserved protein kinase domain and each harnessing
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FIG. 6. Phylogenetic analysis of the two JAK1 kinaselike do-
mains. The tree-building concept of Fitch and Margoliash (8) as
implemented by Feng and Doolittle (7) and Hanks et al. (10) was
used to generate a phylogenetic tree as described in Materials and
Methods. In each case, the catalytic domain alone was used for
comparison. The two kinase-related domains of the JAK1 protein
were compared independently. Branch order is a function of struc-
tural similarity, and branch length is a function of sequence identity.
Abbreviations: SRC, c-src (29); YES, c-yes (47); FES, c-fes, (57);
CSF1-R, colony-stimulating factor-1 receptor (37); KIT, c-kit (59);
PDGF-R, platelet-derived growth factor receptor A (58); RET,
c-RET (48); ANP-A, ANP receptor A (43); ANP-B, ANP receptor B
(42); MOS, c-mos (53); PBS2, polymyxin B antibiotic resistance
gene product (1); STE7, sterile mutant wild-type allele gene product
(49); JAK1/1, domain 1 of human JAK1; JAK1/2, PTK domain of
human JAK1.

its catalytic activity to a particular appropriate metabolic
signal. In the case of the PTK family, there is direct evidence
implicating some members of this family (most notably the
growth factor receptors) in the intracellular transmission of
extracellular growth signals or differentiation signals or both
(9, 16). The role(s) that other members of the PTK family of
enzymes may play in related processes remains obscure. It
has been presumed, however, that the paradigm exemplified
by the growth factor receptor PTKs is carried through into
the other members of the broader family of PTKs, namely,
that the PTK catalytic domain acts as the "effector domain"
of the protein, while the extracatalytic domain(s) serves to
receive and process the appropriate input signal. Even
though it has become clear that other important segments of
these proteins can be defined (the SH2 domain [17, 39], SH3
domain [30, 45], and the intervening region in the PTK
domain of the platelet-derived growth factor receptor [16]),

there has been no suspicion, to date, that the extracatalytic
domains of the PTKs harbor anything other than interactive
or regulatory modules. It is in this respect that the structure
of the members of the JAK family of PITKs is particularly
remarkable in its possession of a second kinase-related
domain.
The second kinase-related domain, located 40 to 50 amino

acids N terminal to the PTK catalytic domain, is a feature
held in common between the two members of the JAK
family of PTKs described here. There is sufficient similarity
in the sequences and locations of the most highly conserved
elements of this second kinase-related domain to the se-
quences and locations of their equally well conserved coun-
terparts in the PTK and threonine/serine kinase families to
suggest that this domain may confer a similar catalytic
activity.
The existence of several other bifunctional proteins bear-

ing protein kinase-related domains serves as a precedent for
the expectation that both of these domains will be function-
ally active in the JAK family proteins. The S6 kinase (14)
(two Ser/Thr kinase-related catalytic domains), the yeast
GCN2 protein (55) (a kinase-related domain coupled to a
tRNA synthetase-related domain), and the membrane ANP
receptor-guanylate cyclase protein (43) (a kinase-related
domain coupled to a guanylate cyclase domain) all exhibit a
multidomain structure. However, the JAK proteins remain
unique in the apparent tyrosine kinase activity of one of their
catalytic domains. The unusual nature of domain 1 of JAKi
and JAK2 is reminiscent of the kinase-related domain of the
ANP receptor, wherein, notwithstanding the overall struc-
tural similarity of the kinase-related domain to the protein
kinase family at large, there are significant differences in
detail between the precise amino acid sequences of certain
key motifs and the protein kinase consensus sequences (10).
These differences call into question the nature of the antic-
ipated catalytic activity of this domain. For example, the
presence of a conserved Asn residue in the conserved kinase
motif (subdomain VIa, -VHGNVCTKNL-) where all known
protein kinases (as well as a number of bacterial phos-
photransferases [2]) have an invariant Asp residue (10) is
particularly unusual, although a similar variation is present
in the ANP receptor-guanylate cyclase kinase-related do-
main (44) and in the kinase-related domain of Erb-B3 (20).
The conserved Asp residue normally found in this subdo-
main has been shown to be essential for catalytic activity in
the case of v-fps (31) and is likely to be a general theme in
this family of proteins. However, it is conceivable that there
are compensatory alterations in other subdomains that pre-
serve the functional integrity of domain 1. Thus, while this is
a highly significant deviation from the kinase consensus
motifs defined by Hanks et al. (10), it is not sufficient
grounds for dismissing the possibility that this domain has a
kinase-related catalytic function. Rather, it suggests that
other enzymatic properties, such as phosphatase activity or
the capacity to phosphorylate substrates other than proteins,
should be examined in the search for the function of this
domain. Conversely, the significance of these sequence
differences may lie in the choice of substrate for the catalytic
activities encoded by these domains. Altered specificity may
occur in the recognition of a different subset of substrate
proteins or may encompass the phosphorylation of amino
acids other than tyrosine, serine, and threonine. Alterna-
tively, this same spectrum of amino acids may be recognized
in a novel context. Whatever its function, the overall struc-
ture and conservation of this domain in the two JAK family
members described here speaks to an important functional
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(catalytic) role for this domain in the metabolic niche in
which they serve the cell. Cogent arguments to explain the
presence of two "catalytic" domains await the definition of
the nature of the catalytic activity of domain 1.

Finally, in respect to the evolutionary development of a
family of proteins such as the JAK family of PTKs, two
scenarios, each with distinct but important ramifications, are
possible. The first possibility is that the two kinase-related
domains arose by duplication of a common ancestral cata-
lytic domain followed by remodeling of one of these domains
into the form described above. The second possibility is that
the second kinase-related domain was "captured" by a
protein already bearing a PTK-related domain, rather in the
manner by which the SH2 domain of the nonreceptor PTKs
has found its way into several other families of protein, such
as the phospholipase C family (46) and the GTPase-activat-
ing protein of the ras proteins (51). The mGsaic composition
of most of these multidomain proteins, including the PTK
family, and the observation that there are functional ele-
ments (like the SH2 domain) shared between families natu-
rally suggest the wide application of this "modular" ap-
proach to their construction. If this mechanism is the basis
by which the JAK family of PTKs has been constructed, it
follows that the same kinase-related domain may also be a
component of other non-PTIK proteins. We are at present
investigating this possibility.
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