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The chicken erythrocyte anion transport protein (band 3 of the erythrocyte cytoskeleton) is a central
component taking part in two widely divergent functions of erythroid cells; it is a primary determinant of
cytoskeletal architecture and responsible for electroneutral C1"/HCO,~ exchange across the plasma mem-
brane. To analyze interesting aspects of the developmental regulation of this gene, we have cloned the cDNA
and genomic counterparts of the erythroid-specific anion transport protein. We show that a single genetic locus
for band 3 encodes two different erythroid cell-specific mRNAs, with different translational initiation sites,
which predict polypeptides of sizes very close to those observed in vivo. In vitro translation and immune
precipitation of synthetic mRNA derived from one putative fully encoding cDNA clone demonstrate that this
clone gives rise to a protein which is identical in size and antigenicity to bona fide chicken erythroid band 3.

The anion transport protein (band 3) is the most abundant
transmembrane protein present in mature erythrocytes
(RBC) (19). It has two distinct cellular functions; it serves as
a structural anchor for the network of cytoskeletal peripheral
membrane proteins, and it simultaneously functions as an
anion transporter in active erythroid cells (3, 5, 7, 16). These
separate functions have been localized within the linear map
of the band 3 polypeptide sequence; the former (cytoskeletal
anchor) is provided by the N-terminal cytoplasmic region,
while the latter (anion transport) resides in the C-terminal
transmembrane domain. In humans, the cytoplasmic domain
of band 3 has also been reported to provide binding sites for
hemoglobin and glycolytic enzymes (31, 37, 40, 44). Band 3
has also been suggested as playing a role in elimination of
aged or abnormal RBC by the immune system; clusters of
band 3 with deoxygenized and denatured hemoglobin may
provide binding sites for autoantibodies which, in turn, may
serve as a signal for phagocytosis by circulating macro-
phages (18, 34, 35, 39, 40).

Cloned copies of band 3 mRNAs show long regions of
sequence identity when the predicted translation products of
human, mouse, and chicken proteins are compared (espe-
cially in the binding site for the cytoskeleton and transmem-
brane regions [5a, 11, 17a, 20, 29a]), indicating that band 3
function is highly conserved during vertebrate evolution.
However, unlike the mammalian band 3, with a single
apparent M, of 95,000, avian band 3 appears as a doublet,
with apparent M,s of 100,000 and 105,000, upon sodium
dodecyl sulfate (SDS)-polyacrylamide gel electrophoresis
(17). The patterns of these two avian band 3 species (after
partial proteolysis) show significant similarity, suggesting
that they are structurally highly related (17). In its structural
role, band 3 forms part of the intrinsic attachment point of
the RBC cytoskeleton to the plasma membrane through its
association with ankyrin and band 4.1 (3, 5, 16). This
cytoskeletal network is thought to be responsible for main-
tenance of the required RBC membrane properties of de-
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formability and stability under mechanical stress (i.e., pas-
sage through blood capillaries). The fractional proportion of
band 3 associated with the cytoskeleton changes during
chicken embryonic development at the time when RBC
switch from expression of embryonic to adult hemoglobins
in primitive and definitive RBC, respectively (10).

The primary nonstructural role of band 3 in RBC function
is that of an anion transporter, which exchanges HCO;™~ for
Cl~ across the plasma membrane by electroneutral one-for-
one exchange (7, 19). The anion exchange protein not only
enhances the ability of blood to carry CO, and O, but also
regulates intracellular pH in coordinate activity with the
cytoplasmic enzyme carbonic anhydrase (36).

Recent evidence suggests that band 3 may also play a vital
role in erythroid cellular differentiation, providing the proper
intracellular pH for terminal erythroid cell maturation. The
v-erbA oncogene, which blocks differentiation of erythroid
precursor cells (transformed by temperature-sensitive mu-
tants of avian erythroblastosis virus [4]), quite specifically
suppresses transcription of the band 3 and carbonic anhy-
drase genes (45; M. Zenke and H. Beug, unpublished obser-
vations), even in the absence of a functional v-erbB gene
product. The v-erbA-induced block in erythroid differentia-
tion can be suppressed by extracellular alkalinization, which
inactivates the biological activity of v-erbA (Zenke and
Beug, unpublished), leading to abundant synthesis of band 3
(45). One of the major reasons for failure of v-erbA/ts S13- or
v-erbAlts v-erbB-transformed cells to differentiate is there-
fore likely to be due to the absence of anion transport
between the cytoplasm and blood plasma, a function directly
mediated by band 3 (45).

In this communication, we describe the isolation and
characterization of avian RBC band 3 cDNA and genomic
clones, which has allowed an analysis of the primary tran-
scriptional unit of two band 3 mRNAs which have different
translational initiation sites. We include avian band 3 cDNA
sequences and deduced amino acid sequences which dis-
agree with experiments recently reported by Cox and Laza-
rides (9). We have also examined the mRNA accumulation
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of band 3 during erythropoiesis by using one of the isolated
cDNA clones as a probe in S1 nuclease analysis and at the
translational level by using an anti-band 3 monoclonal anti-
body in immune precipitation experiments.

MATERIALS AND METHODS

Isolation of chicken band 3 clones. An erythroid Agtll
cDNA library (43) was screened with nick-translated murine
band 3 cDNA (20) as described previously (14). By immu-
nological screening, an erythroid Agtll cDNA library (45)
was screened essentially as described previously (42) by
using a previously characterized monoclonal antibody raised
against the chicken RBC band 3 protein (43). Positive cDNA
clones were used for plaque hybridization screening of the
same library and a second cDNA library was prepared by
using RNA isolated from 10-day-old chicken embryos (45).

A chicken genomic library was prepared by the procedure
described by Maniatis et al. (28). Chicken RBC genomic
DNA was cleaved by partial digestion with restriction endo-
nuclease Mbol, and fragments of 18 to 22 kilobase pairs (kb)
were purified by sucrose gradient centrifugation. The DNA
was then ligated to either EMBL3 or EMBL4 arms (Promega
Biotec) and packaged in vitro. Approximately 500,000 pri-
mary recombinant bacteriophages were screened by using
chicken band 3 ¢cDNA clones as previously described (12).
Positively hybridizing recombinant phages were plaque pu-
rified, and phage DNA was prepared by using Lambda-Sorb
(Promega Biotec).

DNA sequence determination. Sequence analysis of the
pBIIIC1 cDNA clone was done by using fluorescently la-
beled oligonucleotide primers and automated sequence re-
cording as previously described (2, 23). Partial analysis of
the cDNA clones, as well as the sequencing of small seg-
ments of the genomic clones, was accomplished by M13 and
double-stranded plasmid sequencing as previously described
(8, 33).

S1 nuclease protection analysis. cDNA clone pBIIIC1 was
digested with Pvull and then end-labeled with polynucleo-
tide kinase in the presence of [y->2P]JATP. The plasmid was
then digested with Scal at a unique site within the vector,
1,270 nucleotides (nt) from the 5’ end of the cDNA insert.
The 1,721-base-pair (bp) singly end-labeled Scal-Pvull frag-
ment was isolated and used as a probe for band 3 mRNA
analysis. The probe was denatured for 10 min at 75°C,
hybridization was carried out by continuing incubation at
50°C for 10 to 12 h under conditions previously described (8,
41), and the RNA-DNA hybrids were digested for 2 h at 30°C
with 1,000 U of S1 nuclease (Bethesda Research Laborato-
ries) per ml in 300 ul of a solution containing 280 mM NaCl,
50 mM sodium acetate (pH 4.6), 4.5 mM ZnSO,, and 20 pg
of (carrier) tRNA per ml. S1 nuclease-protected DNA was
electrophoresed on 7 M urea-5% polyacrylamide gels.

In vitro transcription and translation. Synthetic RNA from
cDNA clone pBIIIC1 was prepared by in vitro transcription
by using SP6 polymerase as previously described (6, 22); a
§'-terminal cap structure was added to the synthetic mRNA
by using guanylyltransferase (Bethesda Research Laborato-
ries) by incubating for 30 min at 37°C in 50 mM Tris
hydrochloride (pH 7.9), 1.5 mM MgCl,, 6 mM KCl, 2.5 mM
dithiothreitol, 100 pM GTP, 100 uM S-adenosylmethionine,
and 1 U of RNasin per pl (22, 29). SP6 RNA was purified by
digestion of the in vitro transcription products with RNase-
free DNase I, phenol extraction, and ethanol precipitation.
SP6 RNA and RBC poly(A)* RNA were translated in vitro
by using a rabbit reticulocyte cell lysate (Promega Biotec) at
30°C for 90 min in the presence of [>*S]methionine.
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Immunoprecipitation and gel electrophoresis. Radiola-
beled, in vitro-translated band 3 proteins were immunopre-
cipitated by using a monoclonal antibody to band 3 protein
and rabbit anti-mouse antibody fixed to protein A-Sepharose
(42). The immunoprecipitated proteins were suspended in 10
mM Tris hydrochloride (pH 8.0), 1 mM EDTA, 1% SDS,
10% sucrose, and 40 mM dithiothreitol, incubated at 37°C for
5 min, and finally analyzed by electrophoresis on 10%
polyacrylamide gels containing 0.1% SDS (15, 24).

In vivo labeling of total RBC proteins was accomplished
by isolation and in vitro culture of erythroid cells from
4.5-day-old embryos, 11-day-old embryos, and 11-day-old
chicks in methionine-free Dulbecco modified Eagle medium,
supplemented with [**S]methionine, for 1 h at 37°C. RBC
plasma membranes were purified from the in vivo-radiola-
beled erythroid cells as previously described (43) and then
immunoprecipitated in a solution containing 150 mM NacCl,
0.1% SDS, 1% Triton X-100, 1% deoxycholate, 20 mM Tris
hydrochloride (pH 8.0), and S mM EDTA by using the
monoclonal antibody raised against band 3 protein.

RESULTS

Isolation of chicken erythroid band 3 cDNA and genomic
clones. Two cDNA clones, ABIIIC1 and ABIIIC2, were
isolated by immunological screening of a Agtll expression
library prepared from the RNA of chicken erythroblasts
transformed by a new avian erbB-transducing virus (45) by
using the monoclonal antibody raised against the chicken
band 3 protein (43). cDNA clone ABIIIC3 was isolated from
a chicken erythroid Agtll cDNA library (43) by using a
heterologous murine band 3 cDNA probe (20) essentially as
previously described (14). Approximately 200 additional
cDNA clones (data not shown) were isolated from the
erythroblasts and a new chicken embryo library (45; see
Materials and Methods); six of these clones (pBIIIC4
through pBIIIC9) were further analyzed by partial DNA
sequencing. All of the cDNA clones were shown to overlap
in restriction enzyme mapping and preliminary DNA se-
quencing experiments (Fig. 1A), and both ABIIIC1 and
ABIIIC2 were found to also cross-hybridize to the murine
band 3 ¢cDNA clone (data not shown).

The 3-kbp EcoRI-subcloned (pBIIIC1) insert of ABIIIC1
was used to screen the primary AEMBL3 genomic library
prepared from chicken RBC chromosomal DNA. Sixteen
independent genomic recombinants were isolated and plaque
purified; three of these recombinants (ABIIIG1, ABIIIG2,
and ABIIIG3) were subsequently shown to hybridize to a
fragment representing the 5'-most 150 bp of pBIIIC1. The 5’
end of the chicken erythroid band 3 genomic locus is
depicted in Fig. 1B.

Characterization of chicken erythroid band 3 cDNA clones.
We have sequenced the entire cDNA clone pBIIIC1, con-
taining a recombinant segment of 2,968 bp, and approxi-
mately 500 bp at the 5’ ends of cDNA recombinants pBIIIC2
through pBIIIC9. pBIIIC4 through pBIIIC9 were all found to
be identical in internal DNA sequence to pBIIIC1. The
largest of these recombinants was pBIIIC4, which was found
to be 63 bp longer than pBIIIC1 at the 5’ end; the compiled
3,031-bp sequence is presented in Fig. 2.

A short open reading frame (nt 26 to 40) precedes the
major open reading frame in pBIIIC1, beginning at an ATG
at position 77 to 79 and extending to a termination codon at
position 2843 to 2845. The DNA sequence therefore predicts
a polypeptide of 922 amino acids which has a predicted
molecular weight of 102,329 before posttranslational modifi-



4418 KIM ET AL.
A.
‘A—‘ ABHIC1
B
L y ] ABIIC2
(Jo e . n S sics
I T T Bg |
I+ [T Neol
I 1 Pwull
B.
Xb N
— 4 PR ABIIG1
N
L 1 ) ABIIG2
: 4 kbp : o C2 C4 CiIN \BIIG3
[ 1 11 T T T 1 —] BamHI
[T T 1 I ] Sacl
I T [ Xhol

FIG. 1. Restriction maps of the chicken erythroid band 3 cDNA
and chromosomal recombinants. (A) Restriction enzyme maps of
the three isolated band 3 cDNA clones. An abbreviated restriction
enzyme map is depicted below the drawings, showing the position
and size of the three cDNA clones. Unique sites present in the
cDNA clones are shown in relative position within the sequence: B,
BamHI; Xh, Xhol; S, Sacl. (Note that the 5'-most Ncol site [*] is
present in the recombinant insert of ABIIIC1 but not in ABIIIC2.)
Solid boxes indicate the predicted coding sequences of the two band
3 proteins (Fig. 3). (B) Relative position of restriction enzyme sites
within the band 3 genomic locus and abbreviated restriction maps of
the three 5’-most chicken genomic recombinants. (The broken line
indicates a region deleted in genomic clone ABIIIG1.) Unique sites
present within the genomic locus, and their relative positions, are
shown: Xb, Xbal; N, Notl. The dotted box above the line denoting
the relative position and size of ABIIIG3 represents the fragment
which hybridizes to the pBIIIC4-specific oligonucleotide, the solid
box represents the position of hybridization to the pBIIIC2-specific
probe, and the hatched box represents the position of hybridization
to the pBIIIC1-specific probe (see Results and Fig. 7).

cation. The sequences surrounding the ATG for this long
open reading frame correspond well to the consensus se-
quence thought to function as a translational initiation site in
eucaryotic mRNA (21). The predicted pl of the large
pBIIIC1 translation product is 6.55, in good agreement with
the value, experimentally determined by Jay (17), of 5.8 to
6.5 for the chicken band 3 protein. The identity between the
murine and chicken band 3 sequences is 60.4% as predicted
from conceptual translation of the pBIIIC1 cDNA clone
(Fig. 3).

In addition to the sequences presented in Fig. 2, we have
sequenced both the 5’ and 3’ ends of pBIIIC2 through
pBIIICY. The only disparity found between all of the inde-
pendent cDNA clones described in this communication is a
sequence mismatch of 15 bp at the 5’ end of pBIIIC2 and all
the others (C2, Fig. 2). Since an in-frame termination codon
in pBIIIC2 occupies the same relative sequence position of
the AUG initiation codon of pBIIIC1 (Fig. 2; C2, nt 77t0 79),
pBIIIC2 is predicted to initiate translation of an 889-amino-
acid polypeptide which starts precisely 33 amino acids
downstream of the pBIIIC1 initiation codon (in the same
reading frame), giving rise to an N-terminally foreshortened
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protein (identical in internal sequence to the C1 protein) of
M, 98,777.

This result is clearly in disagreement with the chicken
erythroid anion transport protein cDNA sequence and poly-
peptide sequence (predicted by conceptual translation of the
cDNA clone pCHB3-1) previously described by Cox and
Lazarides (9). The band 3 protein which these authors
deduce from pCHB3-1 DNA sequence begins translation at
amino acid 79 of the pBIIIC1 sequence (Fig. 2; 3-1), predict-
ing a polypeptide of 844 amino acids with a molecular mass
of 93,784 (erroneously reported as 109,000 [9]) and a pI of
9.83; both the molecular weight and pl of this predicted
protein substantially differ from values in the established
literature (17). Although internal sequences within cDNA
clone pCHB3-1 match the DNA sequence of pBIIIC1 with
long regions of identity (including, however, a number of
base sequence and several frameshift discrepancies), se-
quences 5' to position 267 of pBIIIC1 are not related to
pCHB3-1 (Fig. 2). This observation left open the possibility
that multiple band 3 mRNAs are present in chicken erythroid
cells and that pBIIIC1, pBIIIC2, and pCHB3-1 cDNAs (9) all
represent genuine band 3 mRNAs.

Expression of anion transport protein mRNAs. To distin-
guish whether or not multiple erythroid band 3 mRNAs exist
in chicken erythroid cells, S1 nuclease protection analysis
was performed. Total RBC RNA isolated from anemic hens
was hybridized to a 1,721-nt probe from pBIIIC1 (end
labeled at the Pvull site within the cDNA) and then digested
with S1 nuclease (41). If the cDNA clones all represent bona
fide band 3 mRNAs, fragments of 451, 423, and 248 nt would
be expected after hybridization and S1 nuclease digestion
by erythroid band 3 mRNAs representative of pBIIICI,
pBIIIC2, and pCHB3-1, respectively.

As shown in Fig. 4 (lane 5), only the 451- and 423-nt
fragments were detected in adult RBC RNA; no mRNA
corresponding to pCHB3-1 (9) was detected. To ensure that
the lack of the 248-nt fragment corresponding to this clone
was not due to S1 nuclease digestion conditions, we lowered
the S1 nuclease concentration to 300 U/ml and performed the
digestion at room temperature (compared to our standard
condition of 1,000 U of S1 nuclease per ml at 30°C); under
these conditions, a 248-nt fragment was still not detected
(data not shown). Although we cannot, from these data
alone, rule out the possibility that pCHB3-1 represents a
genuine band 3 transcript expressed at extremely low levels,
we tentatively conclude that this clone (9) was generated by
artifactual ligation of two unrelated cDNA products into one
isolated recombinant.

We have not examined pBIIIC1-C9 to specifically address
the question of whether or not these recombinants contain a
band 3 mRNA which is reported to lack one membrane-
spanning exon (9). Recombinants pBIIIC1 through pBIIIC3
all contain this exon by direct DNA sequence analysis (data
not shown). Since the experiment reporting the missing exon
was technically flawed (only protection fragments corre-
sponding to either full-length deletion recombinant probe or
the band 3 sequence reported here were visualized in that
experiment [9]), we cannot comment on the possibility that
such an mRNA does or does not exist in chicken RBC
mRNA, although we find no evidence for the existence of
that species of band 3 mRNA in the experiments reported
here.

To study the expression of band 3 mRNA synthesis during
embryonic development, S1 nuclease protection analysis
was performed with total RNA isolated from 4.5-day-old
embryonic RBC (primitive erythroid cells), 11-day-old em-
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FIG. 2. DNA sequence of chicken erythroid band 3 cDNAs. The compiled DNA sequence of several overlapping band 3 cDNA clones (see
Results) is shown, in comparison to the 5’ ends of recombinants pBIIIC2 and pCHB3-1 (9). The AUG corresponding to translation initiation
(boxed) indicates the predicted translational start site for band 3 polypeptides corresponding to cDNA clones pBIIIC1 (nt 77 to 79), pBIIIC2
(nt 176 to 178), and pCHB3-1 (nt 311 to 313). Nucleotide 1 corresponds to the first nucleotide of recombinant ABIIIC4, a 5' extension of
ABIIIC1 (Fig. 1; see Results). An arrow indicates the position of the 5’-most nucleotide of ABIIIC1. Where pBIIIC1 through pBIIIC9 or
pCHB3-1 are identical, only the pBIIIC1 sequence or dashes are shown. The 5’-most 661 bp of pPCHB3-1 (9) do not match pBIIIC1, whereas
the 5’-most 15 bp of pBIIIC2 are not identical. pBIIIC1 (Fig. 1) and pCHB3-1 (9) also differ after nt 267 by multiple point and frameshift
discrepancies (not shown) which change the predicted polypeptide sequence (Fig. 3). The Pvull site used in S1 nuclease mRNA protection

(Fig. 4) is underlined (nt 512 to 517).

bryonic RBC (90 to 95% immature definitive erythroid cells),
and anemic adult hen RBC (mature definitive cells). As
shown in Fig. 4, the two band 3 mRNAs represented by
cDNA clones pBIIIC1 and pBIIIC2 were expressed in both
primitive and definitive cells in roughly equal quantities at all
developmental stages. Since the library from which pCHB3-
1 was isolated was prepared by using RBC RNA isolated
from 15-day-old chick embryos (9), it is equally clear that
this mRNA is not present in either late embryonic definitive
(11-day-old embryonic RBC) or mature definitive (anemic
adult hen RBC) erythroid cells.

To determine whether or not the band 3 cDNA clones
encode mRNAs which are erythroid specific, we performed
RNA blot analysis of poly(A)* mRNAs isolated from vari-

ous chicken tissues and cell lines. As shown in Fig. 5, no
hybridization was detected to equal amounts of RNA from a
transformed erythroid progenitor (HD6) cell line, a lymphoid
(MSB-1) cell line, or perfused adult chicken kidney or liver
cells (1, 4). Thus the recombinant segment of pBIIIC1
hybridized only to mRNA(s) prepared from RBC of an
anemic adult hen by using standard stringency blot washing
conditions (equivalent to 10 mM monovalent cation at 50°C),
revealing that this recombinant indeed represents chicken
erythroid-specific band 3 mRNA(s). We cannot knowledge-
ably comment on the origin of the less intense 5-kb band
visualized in this RN A blot. It may represent a genuine band
3 transcript, although we feel that it may equally likely
represent an aldehyde cross-linking artifact, an artifact fre-
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FIG. 3. Amino acid sequence comparison between the murine (lower line) and chicken (upper line) erythroid band 3 proteins. The
predicted amino acid sequence of the chicken erythroid band 3 cDNA clone (pBIIIC1) is compared with the deduced mouse band 3 sequence
(20) and aligned to maximize identical sequences (boxed). Amino acids are designated by the single-letter code. Amino acid sequence
predictions which differ between the two avian RBC band 3 cDNA clones pBIIIC1 and pCHB3-1 (9) are highlighted by a dot above the

predicted sequence of pBIIIC1.

quently visualized in this type of gel analysis system (13).
Although we detected only erythroid-specific transcripts
under these conditions, others have reported the existence
of band 3-like molecules in both mammalian and chicken
kidney cells (38).

pBIIIC1 encodes a protein indistinguishable from erythroid
band 3. We next performed an experiment designed to
ascertain whether or not pBIIIC1 encodes a full-length band
3-coding sequence. If so, one would anticipate that in vitro
translation products of total RBC poly(A)* RNA or of in
vitro transcripts of pBIIIC1 should be precipitable with the
anti-band 3 monoclonal antibody and that these two immune
precipitation products should be the same in size. The
resulting data from this experiment are shown in Fig. 6A, in
which the polypeptide encoded by pBIIIC1 is indeed the
same size as the in vitro translation product of RBC
poly(A)* RNA; additionally, these in vitro-translated band 3
polypeptides migrate as the same apparent size as in vivo

labeled band 3 protein (17). (In the previous paper, pPCHB3-1
[9] was not shown to encode a full-length band 3 polypep-
tide; only an internally truncated in vitro transcript was used
in the characterization of in vitro translation products, once
again underscoring the possibility that pCHB3-1 represents a
cloning artifact.)

In a parallel series of experiments, we also examined the
expression of band 3 protein during development (Fig. 6B).
The absolute levels of band 3 protein did not change dramat-
ically; however, band 3 protein seemed to be associated, at
later times in development, with other cytoskeletal proteins
strongly enough for them to be coprecipitated as a complex
with band 3. These data agree well with the previous
observations of Cox et al. (10), who showed that the portion
of band 3 associated with the cytoskeleton changes during
chicken embryonic development. We cannot rule out the
possibility that this association is due to adventitious binding
to mature cytoskeletal components because of slight differ-
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FIG. 4. S1 nuclease protection of band 3 mRNAs during chicken
erythroid development. Five micrograms of erythroid total cellular
RNA isolated from 4.5-day-old embryos (lane 3), 11-day-old em-
bryos (lane 4), or anemic adult hens (lane 5) was analyzed by S1
nuclease protection by using a 1,721-bp Sacl-Pvull fragment of
pBIIIC1 singly end labeled at the Pvull site (underlined in Fig. 2).
Lane 2 shows the undigested S1 nuclease protection probe. DNA
size markers (pBR322 digested with Hinfl and end labeled with
[y-3?P]JATP) were electrophoresed in parallel (lane 1).

ences in immunoprecipitation conditions or that the extent of
band 3 association with cytoskeletal protein(s) varies during
RBC maturation and that the RBC used both here and in the
previous report were simply at different stages of erythroid
cellular maturation.

Mapping the 5’ end of the chicken erythroid band 3 gene.
As shown in Fig. 2, the 5’ end of pBIIIC2 does not match the
pBIIIC1 sequence in the first 15 nucleotides. After this point,
the two cDNAs become perfectly matched, and as shown in
Fig. 4, both sequences were approximately equally repre-
sented in mRNA isolated from RBC. This implies one of
three possibilities: that pBIIIC1 and pBIIIC2 represent dif-
ferentially spliced mRNAs of a single band 3 primary tran-
script, that the two mRNAs are transcribed from different
promoters within the same gene, or that the two mRNAs are
transcribed from two different genes.

In efforts to further characterize the transcriptional nature
of these two mRNAs, oligonucleotides which are unique and
complementary to the 5’ ends of each of the mRNAs were
synthesized, radiolabeled, and then used to probe identical
blots of band 3 genomic subclones digested with several
restriction enzymes (Fig. 7). The probes represented anti-
mRNA sense oligonucleotides corresponding to the 5’ ends
of pBIIIC1 (3'-ACTCACCTCGGTACCTCC-5'; nt 66 to 83
[Fig. 2]), pBIIIC4 (3'-CCGCCGCCGCAGGGGTC-5'; nt 1 to
17 [Fig. 2]), and pBIIIC2 (3'-CTCCAAGTTTGTGCGTCC
TG-5’; nt 78 to 97 of C2 [Fig. 2]). The pBIIIC4-specific
oligomer hybridizes to an 0.8-kbp BamHI fragment (Fig. 1B,
dotted box on the line depicting ABIIIG3), while the pBIIIC1
oligonucleotide hybridizes to a 1.5-kb BamHI fragment (Fig.
1B, hatched box), both within a Sacl-Notl fragment of
ABIIIG3. The pBIIIC2-specific oligomer hybridizes to a
2.2-kb Apal-Sacl fragment of ABIIIG3 (Fig. 1B, solid box).
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FIG. 5. Tissue-specific expression of RBC anion transport pro-
tein mRNA. Two micrograms of poly(A)* RNA were electropho-
resed on a 1.2% HCHO agarose gel (25), transferred to nitrocellu-
lose, and probed with the nick-translated 3-kbp insert of cDNA
clone pBIIIC1. Exposure time was 3 h with an intensifying screen.
The blot was stripped and then rehybridized with a nick-translated
chicken rRNA genomic clone (30) for internal size standardization.
Lane 1, Perfused liver RNA; lane 2, MSB-1 RNA; lane 3, anemic
adult reticulocyte RNA; lane 4, HD6 RNA; lane S, perfused kidney
RNA. MSB-1 cells are a chick splenic lymphoma cell line (1), while
HDé6 cells are an erythroblast cell line transformed by ts167AEV (4).

Thus, the two mRNAs represented by cDNA clones
pBIIIC1 and pBIIIC2 clearly arise by transcription within a
single genetic locus.

DISCUSSION

In this paper, we report the isolation and initial character-
ization of cDNA and genomic clones encoding the chicken
RBC anion transport proteins (band 3). Nucleotide sequence
analysis of cDNA clones and S1 nuclease protection analysis
suggest that two chicken erythroid band 3 polypeptides are
produced by different mRNAs with different translational
start sites. We have assigned the Met codon at position 77 to
79 (Fig. 2) as the translational start site of an mRNA
corresponding to pBIIIC1, since it is the only in-frame ATG
downstream of a prior in-frame stop codon which can
encode a protein of approximately the expected size. We
have also assigned the second Met codon (numerically
equivalent to nt 176 to 178 of pBIIIC1 [Fig. 2]) as the
translational start site of an mRNA represented by pBIIIC2,
since it is the first in-frame ATG downstream of a stop codon
(corresponding to nt 77 to 79 of pBIIIC1) in this cDNA clone
(Fig. 2, C2).

The difference between the pBIIIC1 and pBIIIC2 cDNA
clones occurs at a position which is very close to the
predicted translational initiation sites of the two mRNAs
(Fig. 2). The first ATG encountered in recombinant pBIIIC2
is numerically equivalent to nt 176 to 178 of pBIIIC1,
predicting that a polypeptide synthesized from a pBIIIC2
mRNA would initiate translation precisely 33 amino acids
downstream of the translational initiation site of pBIIIC1 in
the same reading frame. This implies that two chicken
erythroid band 3 polypeptides (with predicted molecular
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FIG. 6. Immune precipitation of band 3 protein. (A) Anemic
adult hen reticulocyte membrane proteins were pulse-labeled with
[>*SImethionine, and RBC membranes were purified (lane 1).
Poly(A)* RNA from anemic adult hen reticulocytes (lane 2) and
sense strand RNA synthesized in vitro by transcription of band 3
cDNA clone pBIIIC1 capped by guanylyltransferase (lane 3) or
uncapped (lane 4) were translated in vitro in the presence of
[>3SImethionine. All four samples were then immune precipitated by
using the monoclonal antibody raised against chicken RBC band 3
protein (43) and rabbit anti-mouse antibody fixed to protein A-
Sepharose. The immunoprecipitated proteins were then electropho-
resed on a 10% polyacrylamide-0.1% SDS gel. Molecular weight
markers (X 10%) (**C-labeled protein standards; Amersham Corp.)
were run in a parallel lane of the same gel. (B) Expression of the
chicken anion transport protein during development. Circulating
erythroid cells from 4.5-day-old embryos (lane 1), 11-day-old em-
bryos (lane 2), and anemic adult hens (lane 3) were pulse-labeled
with [>*S]methionine. RBC membranes were purified from the cells
and then immunoprecipitated and electrophoresed as described
above.

weights of approximately 102,000 and 99,000) are produced
by different mRNAs with different translational start sites;
this is an attractive possibility, since these are very close to
the sizes for the band 3 proteins determined by in vivo
labeling (105,000 and 100,000 [17]).

The predicted amino acid sequence of the larger band 3
protein (Fig. 3) shows significant identity to the amino acid
sequence predicted from conceptual translation of murine
erythroid band 3 cDNA; the similarity is striking, especially
in the transmembrane-spanning regions (the anion transport
functional domain) between human, mouse, and chicken
erythroid band 3 and human nonerythroid band 3 proteins
(5a, 11, 20, 29a). Although the cytoplasmic domain is only
poorly conserved among these, the tentative ankyrin-binding
site is very highly conserved (11, 17a, 20). As in the human
and mouse erythroid band 3 proteins, there is a highly
conserved region, rich in tryptophan residues, N terminal to
the tentative ankyrin-binding site (residues 79, 85, and 98;
Fig. 3); there is also a region rich in proline which is C
terminal to the ankyrin-binding site within the cytoplasmic
domain (residues 149, 166, 176, 214, and 221; Fig. 3),
although the absolute positions of the proline residues are
not well conserved between chicken and mammalian band 3
proteins.

It has been proposed that the cytoplasmic domain of
human band 3 forms a homodimer with the pH-dependent,
reversible hinge in the proline-rich region (26) and that the
dimers may form tetramers at the plasma membrane surface
(27, 32). Although it is not known whether chicken band 3
forms a homodimer or heterodimer, it seems likely that both
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FIG. 7. cDNA-specific oligonucleotide hybridization to band 3
genomic clones. A genomic subclone of ABIIIG3 was digested with
Apal and Sst1 (lane 1), while a nonoverlapping subclone of the same
parental genomic recombinant was digested with BamHI (lane 2);
the DNA samples were then electrophoresed on a neutral 1.0%
agarose gel and blotted simultaneously to nitrocellulose filters. Panel
A shows a filter probed with pBIIIC1-specific oligomer, panel B
shows an identical filter probed with the pBIIIC4-specific oligomer,
and panel C shows a third filter probed with the pBIIIC2-specific
oligomer (see Results). DNA size markers (AcI857Sam7 digested
with HindIII) were electrophoresed in a parallel lane of the same gel.
The position of the hybridizing bands are shown in relation to the
band 3 genomic locus (within ABIIIG3) in Fig. 1; the dotted box
indicates the position of hybridization of the pBIIIC4-specific oligo-
nucleotide, the hatched box indicates the position of DNA fragment
hybridization to the pBIIIC1-specific oligomer, and the solid box
shows the position of the DNA fragment detected by pBIIIC2-
specific oligomer hybridization.

of the chicken erythroid band 3 polypeptides are involved in
the anion transport function, since both are labeled with
[*H,]DIDS (4,4'-diisothiocyanodihydrostilbene-2,2'-disulfon-
ic acid), a compound which inhibits band 3-mediated anion
transport (17). The N terminus of the predicted chicken RBC
band 3 protein is 10 amino acids (pBIIIC1) or 43 amino acids
(pBIIIC2) shorter in homology alignment than the predicted
mouse and human erythroid band 3 proteins (Fig. 3). This
agrees well with the lack of binding of glyceraldehyde-3-
phosphate dehydrogenase to the chicken anion transport
protein (17), whose binding site is in the first 11 residues of
human band 3 (39).

DNA filter hybridization analysis of band 3 genomic
clones probed with pBIIIC1, pBIIIC2, or pBIIIC4 cDNA-
specific oligonucleotides indicates that these two mRNAs
are transcribed from the same gene (Fig. 7), although only
one cDNA clone (pBIIIC2) encoding the smaller predicted
polypeptide has been isolated. Identification of the true 5’
terminus of the chicken erythroid band 3 gene will provide
conclusive information on the mechanism of transcription
and splicing within this genetic locus. If two mRNAs share
the first exon, it is likely that they are differentially spliced
versions of a single band 3 primary transcript; if they remain
diverse at the 5’ ends, it suggests that they are transcribed
from two different promoters within the same locus.

The 3’ ends of the pBIIIC1 and pBIIIC3 cDNA clones
are virtually identical (pBIIIC3 has an A residue at position
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3021 [Fig. 2]), but no consensus polyadenylation signal
(AAUAAA) is found in either clone. We are presently
unsure whether the polyadenylate residues at the 3’ ends of
clones C1 and C3 represent the actual 3’ processing and
polyadenylation sequences or whether the oligo(dT) primer
used in first-strand cDNA synthesis initiated reverse tran-
scription at an internal oligo(rA) sequence within band 3
mRNA. Since the size of the largest cDNA clone that we
have sequenced is 3 kbp, and yet the size of the most
intensely hybridizing band on RNA blot analysis is 4.4 kb, a
combination of 5’- and 3'-untranslated segments of the
mRNAs should account for the missing 1.4 kb. This clearly
leaves open the possibility that the 3'-untranslated region
extends beyond the oligo(A) segment present in the cDNA
clones. Final resolution of this question will await further
characterization of the genomic clones and complete mRNA
analysis.
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