© 1991 Oxford University Press

Nucleic Acids Research, Vol. 19, No. 23 6485 —6490

Diversity of a ribonucleoprotein family in tobacco
chloroplasts: two new chloroplast ribonucleoproteins and a
phylogenetic tree of ten chloroplast RNA-binding domains

Lizhen Ye, Yuging Li, Kaoru Fukami-Kobayashi', Mitiko Go', Tomokazu Konishi?,

Akira Watanabe? and Masahiro Sugiura

Center for Gene Research, 'Department of Biology, 2Research Institute for Biochemical Regulation,

Nagoya University, Nagoya 464-01, Japan

Received August 23, 1991; Revised and Accepted November 8, 1991

EMBL accession nos X61113 and X61114

ABSTRACT

Two new ribonucleoproteins (RNPs) have been
identified from a tobacco chloroplast lysate. These two
proteins (cp29A and cp29B) are nuclear-encoded and
have a less affinity to single-stranded DNA as compared
with three other chloroplast RNPs (cp28, cp31 and
cp33) previously isolated. DNA sequencing revealed
that both contain two consensus sequence-type
homologous RNA-binding domains (CS-RBDs) and a
very acidic amino-terminal domain but shorter than that
of cp28, cp31 and cp33. Comparison of cp29A and
cp29B showed a 19 amino acid insertion in the region
separating the two CS-RBDs in cp29B. This insertion
results in three tandem repeats of a glycine-rich
sequence of 10 amino acids, which is a novel feature
in RNPs. The two proteins are encoded by different
single nuclear genes and no alternatively spliced
transcripts could be identified. We constructed a
phylogenetic tree for the ten chloroplast CS-RBDs.
These results suggest that there is a sizable RNP family
in chloroplasts and the diversity was mainly generated
through a series of gene duplications rather than
through alternative pre-mRNA splicing. The gene for
cp29B contains three introns. The first and second
introns interrupt the first CS-RBD and the third intron
does the second CS-RBD. The position of the first
intron site is the same as that in the human hnRNP A1
protein gene.

INTRODUCTION

Chloroplasts contain their own genetic system and near 100
distinct chloroplast genes have so far been described (for review
see 1, 2). Eighteen chloroplast genes from higher plants are
known to contain introns and chloroplast introns can be classified
into at least three groups (3 —5). The intron boundary sequences
of the largest group are conserved and resemble those of nuclear
genes, suggesting that the splicing of many chloroplast pre-
mRNAs occurs in a similar way to that for nuclear pre-mRNAs.
In the nucleus, pre-mRNAs are bound with specific proteins
to form hnRNP particles. Some of the hnRNP proteins have been

shown to be involved in pre-mRNA splicing (6,7). The hnRNP
complex consists of six core proteins, Al, A2, B1, B2, C1 and
C2 (for review see 8) and these core proteins contain one or two
conserved domains of 80—100 amino acids named consensus
sequence-type RNA-binding domain (CS-RBD) (9) or RNA
recognition motif (10). CS-RBD includes a most conserved
octamer sequence termed ribonucleoprotein consensus sequence
(RNP-CS)(11,12) and a less well conserved hexamer, RNP2 (8).
CS-RBD has been shown to be the minimum structure for RNA-
binding activity (10,13 —17). In animals, alternative pre-mRNA
splicing is well known to generate the diversity of hnRNP proteins
(18-22).

Three plant RNPs or RNA-binding proteins were isolated from
tobacco chloroplasts (23). These three proteins were eluted from
single-stranded (ss) DNA cellulose with 2 M NaCl and each
contains two CS-RBDs. Since different hnRNP core proteins have
different affinities to ssDNA (24), we tried to isolate RNP-like
proteins with a less affinity to ssDNA. Two chloroplast proteins
of around 29 kd were isolated and their genes were analyzed.
Both proteins were found to be new RNPs containing two CS-
RBDs and nuclear-encoded. This finding suggests the existence
of a sizable RNP family in chloroplasts like in yeast and mammal
nuclei. No alternatively spliced transcripts could be identified for
the two new RNPs. We have constructed a phylogenetic tree for
the ten chloroplast CS-RBDs. The tree supports that a diversity
of chloroplast RNPs was mainly generated through the gene
duplication from a common ancestor containing two CS-RBDs
rather than through alternative splicing of single pre-mRNAs.
The diversity of a RNP family is probably necessary for pre-
mRNA processing and/or splicing in chloroplasts.

MATERIALS AND METHODS
Isolation of ssSDNA-binding proteins

Chloroplast ssDNA-binding proteins (a 0.6 M NaCl fraction)
were prepared and sequenced as described (23).

cDNA cloning

Leaf cDNA libraries of N.tabacum and N.sylvestris in Agt10 were
constructed using a ¢cDNA synthesis kit (Pharmacia). Oligo-
nucleotide probes for cp29A and hybridization temperatures were:
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probe A: CCRTCTTCIACRTCTTCDATTTGICCRAA, 51°C
probe B: CCRTCYTCIACRTCYTCIATYTGICCRAARTCISWIARIGTIAC., 58°C

(R=AandG,Y=CandT,S=GandC, W= Aand T, D=
A, Gand T, I= Inosine ). 108 Positive clones from a N.tabacum
cDNA library (1 X 106 clones) screened by probe A were further
verified by probe B. A N.sylvestris cDNA library was then
screened using a subcloned 5'-fragment (341 bp) of a N.tabacum
cDNA (ANT29AC, the longest insert of 998 bp) at a hybridization
temperature of 65°C and a final washing at 65°C with 0.1 XSSPE
containing 0.1% SDS. About 100 positive clones were obtained
from 1.3X10° clones.

Recombinant A\DNA preparation and DNA sequence analysis
were performed using a ADNA sequencing method (25). Two
Agtl0 primers 1233 and 1234 (23) and several other
oligonucleotides were used as sequencing primers. Sequenase
version 2.0 DNA sequencing kit (USB) was used.

In vitro import assay

A sequence encoding the precursor protein of cp29A was
synthesized on ANS29AC template by PCR. Two PCR primers
contained either Pstl or Ncol site were used. The amplified DNA
was cloned into a Ncol/Pst1 digested Bluescript version IT SK*
vector (Stratagene) and the insert sequence (pNS29AC) was
verified by plasmid DNA sequencing.

Pea chloroplast preparation and import experiment were
performed essentially as described (23,26). Ten pg of plasmid
DNA was linearized with BamHI, treated with proteinase K and
extracted with phenol/chloroform. RNA synthesis was carried
out according to the instruction manual of mCAP™ mRNA
Capping kit (Stratagene). Translation was performed in 50 pl of
a rabbit reticulocyte lysate system (Amersham) containing 70 uCi
[3*S]methionine (specific activity > 1000 Ci/mmol) and 3 ul of
the capped transcript (about 0.5 ug RNA) as described in the
instruction manual.

Genomic cloning

The cp29A cDNA insert was excised from pNS29AC and used
as probe to screen a N.sylvestris genomic library (in Adash) which
was constructed previously (27). The insert in a clone ANS29BG)
was excised with Xbal and subcloned into Bluescript SK* vector
(pNS29BG). Deletion, ssDNA preparation and sequencing was
carried out according to the standard method (28) and the
instruction manual of TaKaRa.

Reverse transcription and PCR cloning

A cDNA plasmid encoding the mature protein of cp29B was
constructed using a cDNA Cycle™ kit (Invitrogen). Reverse
transcription was carried out in a 20 gl reaction containing 20
pg of total N. sylvestris leaf RNA. Phenol/chloroform extraction
and ethanol precipitation were then performed. The resultant
single-stranded cDNA mixture was used as template for PCR
using two specific primers for cp29B (containing either Ncol or
Xbal site). The amplified fragment was cloned into a Ncol/Xbal-
digested pTMV-3 vector (29) and the insert sequence (pNS29BC)
was compared to the genomic sequence to determine the intron
sites.

Computer analyses

DNA sequences were analyzed as described by Hiratsuka er
al.(30). The evolutionary distance of each pair of aligned CS-
RBD sequences was calculated according to Jukes and Cantor
(31). Phylogenetic tree construction was carried out using the

31kd— Rb—.——
30kd-

29kd

Figure 1. SDS-PAGE pattern of proteins eluted at 0.6 M NaCl from an ssDNA
cellulose column. Determined N-terminal sequences are shown on right. An
asterisk indicates a blocked N-terminus and X denotes unidentified residues.

neighbor-joining (N-J) method (32). The region from the 15th
to the 83rd residues of each CS-RBD sequence was used because
the sequence of sorghum AAIPSI is truncated. We have
confirmed that the region we ignored does not essentially affect
the results.

RESULTS
Isolation of cp29A and cp29B proteins

When total soluble proteins from tobacco (N. tabacum)
chloroplasts were applied to an ssDNA cellulose column, a group
of 2933 kd proteins were eluted between 0.3—0.6 M NaCl
as shown in Figure 1. Based on the N-terminal amino acid
sequences, two minor bands of 33 kd and a band of 31 kd
correspond to cp33 and cp31, respectively (23). The N-terminus
of a 30 kd protein is blocked. Among three major bands of around
29 kd, two of them have near identical N-terminal sequences and
this is due probably to the amphidiploidy of N.tabacum. These
two 29 kd proteins were designated as cp29A and the other as
cp29B. We failed to find their N-terminal sequences in any frames
translated from the complete sequence of tobacco chloroplast
genome (33) and they must be nuclear-encoded.

cDNA sequence analysis of cp29A

cDNA clones for cp29A were isolated from a N.sylvestris leaf
cDNA library (N.sylvestris is the female progenitor of N.tabacum
and thus is a simpler system for the analysis of nuclear genes).
The longest clone A\NS29AC, a 1155 bp insert) was sequenced
directly by the ADNA sequencing method (25). As shown in
Figure 2A, the determined N-terminal sequence of one of the
cp29A bands matches the deduced sequence (underlined, D at
the 7th position). We have also found that one of the cDNA clones
for cp29A from N.tabacum contains G in the 7th position (data
not shown). This polymorphism is likely to be caused by the
alloploidy of N.rabacum (see Figure 1). The cDNA sequence
revealed a reading frame of 273 amino acids. The first 58 amino
acid sequence, rich in hydroxylated residues and has an overall
positive charge, is likely to be a transit peptide (e.g. 34) and has
been shown to be a genuine one by an in vitro import experiment
(Figure 3). The mature protein is 215 amino acids long (mol.
wt, 23,512) and contains two CS-RBDs, confirming that it is
also an RNP.

Genomic sequence analysis of cp29B

A N.sylvestris genomic library was screened with the above
cp29A cDNA as probe. Five positive clones were obtained from
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[\ ctcgtgeecgtttttttgettcaaaaccttatettcaATGGCTTCCTCAGCTTCTTCCCTCCATTTCCTTTCCCTTACACCTCAAACACTTCCTCTACCAAAACCTACTTCTCAAACAACT 120
A S S A S S L HF UL SLTUPAGQTULU®PIULU®PI KU PTSQTT
TCCCTTTCCTTCTTTTCCCTTCCTCCTTCTTCTCTCAACCTTTCTTTATCTTCTTCTTCATCTTGTTTTTCTTCTCGTTTTGTTCGTAAGGTTACCCTTTCTGATTTTGACCAAATTGAG 240
S L 8§ F F S L PP S S L NULJSTULS S S S SCTVF S SRVFUVZERIKUVTTLSDZFDQQTIE
GATGTTGAAGATGGTGATGATGGTGTAGAAGAAGAACGTAATTTCTCTCCTGACCTTAAAATCTTTGTCGGTAACTTGCCTTTCAGTGCTGATAGTGCTGCTCTTGCTGAGCTTTTTGAG] 360
D VEDGDDGVETETETRNTFSPD K I F V G NL PF S A D S A AL A EVLF E
GTGCTGGTAATGTTGAGATGGTTGAGGTTATCTATGACAAGCTTACAGGAAGAAGCAGAGGTTTTGGTTTTGTGACAATGTCCTCAAAAGAGGAAGTTGAAGCTGCCTGTCAACAATTT| 480
A G NV EMV EV I YD KTULTU GRS SURGTPFGTFVTMS S KETEVEAACAQAQEF
TGGATATGAACTCGACGGGAGGGCATTGAGGGTGAATTCTGGGCCACCACCAGAGAAGAGFGAGAATTCTTCTTTCCGTGGAGGCAGCAGGGGTGGGGGAAGTTTTGATAGCTC! 600
G Y E L D GRAULURUVNSG?PUPPEKR N S s F R GG S R GGG S F D s s
720
R V Y V G N L A W GV DQD AL ETTULTFSEAQGI KV VDAIKVVYDURUDSGR S
GGGGCTTCGGATTCGTAACATACAGTTCCGCTGAGGAGGTCAACAATGCAATTGAAAGCTTGGACGGAGTTGACCTTAACGGAAGGGCCATCCGTGTAAGCCCTGCTGAAGCTCGGCCA| 840
R G F G F V T Y S S A E E V NN A I E S L D GV DULNUGTR RATITR RV S P AEATRP
GTCAATTCtgaaggttgtaaccaacatctttttgatcgagaaaacggttgggggtccaggagatgacgatagttgcaacaatgatgagttagtaaatctgecaacttctaccce 960
Q F =
aaacttgcgcggacaaatgactctctccttectggactaactagggttctcaagtaaattagectttecgtaatgtatgttctgaaattgectecgggaaaaattcttgatcttgtaatatget 1080
atccatcacttgttgaaggacacgacagttaaaaagtttgatactctttgaaatgtatgttagecgagaagcatte
E; ......... 5'-UTR (644 bp)......... acCATGGCTTCTTCCTCAGTTTCTTCTCTCCAATTCCTCTTCGTCACCCCTCAAACCCCTTCTTCTCTAAAACCCAATTCCACACTT 728
M A S 8§ S VS S L Q F L F VT TUPAGQQTUZPSSULKUZPNISTL
TCCTTCTTCTCTCTCCCTTCCTCTTCTCTGAACCTTTCTTTATCTTCTTCTTCAACAGGCCTTTGTTCAATTAAGCCTTTTGAATCTTCGTTTTCGACTCGCGTTGCGCTCTCTGGTTTT 848
s F F S L P S S SL NI LS STULSSSSTA GLT CSTIIKUZ®PTFESS S F s TR RUVY AL S G F
GACCAATTGGAAGATGATGTTGAAGTAGCAGAACAACCCCGTTTCTCTGAAGACCTTAAACTCTTTGTTGGTAATTTGCCTTTCAGTGTTGACAGTGCTGCTCTTGCTGGCCTTTTCG 968
P QL E DDV E V A EQ P RTF S E D K L F VG NULPF S V DS A AL AGULF E
[cGTGCTGGAAATGTCGAAATGGTTGAGgtaatt. .. .. INTRON I ....ttgcagGTTATATATGACAAGCTCACTGGAAGAAGCAGAGGGTTTGGTTTTGTGACAATGTCTACGAAA| 1807
R A G N V E M V E (749 bp) VI YD KULTGR RS RGT FGT F VT M S TK
GAGGAAGTTGAAGCTGCTGAACAACAATTCAATGGATATgtaaag....... INTRON II........ ttgcagGAAATTGACGGGAGGGCAATAAGGGTGAACGCAGGGCCAGCACCA| 2149
E E V E A A E Q Q F N G (258 bp) E I D G R A I R V N A G P A P
GCCAAAAGQGAAAATTCTTCGTTTGGAGGTGGAAGGGGTGGAAATTCTTCATATGGAGGTGGAAGGGACGGGAATTCTTCTTTTGGAGGTGCACGGGGTGGGAGAAGTGTTGACAGCAGC 2269
K R N S S F G G GRGGNSSYGGGRUDUGNSSTFGGARG GG GRS VDS s
[AATAGAGTATACGTAGGAAACCTCTCGTGGGGTGTCGATGACCTGGCACTTAAAGAATTGTTCAGTGAGCAAGGCAATGT TGTGGATGCCAAAGTAGTCTATGATAGAGATAGTGGTAGA| 2389
N R VY V G N L S WG@VDDULA AL KETLTFSEGQGNV YV DAIKV VY DU RUDSGR
'TCAAGGGGCTTTGGATTTGTAACATACAGTTCGTCCAAAGAGGTCAATGATGCAATTGATAGCTTGAATGGTGTTgtaag. . . . INTRON III ....gtgcagGACCTTGATGGCAGG| 2782
S R G F G F VT Y S S S K E V NDAI DS L NGV (303 bp) D L D G R

S I R V S A A E E R P R Q F

TCCATACGCGTAAGCGCTGCTGMGMCGGCCCAG%GTCAATTCtgaatgtgttaaaa
*

Figure 2. (A) cDNA and deduced amino acid sequences of cp29A, (B) Genomic DNA and deduced amino acid sequences of cp29B. Determined N-termini are
underlined. CS-RBDs are boxed. Uppercase letters indicate coding regions and lowercase letters indicate untranslated regions (UTR) and introns. Asterisks denote

stop codons.

1.4x10° clones after several rounds of screening. A clone
(ANS29BG) containing a 4.3 kbp Xbal fragment was subcloned
into a plasmid vector and sequenced (pNS29BG). The coding
regions and intron sites were determined by reverse transcription
and polymerase chain reaction (PCR) amplification using N.
sylvestris leaf RNAs and specific primers. As shown in
Figure 2B, the deduced amino acid sequence fits the determined
N-terminal sequence of another protein, cp29B.

The deduced protein contains two CS-RBDs and a transit
peptide-like sequence highly homologous to that of cp29A (see
Figure 4), indicating that cp29B is also a chloroplast RNP. This
raises an interesting possibility that the chloroplast has a sizable
RNP family. The four exons constitute a reading frame of 291
amino acids. The mature protein is 229 amino acids long (mol.
wt, 24,605), which is slightly larger than cp29A (see Figure 1).

The intron sites in the cp29B gene are identical as in cp31,
namely CS-RBD 1 is split into three parts by the first two introns
and CS-RBD II into two by the third intron (27). The position
of the first cp29B intron site is again conserved as in the maize
abscisic acid-induced glycine-rich protein (AAIP) (35) and the
human hnRNP A1 (18), suggesting that a common origin of CS-
RBDs in plant and animal kingdoms.

46 kd—

— precursor

30 kd—
- —mature

Figure 3. Import of cp29A into intact chloroplasts. 1: [3*S] labeled products of
in vitro translation; 2: a processed cp29A mature protein found in protease-treated
chloroplasts.

An extra 19 amino acids and a tandem repeat structure in
cp29B

Comparison of the amino acid sequences of cp29A and cp29B
revealed a 19 amino acid insertion so that a 10 amino acid sequence
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Cp29A MASS-ASSLHFLSLTPQTLPLPKPTSQTTSLSFFSLPPSSLNLSLSSSS--SC----FSSRFVRKVTLSDFDQIED-VEDGDDGVEEERNFSPD 86
KEKE _ KEK KKk REKE *. . ..., KRKKEER RKKEXKRKERK * Xk Kk kR kKK Kk Kk L T

cp29B MASSSVSSLQFLFVTPQT---PSSLKPNSTLSFFSLPSSSLNLSLSSSSTGLCSIKPFESSFSTRVALSGFDQLEDDVE-———- VAEQPRFSED 86
1< transit peptide >11< acidic domain >

A LKIFVGNLPFSADSAALAELFERAGNVEMVEVIYDKLTGRSR ISSKEEVEAACQQFNGYELDGRALRVNSGPPPEKR 170
X KRKREEER KREEEX KEXRXXERRRRXRRRR KR KR K AY CEREERRE KERRKRK RKKK kKEk Kk K kX

B LKLFVGNLPFSVDSAALAGLFERAGNVEMVEVIYDKLTGRSRGFG

1< CS-RBD I
/N NSSFRGGSRGGGSFDSS 187
* XEXE XX _ k%% ¥ k%%

B ENSSFGGGRGGNSSYGGGRDGNSSF-GGARGGRSVDSS 2086

[STKEEVEAAEQQFNGYEIDGRAIRVNAGPAPAKR 170

>

A NRVYVGNLAWGVDQDALETLFSEQGKVVDAKVVYDRDSGRSR [SSAEEVNNAIESLDGVDLNGRAIRVSPAEARPPRRQF 274
EEEERERE KEXK . KR, KERKRX RKRRKERXRRKERXN EK R RR KK KR KKER KKk RKKE KK K KKKEKX

B NRVYVGNLSWGVDDLALKELFSEQGNVVDAKVVYDRDSGRSRG

ISSSKEVNDAIDSLNGVDLDGRSIRVSAAEER-PRRQF 291

1< CS-RBD II > |

Figure 4. Comparison of the amino acid sequences of cp29A and cp29B. Asterisks indicate identical residues and dots conservative substitutions. Dashes denote
gaps introduced to optimize sequence alignment. RNP-CS motifs in CS-RBDs are boxed and tandem repeat units are underlined.

(consensus sequence; NSSFGGGRGG) is repeated three times
in cp29B and once in cp29A within the spacer separating the two
CS-RBDs (underlined in Figure 4). This repeat is rich in glycine
and a novel feature distinct from other RNPs. It may contribute
in part to the diversity of chloroplast RNP family through small
peptide duplications. In addition we found a 4 amino acid deletion
in the acidic amino-terminal domain in cp29B. This decreases
a net negative charge from 39% in cp29A to 29% in cp29B.

To investigate whether there is any alternative pre-mRNA
splicing, we carried out PCR amplification using a leaf cDNA
pool as template and specific primer sets for each intron. No
alternatively spliced transcripts could be found for c¢p29A and
cp29B (data not shown). Each of cp29A and cp29B is coded for
by a single-copy nuclear gene in N. sylvestris (Ye et al.,
unpublished).

A phylogenetic tree of ten chloroplast CS-RBDs

We have so far identified five chloroplast RNPs, each containing
two CS-RBDs. This suggests that the ancestor is a two-domain
protein. Comparison of the ten chloroplast CS-RBDs shows high
homology to each other within either CS-RBDs I or CS-RBDs
II (see Figure 4 and Figure S in 23). For example, the CS-RBD
I of cp29A shares 88% amino acid identity with that of cp29B
while only 46% and 47% with the CS-RBD II of cp29A and
cp29B, respectively. In contrast to these chloroplast RNPs, the
maize AAIP (35) and sorghum A AIP-like proteins (36) contain
only one CS-RBD. Their CS-RBDs show higher homologies to
the CS-RBD II (especially the CS-RBD II of cp33) than to the
CS-RBD I of the five chloroplast RNPs, suggesting that AAIP
CS-RBDs were originated from CS-RBD II of a two-domain
ancestor and CS-RBD I was lost during evolution. Another
possibility is that AAIP CS-RBDs were derived from an one-
domain protein containing an ancestral CS-RBD II.

We constructed a phylogenetic tree for the ten chloroplast and
three AAIP CS-RBDs (Figure 5). The tree again indicates that
these chloroplast CS-RBDs were likely originated from a common
ancestor through gene duplications and that the CS-RBDs of
AAIPs and the CS-RBD II of ¢p33, were of a common origin.

——cp281
L cp3ul

[—-cp29A|

L cp29Bi

Ccp331

cp2sil
l:cp:n "

cp29sil
__E—ZM AAIP
SV AAIPS1

—————————SVAAIPS2

cp33lil

Figure 5. A phylogenetic tree of plant CS-RBDs from five tobacco chloroplast
RNPs, one maize (ZM) AAIP (35) and two sorghum (SV) AAIP-like proteins
S1 and S2 (36). cp28 I indicates cp28 CS-RBD I and so on. The lengths of
horizontal lines represent the number of amino acid substitutions per site computed
according to Jukes and Cantor (31).

DISCUSSION

We have identified two new chloroplast hnRNP-like proteins
(cp29A and cp29B) which have a lower affinity to ssDNA than
the three RNPs (cp28, cp31 and cp33) analyzed previously (23).
This result implies the presence of a sizable RNP family in
chloroplasts like in yeast and mammal nuclei. Additional lines
of evidence for this are: (1) several other proteins eluted from
an ssDNA column (between 0.3—2 M NaCl) remain to be
analyzed because of their low amounts, (2) using a degenerate
oligonucleotide probe corresponding to the consensus chloroplast
RNP-CS motif we obtained many other cDNA clones which are
distinct from those for the five identified RNPs. (3) several weak
bands were observed in genomic Southern hybridization
experiments using cp29A and cp29B cDNAss as probes even after
washing at high stringent conditions.



Alternative splicing and alternative polyadenylation of pre-
mRNAs play an important role in the diversity of hnRNP proteins
(12,18—22,37). In contrast, we have not so far identified any
alternatively spliced transcripts for chloroplast RNPs, suggesting
that a different mechanism was utilized to produce the diversity.
We propose that the diversity of chloroplast RNPs was mainly
generated through a series of gene duplications rather than
alternative pre-mRNA splicing. The phylogenetic tree shown in
Figure 5 also supports this proposal.

cp29A and cp29B have a lower affinity to sSDNA as compared
to c¢p28, cp31 and cp33 and contain a shorter acidic amino-
terminal domain (24—28 residues in cp29A and B / 39—-64
residues in cp28, 31 and 33) which results in a lower net negative
charge. A negatively charged domain has been postulated to be
involved in protein-protein interaction by neutralizing the positive
charge of basic proteins when assembling spliceosomes (38) and
also to influence RNA-binding (for review see 9). RNA-protein
and protein-protein binding specificities have recently been shown
to be determined by only a few amino acid residues in the
auxiliary sequence of CS-RBD rather than by the most conserved
RNP-CS motif itself (16,39). Therefore the RNA binding
specificities of the five chloroplast RNPs are considered to be
different as their sequences flanking CS-RBDs are different from
each other. Actually, different binding affinities to ssDNA and
ribonucleotide homopolymers have been shown for cp28, cp31
and cp33 (29).

Another unique feature is that the last residues of RNP-CS
(consensus sequence, RGFGFVTM) are all methionines in the
first CS-RBD of the five chloroplast RNPs. This is distinct from
other RNPs so far reported, which generally contain an aromatic
residue at the last position. This feature may be necessary for
the common function of chloroplast RNPs.

The function of a RNP family in chloroplasts is interesting.
Mammalian hnRNP particles contain 20 or more protein
components. The hnRNP C proteins have been shown to be
involved in pre-mRNA splicing (6,7). The hnRNP Al and A2
proteins have been found to be differentially expressed in different
developing-stages (40,41). The hnRNP Al and B2, which are
produced from a single gene by alternative pre-mRNA splicing
but have different affinities to ssSDNA, are expressed at different
levels (20). Relevant to this, the tobacco cp28, cp31 and cp33
proteins show different light-modulated expression patterns (23).
A group of yeast pre-RNA processing proteins have been shown
to be involved in pre-mRNA splicing but function at different
steps (for review see 42). Chloroplast pre-mRNAs are also
thought to be processed and spliced by complex machineries,
like hnRNP particles and spliceosomes, which probably require
multiple protein components. Therefore, the existence of a sizable
RNP family is probably necessary for proper and differential
regulation of chloroplast gene expression at the post-
transcriptional level. Recently, a spinach chloroplast RNP of 28
kd was reported to be required for chloroplast mRNA 3’end
processing (43).
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