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For high-throughput protein structural analyses, it is essential to develop a reliable
protein overexpression system. Although many protein overexpression systems, such
as ones involving Escherichia coli cells, have been developed, the number of overex-
pressed proteins exhibiting the same biological activities as those of the native ones is
limited. A novel wheat germ cell-free protein synthesis system was developed recently,
and most of the synthesized proteins that should function in solution were found to be in
soluble forms. This suggests the applicability of this protein synthesis method to deter-
mination of the functional structures of soluble proteins. In our previous work, we devel-
oped a selective labeling technique for amino acids having amide functional groups
(other than proline residues) involving the use of several inhibitors for transaminases.
This paper in turn describes a proline-selective labeling technique. Based on our results,
we have succeeded in constructing a complete amino acid selective labeling technique

for the wheat germ cell-free protein synthesis system.
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With the availability of a vast amount of genetic informa-
tion, the need for a stable overexpression system for
the genes has been growing recently. To fulfill this need,
techniques for cell-free protein synthesis systems are
rapidly being improved. With a cell-free translation
system, one can synthesize larger proteins at high
speed, and as accurately as ones by in vivo translation
(1, 2), and can express proteins that would interfere
with the host cell physiology.

One of the most convenient and reliable types of eukar-
yotic cell-free translation systems is based on wheat germ
embryos containing all the components for translation in a
concentrated dried state and ready for protein synthesis
after germination. A previous study indicated that such
systems are generally unstable and thus insufficient for
stable overexpression (3). Recently, however, Endo et al.
found that plants contain endogeneous inhibitors of trans-
lation, and that in the case of using conventional wheat
germ extracts, an inhibitor of RNA N-glycosidase, tritin,
and other inhibitors of enzymes, such as thionin, ribonu-
cleases, deoxyribonucleases and proteases, found in the
endosperm inhibit translation (4, 5). Extensive washing
of wheat embryos, in order to eliminate such endosperm
contamination, gives a highly stable and active extract,
and with this, the protein synthesis reaction can be pro-
longed to over 60 h (5). When the synthesis is performed in
a dialysis bag with continuous feeding of substrates and
removal of small byproducts (6), enzymatically active
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proteins are successfully yielded in mg quantities per ml
reaction volume (5). In the previous study, we (7, 8) demon-
strated that such a cell-free protein synthesis system is
applicable to the analysis of the relationships between
protein structures and functions. In particular, a wheat
germ cell-free protein synthesis system was shown to be
a convenient way to synthesize proteins labeled selectively
at amino acids having amide groups. This applicability is a
crucial feature for modern proteomics (i.e., drug design),
which requires precise structural information regarding
the process of molecular recognition. For precise analyses
of the interrelationships between the structures and func-
tions of proteins in a high-throughput way, especially by
means of nuclear magnetic resonance (NMR), it is indis-
pensable not only to assign the signals observed in 'H-1°N
heteronuclear single-quantum correlation (HSQC) spectra,
but also to obtain distance information on side chain
protons including proline residues. Proline residues tend
to be located at functionally crucial points in proteins. For
example, proline residues are often found in the key
structures of proteins such as turns, buldges, and helix
kinks. These structures serve as biochemically important
conformations for molecular recognition such as the
promoter sequence recognition with its specific regulatory
factor. Furhtermore, proline-rich peptides are recognized
by proteins such as the signaling pathway relating SH3
domain.

As listed above, proline residues provide biologically
important structures that cannot be served by the other
kinds of amino acids, so that the precise conformational
analysis of proline induces the elucidation of the specific
mechanism for biomolecular recognition. In this point of
view, establishment of the stable and easy ways to synthe-
size proline specifically-labeled proteins is indispensable.
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In the wheat endosperm, the proline and glutamic acid
contents are quite high. Our previous study showed that
transaminases that convert glutamic acid to glutamine,
alanine, and aspartic acid are activated in wheat germ
extract. Alanine and aspartic acid are building blocks for
other amino acids. In the case of Arabidopsis thaliana,
rate-limiting transaminases that interconvert between
proline and glutamic acid were found [AtP5CS (9),
AtProDH (10)]. These transaminases are also correlated
with the osmotolerance such as the tolerance to drought
stress. This means that these enzymes are present in
wheat as well. However, it is not yet clear whether or
not such an enzyme exists as an active form in wheat seed.

To clarify these points and to complete the amino acid
selective labeling technique, we report in this article a
novel and reliable proline-specific labeling technique for
use in heteronuclear multidimensional NMR spectroscopy.

MATERIALS AND METHODS

Synthesis of mRNA—The mRNA encoding cold-
regulated RNA binding protein RbpAl (171) was synthe-
sized by the same method as that described in our previous
paper (7).

Protein Synthesis—Four-hundred micrograms aliquots
of the synthesized mRNAs were precipitated with ethanol
and dissolved in 600 ul of a dialysis buffer (7), and then
mixed with a wheat germ extract for protein synthesis (5).
This mixture was dialyzed against the dialysis buffer con-
taining 20 amino acids (19 labeled with ®N and proline
labeled with 3C/**N; 0.3 mM each) for 2 days. The wheat
germ extract was purchased from ZOEGENE Corporation,
and the reagents other than the labeled amino acids were
purchased from Nakarai Tesque. Labeled amino acids of
cell-free grade were purchased from Taiyo Nippon Sanso
Corporation. After the synthesis, the reaction mixture
(1.2 ml) was treated with benzonase® nuclease (100 pM)
at 37°C for 1 h, and then RbpAl was purified by ion-
exchange column chromatography on an SP-Sepharose™
FF column (5 ml), followed by size exclusion chromato-
graphy on a HiLoad™ Superdex™ 75 pg gel-filtration
column. The purified RbpAl was centrifuged and concen-
trated with an Ultrafree®-CL 5kD (Millipore) to a protein
concentration of 50 pM.

Measurement of NMR Spectra—D30, as an NMR lock,
was added to the concentrated protein solution to the level
of 10%. Two-dimensional *H-'*N HSQC spectra of the pro-
tein were obtained with a DMX-500 (Bruker) equipped
with a cryogenic probe system and DRX-500 (Bruker)
FT-NMR spectrometers. To optimize the resolution in
the 1°N dimension, a ®N spectral width of 1,667 Hz
(64 complex points) was used with the spectral width in
the direct-acquisition 'H dimension set at 12,019 Hz (1,024
complex points). After Fourier transformation combined
with linear prediction (for the N dimension only) and
zero-filling, the digital resolutions reached 6.51 and
5.87 Hz/point for the °N and H dimensions, respectively.
The evolution for N spins due to their coupling to the
bound *3Co and '3Co spins was refocused by applying n
pulses selectively to the respective °C resonance regions.

For a two-dimensional HNCO experiment (12), the
1H-'°N plane [64 (constant time #;) x 512 (¢3) complex
points, 256 scans], and the H-2C plane [32 (¢1) x 512 (¢5)
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complex points, 256 scans] were obtained at a 'H resonance
frequency of 500 MHz. To optimize the resolution in the
indirect-acquisition dimensions, the N and '3Co spectral
widths were set at 1,016 and 1,500 Hz, respectively, with
the spectral width in the direct-acquisition 'H dimension
set at 6,010 Hz. After Fourier transformation combined
with linear prediction (for the **Co and N dimensions)
and zero-filling, the digital resolutions reached 11.73, 7.94,
and 2.93 Hz/point for the Co, N, and 'H dimensions,
respectively. Residual water magnetization was sup-
pressed by the WATERGATE method (13).

The data were processed using NMRPipe (14) on a Linux
workstation. The 'H, !3C, and N chemical shifts were
referenced according to the method of Wishart et al.
(1995) (15).

RESULTS

In Fig. 1, a 'H-'®N HSQC spectrum of *N/*3C-proline
labeled RbpAl (50 uM), for which the other amino acids
were 1°N-labeled, is shown. The peak pattern of this spec-
trum is quite the same as those reported previously (7, 8,
16), confirming the structural stability of the *C/**N-pro-
line labeled RbpA1l. RbpAl contains four proline residues.
Considering the pulse sequence in an HNCO experiment
(12, 13) and the use of 3C/*®N-proline labeled RbpA1 (the
other 19 amino acids were °N-labeled), we expected to
observe 4 cross peaks correlating the amide proton and
nitrogen-15 resonances of the residue following each pro-
line in the 'H-'®N 2D projection, and 4 cross peaks corre-
lating the carbonyl carbon-13 resonance of each proline
and the amide proton resonance of the following residue
in the 'H-®CO 2D projection, if no transaminase was
activated in the wheat germ extract. As shown in Fig. 2,
we observed only 4 peaks in the 'H-'°N and 'H-'3C projec-
tions, as expected. This means that the >C atoms of the
proline residues were not translocated to other amino
acids, or even if such translocation occurred, the amounts
of the translocated atoms were too low to be detected on
NMR measurement.

DISCUSSION

RbpA1l was one of the typical samples for which we have
examined the structural stability after overexpression
with a wheat germ cell-free protein synthesis system.
The spectral pattern shown in Fig. 1 is quite the same
as those reported previously, and this confirms that
incorporation of ®C/*®N-proline residues in the reaction
mixture of the wheat germ cell-free protein synthesis
system induces no significant structural change in the
overexpressed proteins.

Next, we obtained a 'H-N HSQC spectrum of RbpAl,
for which the proline residues alone were ?N-labeled, i.e.,
the other amino acids were not labeled (data not shown). In
such an experiment, if any transaminase, whether already
known or not, is activated in the wheat germ extract, the
signals of several amide groups must be observed in a
'H-N HSQC spectrum. However, we observed no signifi-
cant signal, which suggests that the ?N-atoms of proline
residues are not translocated to other amino acids. In other
words, the activities of transaminases, which convert
proline to other amino acids, were too low to be detected.
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Fig. 1. A 'H->N HSQC spectrum of RbpAl in which all the
four proline residues were labeled with °N/*3C nuclei and
the other amino acids were labeled with '°N. The assign-
ments of the amide peaks to the residues following the doubly
labeled prolines are shown.

To confirm this result, we prepared RbpAl in which only
proline residues were *C/*°N-labeled, i.e., the other resi-
dues were '°N-labeled, and obtained an HNCO spectrum
for the sample. To enhance the sensitivity and to shorten
the experimental time, we monitored the 'H-'°N and
H-13CO projections of the HNCO spectrum by increasing
the evolution times, the other being kept constant at the
minimum levels. In the *H-'°N projection, we monitored
the correlations between the amide protons and bound
nitrogen-15 atoms of the main chain NH groups of the
amino acid residues next to the proline residues, while
in the 'H-'3CO projection, we monitored the correlations
between the carbonyl carbon-13 atoms of the proline
residues and the main chain amide protons of the follow-
ing amino acid residues. Since there are four prolines
in RbpAl, i.e., Pro33, Pro4l, Pro79, and Pro85, in the
'H-15N projection, the amide signals of Thr34, Arg42,
Arg80, and Ser86 were expected to be observed. By com-
paring them with our previous 'H-°N HSQC signal assign-
ment data, the four signals observed were assigned to these
expected 4 residues. In the 'H-3CO projection, the amide
proton chemical shifts of the four cross peaks corresponded
to those of Thr34, Arg42, Arg80, and Ser86, and from this
finding, we could obtain information on the chemical shift
values of the carbonyl **Cs of the respective proline resi-
dues. In any case, we only observed four cross peaks in both
projections, and considering the results with N-proline,
we have concluded that no atom of proline residues is
translocated to other amino acids in the process of cell-free
protein synthesis with wheat germ. This further means
that no transaminase that has the ability to convert proline
to other amino acids is present, or if one is present, it is
almost completely deactivated in wheat germ.
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Fig. 2. Two-dimensional planes of an HNCO spectrum of
0.2 mM RbpAl, in which the proline residues were labeled
with ®’N/'3C nuclei and the other amino acids were labeled
with '°N dissolved in a 50 mM potassium phosphate buffer
(pH 6.9), measured at 20°C. (a) The 'H-*N plane, and (b) the
1H-'3C plane are shown.

As a consequence, we found that for the synthesis of
proline-specific labeled proteins with a wheat germ cell-
free protein synthesis system, there is no need to add any
inhibitor of transaminases to the reaction mixture. Based
on this finding and our previous data (8), we have estab-
lished a technique for the amino acid selective labeling of
proteins with a wheat germ cell-free protein synthesis
system. In the cases of the E. coli cell-free system (17-19)
and the authentic expression system using an auxotrophic
E. coli strain (20), the ways of the single amino acid
labeling including proline (18, 20) are well-established
to minimize the effect of transaminases. In some cases,
it still remains difficult to design the systems for labeling
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selectively with multiple amino acids. In the wheat germ
cell-free system, two major and one minor transaminases
are known to be active, and these can be easily inhibited
without decreasing the yield of synthesized proteins. This
indicates that the multiple amino-acid labeling is much
easier than the systems using E. coli. Furthermore, pro-
teins can be synthesized in their biologically active forms
with a wheat germ cell-free system, and studies on the
interrelationships between the structures and functions
of proteins will be accelerated with our method (Kameda
et al., submitted).
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