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It is now widely held that the chromatin of eukaryotic or-
ganisms is organized into loop domains in which chromatin
fibers are attached to the nuclear matrix by specific interac-
tions of nuclear matrix proteins with DNA sequences called
matrix attachment regions (MARs) [1,2]. Several MARs have
been isolated and incorporated into constructs used for trans-
formation. Work with animal cell culture systems has consis-
tently shown much higher average levels of reporter gene ex-
pression in cell lines in which reporter genes are flanked with
cloned MARs than in control lines without flanking MARs
[1]. MARSs have similar effects in plant cell systems. For ex-
ample, in a tobacco cell culture system, we have shown that a
heterologous MAR (a yeast MAR that binds weakly to the
tobacco nuclear matrix) increases reporter gene expression by
12-fold, and a strong matrix-binding tobacco MAR increases
reporter gene expression by 60-fold [3].

The mechanisms by which MARs increase reporter gene
expression are unknown. MARs do not appear to act as typ-
ical enhancers, as they have little effect in transient expression
assays [1,2]. Most proposed mechanisms involve chromatin
structure [1,2]. According to one model, MARs affect trans-
gene expression by creating independent, topologically iso-
lated domains. The transgenes in these independent domains
are insulated from chromatin structure of the native domains
(either transcriptionally active or repressed) into which they
become incorporated. If transgenic MARs do act by creating
independent domains containing the transgene, the question
remains of why the independent domains have a transcrip-
tionally active chromatin structure. We have previously specu-
lated that independent domains created by cloned MARs may
have transcriptionally active chromatin structures because
they are too small to form stable, transcriptionally repressed,
condensed chromatin fibers in vivo [2,3]. In our previous ex-
periments, the putative domain formed by cloned MARs con-
tains 3 kb of DNA, enough to form 16 plant nucleosomes.
Even fewer nucleosomes may form on the transgenes in vivo,
as close proximity to the nuclear matrix may sterically inhibit
nucleosome formation. As the structure of the 30-nm chroma-
tin fiber is not well understood, the number of nucleosomes
necessary to form a stable, transcriptionally repressed struc-
ture is unknown. Formation of folded chromatin fibers pre-
sumably is dependent upon nucleosome-nucleosome interac-
tions. If we consider the solenoid model of the 30-nm fiber (six
nucleosomes per turn of the solenoid), it is logical to assume
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that a minimum of 12 nucleosomes would be required to form
a stable, folded structure. This would allow each nucleosome
to interact with at least one nucleosome other than its linear
neighbors. Further turns of the solenoid would be expected to
further stabilize the structure. For example, in a structure
containing 18 nucleosomes (three turns of the solenoid), the
nucleosomes of the middle turn could interact with nucleo-
somes of the outside two turns of the solenoid. Carruthers et
al. [4] have provided evidence that a reconstituted linear DNA
fragment containing 12 nucleosomes can form a stable, folded
structure, but the relationship of this structure to the 30-nm
fiber is unclear. The work of Butler and Thomas [5] indicates
that more nucleosomes may be required. These workers ob-
served a change in the hydrodynamic properties of native, rat
liver nucleosome oligomers above the size of 50 nucleosomes.
They attributed the change to higher-order folding.

The considerations mentioned above suggest that in our
previous work [2,3] the 16 nucleosomes that would be ex-
pected to form on 3 kb of DNA bounded by MARs may
be below or near the minimum required to form stable, folded
chromatin fibers in vivo. Based on these ideas concerning the
stability of higher-order structure in chromatin, we have asked
if the enhancement of transgene expression by MARs can be
counteracted by increasing the amount of DNA in the puta-
tive loop domain to a point at which a stable condensed
chromatin fiber could be formed.

In order to answer this question we have transformed plant
cells in culture by microprojectile bombardment as we have
previously described [3]. A co-transformation procedure is
used in which a selectable marker (NPTII conferring kanamy-
cin resistance) is carried on a separate plasmid from the re-
porter gene. As in our previous experiments we have used the
reporter plasmids, pGHNCI11 and pGHNCI2 (Fig. 1A).
These plasmids contain the GUS reporter gene cassette
flanked by the RB7-6 tobacco MAR and a control of the
GUS cassette without flanking MARs. We also used a plas-
mid (pNMCSI in Fig. 1A) in which A DNA has been inserted
between the GUS reporter cassette and the MAR. This
‘spacer’ DNA would increase the size of the putative MAR-
bounded loop domain to 52 nucleosomes. The A DNA (a 6.6-
kb HindIIl fragment, nucleotides 37586-44141) has an AT
content of 51% and does not bind to the tobacco nuclear
matrix (data not shown). A control plasmid (pNMCS2) with
the A DNA and the GUS reporter cassette but no MARs was
also used.

Kanamycin-resistant transformed cells were grown in liquid
culture for 2 months with transfers every 7 days. At this time,
cells were harvested and protein extracts were made in order
to measure GUS specific activity [3]. Fig. 1B shows the results
of the GUS specific activity measurements. Increasing the
amount of DNA in the putative independent domain to a
size that would support 8.6 turns of a nucleosome solenoid
does not diminish the effect of MARs on enhancing reporter
gene expression. The specific activity of the MAR-SPACER-
GUS-MAR transformed cell lines is slightly higher than that
in the MAR-GUS-MAR lines, but the difference is not statis-
tically significant. In the lines transformed with constructs
lacking MARs, the GUS activity was slightly lower in the
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Fig. 1. A: Inserts in plasmids used in the transformation of tobacco
NT-1 cells by microprojectile bombardment. All plasmids contain
the reporter gene GUS (B-glucuronidase) cassette. The top plasmid
has the GUS cassette alone. In the next plasmid, the GUS cassette
is flanked by the 1.2-kb tobacco RB7-6 MAR oriented as direct re-
peats. In the third plasmid a 6.6-kb A DNA fragment (spacer) is lo-
cated 5’ to the GUS cassette. In the last plasmid the spacer frag-
ment is placed between the 5 MAR and the GUS cassette. All
inserts are cloned into pBluescript II SK+ at the indicated sites. A,
Apal; E, EcoR1; H, HindlIl; N, Notl. B: Effect of increasing puta-
tive domain size on MAR enhancement of GUS transgene activity
in tobacco cells in culture. The average GUS specific activity is plot-
ted for tobacco cell lines transformed by plasmids with the inserts
shown in A. The specific activities are higher in both lines in which
the GUS gene is flanked by MARs than in controls in which the
GUS gene is not flanked by MARs (95% confidence). Inclusion of
6.6 kb of A DNA as a ‘spacer’ between the 5 MAR and the GUS
gene or between the plasmid backbone and the GUS gene had no
effect on GUS specific activities. The differences between specific ac-
tivities in the MAR-GUS-MAR and MAR-SPACER-GUS-MAR
and between specific activities in the GUS and SPACER-GUS cell
lines are not significantly different. The numbers of cell lines in each
group are as follow: MAR-GUS-MAR =30, MAR-SPACER-GUS-
MAR =28, GUS =27, SPACER-GUS =21.
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SPACER-GUS lines than in the GUS-only lines, but again,
this difference was not statistically significant.

Because most DNA constructs used to test the effects of
MARs on transgene expression contain amounts of DNA
between the MARs that would be sufficient to form only a
few nucleosomes [1-3], we hypothesized that the mechanism
of MAR activity is the formation of loop domains that are
too small to form a stable, transcriptionally repressed chro-
matin fiber. Increasing the amount of DNA in the putative
MAR-bounded loop domains to a size that would accommo-
date 52 nucleosomes (nearly nine turns of a nucleosome sol-
enoid) does not diminish the MAR-mediated enhancement of
transgene expression in tobacco cells in culture. In vitro data
indicate that 52 nucleosomes would be more than enough to
support a stable, condensed chromatin fiber [5]. Thus, the
explanation for MAR enhancement of transgene expression
must lie elsewhere.

We also note that the 5" MAR is able to influence transgene
expression at a fairly great distance (at least 6.6 kb from the
promoter). It could be argued that the MAR located 3’ to the
transgene is by itself causing the enhancement of transgene
expression. But we have previously shown [2,3] that both 5’
and 3’ flanking MARs are necessary to get the full MAR
effect on increasing transgene expression.

Acknowledgements.: This work was supported by grant 9418491 from
the USA National Science Foundation and by the North Carolina
State University Agricultural Research Service.

References

[1] Bode, J., Benham, C., Knopp, A. and Mielke, C. (2000) Cerit.
Rev. Eukaryot. Gene Expr. 10, 73-90.

[2] Allen, G.C., Spiker, S. and Thompson, W.F. (2000) Plant Mol.
Biol. 43, 361-376.

[3] Allen, G.C., Hall Jr., G., Michalowski, S., Newman, W., Spiker,
S., Weissinger, A.K. and Thompson, W.F. (1996) Plant Cell 8,
899-913.

[4] Carruthers, L.M., Bednar, J., Woodcock, C.L. and Hansen, J.C.
(1998) Biochemistry 37, 14776-14787.

[5] Butler, P.J.G. and Thomas, J.O. (1980) J. Mol. Biol. 140, 505-
529.

*Corresponding author. Fax: (1)-919-515 3355.
E-mail: steven_spiker@ncsu.edu

Department of Genetics, P.O. Box 7614, North Carolina State Uni-
versity, Raleigh, NC 27695-7614, USA

PII: S0014-5793(01)02406-1



