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Commentary 

An Improved Clearing Method for GUS Assay in 
Arabidopsis Endosperm and Seeds 

BILJANA STANGELAND* and ZHIAN SALEHIAN 

Abstract. Precise cellular localization of the GUS stain is notoriously difficult in 
Arabidopsis seeds. Here we report an improved protocol for the clearing of seeds after 
GUS staining. Incubation in ethanol-acetic acid (EtAc) and Hoyer's medium allows reli- 
able cellular localization of the GUS, even in seeds from late developmental stages. This 
method also leads to the staining of nucleoli in the endosperm and embryo, facilitating nu- 
clear counts in endosperm development. 
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Introduction 

Recent advances in enhancer (Boisnard-Lorig et al., 2001; SCrensen et al., 2001; 
Vielle-Calzada et al., 2000) and promoter trapping technology (Topping et al., 
1994) have facilitated gene discovery in developing endosperm of Arabidopsis 
thaliana. Clearing of GUS-stained seeds has been described previously, but clear- 
ing of fragile endosperm tissues and later-stage seeds has remained a problem 
(Luo et al., 2000; Topping et al., 1994; Vielle-Calzada et al., 2000). Improvements 
of clearing procedures have focused on optimizing screening to enable quick and 
easy GUS detection in the embryo. In the endosperm, factors masking GUS ex- 
pression include the presence of chloroplasts after cotyledon initiation and the 
gradual darkening of the seeds as they mature. In particular, low levels of GUS 
staining in the chalazal endosperm in older seeds have been difficult to detect. To 
overcome these problems, we have optimized a traditional clearing procedure 
with Hoyer's medium. This protocol allows improved detection of GUS-stained 
seeds from all developmental stages. We illustrate the use of the improved method 
by selected examples from a promoter trap screening experiment recently initiated 
in our laboratory (Stangeland et al., 2001). It was motivated by inadequacies of 
existing methods to discriminate between GUS in different regions of the endo- 
sperm, including the micropylar endosperm (MEN), peripheral endosperm (PEN), 
and chalazal endosperm (CZE) (Brown et al., 1999). 
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Methods 

Plant material and growth conditions 

Transgenic T-DNA lines were generated in the C24 ecotype of Arabidopsis 
thaliana by root transformation as explained in Mandal et al. (1995). Progeny 
seeds were selected on commercially available MS medium (Duchefa) containing 
50 mg per liter of kanamycin. Plants were transferred to soil and grown at 
23_+3~ and 70% humidity, under 40-W cool white fluorescent lights (16 h light, 
8 h dark). 

GUS assay and image processing 

GUS assay was performed (Jefferson et al., 1987) on dissected nonfixed 
Arabidopsis siliques in different developmental stages. Shortly after harvesting, 
siliques were slit twice longitudinally and incubated in the GUS assay buffer 
(10 mM phosphate buffer [pH 7], 0.5 % Triton X-100, 1 mg/mL X-Glue A, 2 mM 
potassium ferricyanide) for 1 day at 37~ Siliques were incubated in etha- 
nol-acetic acid and cleared in Hoyer's medium (Liu and Meinke, 1998) or 
lactophenol (Beeckman and Engler, 1994). Dissected ovules were observed under 
the Zeiss Axioplan microscope equipped with Nomarski optics. Photographs were 
taken with a Zeiss Microscope camera MC 100 using a T64 Kodak film. 

Results and Discussion 

Traditional clearing of Arabidopsis seeds in Hoyer's medium (Liu and Meinke, 
1998; Motzfeldt-Laane and Lie, 1992) takes a long time and often fails, with or 
without GUS staining. We used Hoyer's medium, which contains 100 g of chloral 
hydrate dissolved in 30 mL of water (Liu and Meinke, 1998). Hoyer's "light" con- 
tains 60 mL of water rather than 30 mL. Some Hoyer's media can be used for 
both clearing and mounting (Motzfeldt-Laane and Lie, 1992). When Hoyer's me- 
dium is used as a mounting medium, it contains more glycerol, gum arabicum, 
and glucose. In our experiments, endosperm appeared milky, embryos were green, 
and integuments were brown, making it difficult to recognize organ shapes. Seeds 
at and after the heart stage of embryo development were not cleared properly, 
even after several days (Figure 1A). 

Improved clearing was achieved by combining clearing in Hoyei~'s medium 
with an additional incubation in a mixture of ethanol and acetic acid (EtAc). Al- 
though this step is included in some procedures (Berleth and Jurgens, 1993; 
Boisnard-Lorig et al., 2001), neither the optimization nor its use in combination 
with the GUS assay has been reported. The use of this preincubation step in EtAc 
for one to several hours resulted in improved clearing in Hoyer's medium. When 
the ovules (up to and including the heart stage of embryo development) were 
precleared in EtAc, Hoyer's medium produced good clearing of embryos but vari- 
able clearing of the endosperm. Occasionally, we observed pearllike structures in 
the endosperm (Figure 1B), and the endosperm sometimes was detached from the 
integument (Figure IE). The chalazal endosperm cyst and the nodules sometimes 
detached from the chalazal proliferating tissue and the integument (Figure 1F). 
Partitioning of the chalazal endosperm cyst was also observed (Figure 1F). We 
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Figure 1. Clearing of wild-type Arabidopsis ovules with Hoyer's medium. (A) Clearing of cotyledon 
stage seed could not be obtained by traditional clearing methods. (B) Hoyer's reagent can damage 
fragile endosperm tissue and cause the appearance of "pearls." C, D, G: Seeds incubated in EtAc 1:1 
for (C) 4 h, (D) 6 h, and (G) 8 h before clearing in Hoyer's overnight. Ages of the seeds were 
(C) walking stick and (D, G) cotyledon stage. (E) Detached endosperm. (F) Chalazal endosperm (red 
asterisk), detached from the chalazal proliferating tissue. 

interpret the damage of  the free nuclear endosperm to be caused by the strength of  
the Hoyer ' s  medium. Therefore, we used Hoyer ' s  light when clearing ovules up 
to and including the heart stage of  embryo development.  Even though better re- 
suits were obtained after preclearing was included, the results were variable. We 
concluded that the duration of  incubation in EtAc and the ratio of  ethanol to ace- 
tic acid both needed further optimization.  

Optimization of  the ratio and the incubation time 

We tested different ratios of  ethanol to acetic acid (9:1, 3:1, 1:1, 1:3, 1:9) in the 
preclearing solution after the GUS assay by incubating seeds in EtAc for 30 min 
to 4 h and clearing in Hoyer ' s  l ight overnight. Results were scored the next day. 
Incubation in solutions of  3:1, 1:3, and 1:9 improved clearing of  young seeds after 
1 h. Young ovules were sensitive to prolonged exposure to acetic acid. The best 
clearing of  the endosperm and the easiest  localization of  the GUS stain were ob- 
served in solutions of  1:1 and 1:3 after several hours. 
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Figure 2. Clearing of GUS-stained seeds. A-E: Seeds were incubated for 4-8 h in EtAc 1:1 and 
cleared with Hoyer's medium overnight. A-B: Clearing of seeds after the heart stage of embryo 
development with Hoyer's medium. (A) walking-stick embryo of marker line A showing GUS 
activity in the embryo. (B) In marker line B, GUS activity was detected in the hypocotyl. Good 
clearing of the seed allowed precise localization of the GUS. (C) Marker line C; GUS was detected in 
the whole seed but was very strong in the endosperm nodule (red arrow). (D) Close-up of the 
GUS-stained endosperm nodule from C. (E) GUS staining of the wild type ovule at the heart stage of 
embryo development. F-H: Prolonged incubation in Hoyer's medium can cause staining of 
endosperm nucleoli. (F) Nucleolar staining in the marker line F after prolonged clearing. (G) 
Close-up of the endosperm from F; GUS activity was detected in endosperm nucleoli. (H) Marker 
line H; real GUS activity was detected in endosperm nucleoli, nucleoplasm, and cytoplasm. 

A series of similar clearing experiments without GUS assay showed that 

non-stained older seeds were as difficult to clear as GUS-stained seeds. Extreme 

combinations of ethanol-acetic acid (9:1 and 1:9), pure acetic acid, and pure etha- 

nol resulted in poor clearing. Incubation in EtAc 1:1 for several hours greatly im- 

proved clearing and enabled successful clearing of almost mature seeds 

(Figure 1C-D, 1G). The optimal ratio of ethanol to acetic acid for older seeds was 

1:1. 

Incubation in 1:1 EtAc for 15 min improved clearing of young seeds up to 

and including the heart stage of embryo development. Optimal incubation time 

was 1-4 h for these young ovules. Clearing enabled precise detection of the GUS, 

as shown for embryos of marker lines A-C (Figure 2A-C). Clearing of older 

seeds, which usually appear brownish, was best after 4-8 h in EtAc, before clear- 

ing with Hoyer's medium (Figures 1C-D, 1G, 2A-B). Incubation times were pro- 

portional to the age of the seeds (Figure 1C-D, IG). This was the case for both 

GUS-stained and non-stained seeds. Good clearing and GUS detection at later de- 

velopmental stages are illustrated in Figure 2A-B. We detected GUS activity in 

cotyledons (Figure 2A, line A) and hypocotyls (Figure 2B, line B) of late-stage 
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embryos. In the transgenic line C, we detected intense GUS staining of the endo- 
sperm nodule (Figure 2C-D). 

Preventing seeds from browning 

We noticed that seed browning was prevented when the clearing solution did not 
contain gum arabicum. However, cleared seeds had to be mounted in Hoyer's con- 
taining gum arabicum to prevent drying. Browning usually occurred in seeds that 
were left for more than 2 d on the slide. Therefore, if a micrograph of the seed is 
needed, photographs should be taken soon after the mounting. In addition, ovules 
mounted in Hoyer's medium shrunk or flattened, making endosperm studies im- 
possible. To achieve better results, seeds should be cleared in Hoyer's medium 
without gum arabicum and mounted in Hoyer's containing gum arabicum. Clear- 
ing in mounting Hoyer's (Motzfeldt-Laane and Lie, 1992) did not work well for 
clearing the seeds (results not shown), but was used for mounting seeds that were 
cleared in Hoyer's medium and Hoyer's light. 

Nucleolar staining 

After incubating siliques in Hoyer's for 4 wk, most of the transgenic lines had a 
similar appearance (Figure 2F-G). The blue CIBr-indigo cQuld be localized to the 
nucleoli of the endosperm, embryo, and integuments. We analyzed 6 marker lines 
that showed GUS activity in the endosperm and embryo. GUS activity was local- 
ized in both the nucleoplasm and the nucleolus in only one line (Figure 2H), 
probably indicating real nuclear localization. All other lines looked more or less 
the same after prolonged clearing, with strong GUS staining localized to nucleoli 
and the chalazal proliferating tissue (Figure 2F-G). Possible explanations of 
false-positive GUS staining in the chalazal proliferating tissue may include strong 
localized activity of the lytic enzymes present in the maternal tissues. In nucleoli, 
pH values different from those of the surrounding subcellular compartments 
might have caused the false nucleolar staining. This could have been the case in 
previously studied marker lines but was masked by staining in the cytoplasm be- 
cause nucleolar staining became obvious only after the cytoplasm was cleared. It 
was reported that the endogenous b-glucuronidase is active in flowers and ovules 
of Arabidopsis below pH 5 (Martin et al., 1992). While performing thousands of 
GUS assays in our promoter trap screen, we occasionally observed weak GUS 
staining of the endosperm and embryo in wild-type seeds that could not be re- 
corded by the microscope camera (Figure 2E). This weak staining of the endo- 
sperm and embryos was diffuse and could be distinguished from what was 
believed to reflect the true GUS activity. 

We tested to see if the nucleolar staining could be observed in wild-type 
seeds that normally did not show GUS activity. We stained wild-type seeds for 
GUS activity and cleared them in EtAc and Hoyer's medium (Figure 3). After a 
few days in Hoyer's medium, seeds did not show GUS activity (Figure 2E). After 
2 wk in Hoyer's medium, weak blue staining of young siliques was visible. After 
4-6 wk in Hoyer's medium, nucleolar staining and staining of the chalazal prolif- 
erating tissue was observed (Figure 3). Some artifacts due to the prolonged incu- 
bation in the clearing agent, lactophenol, were also observed (Figure 3A-C). In 
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Figure 3. Staining artifacts in wild-type seeds caused by prolonged clearing. A-C: Prolonged clearing 
in lacto phenol results in blue staining of the embryo at (A) the globular stage and (B, C) "spotty" 
patterns in integuments at the heart stage. D-I: Prolonged clearing in Hoyer's medium/Hoyer's light. 
(D) Up to the heart stage, the blue stain is localized predominantly in the embryo and chalazal 
proliferating tissue. (E-I) In ovules at the heart stage, blue stain can be detected in endosperm and 
integuments. (F-H) Precipitation of endosperm nuclei after prolonged clearing. (I) Close-up of 
endosperm nuclei precipitated around heart stage embryo from H. 

this case, spots  were  loca l ized  mos t ly  to in teguments  and e m b r y o s  (Figure  3A-C) .  

In H o y e r ' s  med ium ,  wi ld  type ovu les  at the g lobular  s tage o f  e m b r y o  deve lop -  

ment  showed  nuc leo la r  s taining in the embryo ,  endosperm,  and prol i fera t ing  
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chalazal tissue (Figure 3D). False nucleolar GUS (Figure 3E-I) was weaker than 
in the marker lines (Figure 2F-G). In wild-type endosperm, nucleolar staining 
(Figure 3E-I) usually was not observed in the nucleoplasm of the endosperm nu- 
clei. In a portion of wild-type seeds, the endosperm nuclei tended to precipitate 
(Figure 3F-I), probably as a result of gravity from being in Hoyer's medium for 
many weeks. 

Conclusions 

The clearing of GUS-stained seeds improves significantly when incubation in eth- 
anol-acetic acid precedes clearing in traditional Hoyer's medium. This method is 
especially useful for precise GUS localization in older Arabidopsis seeds. Incuba- 
tions of up to 4 h in EtAc for younger seeds and up to 8 h for older seeds are nec- 
essary to improve clearing. The optimal ratio of the 2 chemicals is 1:1. Prolonged 
clearing of GUS-stained seeds led to dye precipitation in the nucleoli. A chemical 
reaction that occurs in the nucleoli probably is the reason for this. Special atten- 
tion should be taken when observing ovules after long incubations in GUS and 
clearing agents. Incubations in Hoyer's for up to 1 wk are most suitable for good 
and reliable GUS detection. In case of weak signals, embedding in resins might 
be a better choice. Several weeks of incubation results in nucleolar staining, 
which may be useful in studies of endosperm development and mutant screenings. 
Blue staining in the endosperm nucleoli can also serve as a useful marker to indi- 
cate the position of endosperm nuclear cytoplasmatic domains (NCD) (Brown et 
al., 1999). 

Acknowledgments 

The authors are grateful to the Research Council of Norway for providing a grant 
(project number 129525/420) to B. Stangeland and Z. Salehian. The authors also 
would like to thank Odd-Arne Olsen and Reidunn B. Aalen for critically review- 
ing the manuscript. 

References 

Beeckman T and Engler G (1994) Clearing of histochemically stained plant tissue. Plant 
Mol Biol Rep 12: 37-42. 

Berleth T and Jurgens G (1993) The role of the monopterous gene in organising the basal 
body region of the Arabidopsis embryo. Development 118: 575-587. 

Boisnard-Lorig C, Colon-Carmona A, Bauch M, Hodge S, Doemer P, Bancharel E, Dumas 
C, Haseloff J, and Berger F (2001) Dynamic analyses of the expression of the 
HISTONE::YFP fusion protein in Arabidopsis show that syncytial endosperm is di- 
vided in mitotic domains. Plant Cell 13: 495-509. 

Brown RC, Lemmon BE, Nguyen H, and Olsen OA (1999) Development of endosperm in 
Arabidopsis thaliana. Sex Plant Reprod 12: 32-42. 

Jefferson RA, Kavanagh TA, and Bevan MW (1987) GUS fusions: b-glucuronidase as a 
sensitive and versatile gene fusion marker in higher plants. EMBO J 6: 3901-3907. 

Liu CM and Meinke D (1998) The titan mutants of Arabidopsis are disrupted in mitosis 
and cell cycle control during seed development. Plant J 16: 21-31. 



114 Strangeland and Salehian 

Luo M, Bilodeau P, Dennis ES, Peacock WJ, and Chaudhury A (2000) Expression and 
parent-of-origin effects for FIS2, MEA, and FIE in the endosperm and embryo of de- 
veloping Arabidopsis seeds. Proc Natl Acad Sci USA 97: 10637-10624. 

Mandal A, Sandgren M, Holmstr6m KO, Gallois P, and Palva ET (1995) Identification of 
Arabidopsis thaliana sequences responsive to low temperature and abscisic acid by 
T-DNA tagging and in-vivo gene fusion. Plant Mol Biol Rep 13: 243-254. 

Martin T, Wohner R-V, Hummel S, WiUmitzer L, and Frommer WB (1992) The GUS re- 
porter system as a tool to study plant gene expression. In: GUS Protocols: Using the 
GUS Gene as a Reporter of Gene Expression. Academic Press, Inc., pp 23-43. 

Motzfeldt-Laane M and Lie T (1992) Overflatestudier av ugjennomsiktige objekter. In: 
H~ndbok i mikroskopi og framstilling av preparater. Universitetsforlaget, Oslo, pp 
173-174. 

Stangeland B, Salehian Z, Aalen RB, Mandal A, and Olsen O-A (2001) Promoter trapping 
of seven genes expressed in Arabidopsis endosperm. 12th International Conference on 
Arabidopsis Research, June 23-27, Madison, pp 534. 

SCrensen MB, Chaudhury AM, Robert H, Bancharel E, and Berger F (2001) Polycomb 
group genes control pattern formation in plant seed. Current Biology 11: 277-281. 

Topping JF, Agyeman F, Henricot B, and Lindsey K (1994) Identification of molecular 
markers of embryogenesis in Arabidopsis thaliana by promoter trapping. Plant J 5: 
895-903. 

Vielle-Calzada J-P, Baskar R, and Grossniklaus U (2000) Delayed activation of the pater- 
nal genome during seed development. Nature 404: 91-94. 


