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Introduction

Position-effect variegation (PEV) was discovered by Muller,1 
who observed a mosaic pattern of repression of euchromatic 
genes juxtaposed with blocks of heterochromatin in chromo-
somal rearrangements. The early observation that gene inactiva-
tion is inversely proportional to the distance of the variegating 
gene from the breakpoint suggested that heterochromatic factors 
spread from the breakpoint into the adjacent euchromatin, and 
that variegation in gene inactivation results from variation in 
the distance of this spreading.2-4 The level of expression of the 
variegating genes in PEV genotypes can be modified by genetic 
mutations that either increase [Su(var)s] or decrease [E(var)s] 
gene expression.5,6 Su(var) and E(var) genes have been shown to 
code for components of chromatin or enzymes that epigenetically 
modify components of chromatin. In addition, the level of expres-
sion of the variegating genes can be modified by chromosomal 
mutations that add or subtract blocks of heterochromatic DNA. 
Increasing heterochromatic DNA gives a Su(var) phenotype and 
decreasing it gives an E(var) phenotype suggesting that hetero-
chromatic DNA modifies PEV by titrating heterochromatic fac-
tors.4,6,7 That these modifying effects extend to the modulation 
of gene expression of transgenic P-element insertion lines was 
demonstrated by Wallrath and Elgin8 who compared hsp70-white 
expression in X^X/Y, X/O and X/Y flies. In this study we have 
taken advantage of recent whole genome sequencing studies that 
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have determined the DNA content in the heterochromatic regions 
of each Drosophila chromosome9 to directly correlate the effect 
on PEV of a pericentric insertion reporter line, 118E-108,10-12 with 
the total amount of heterochromatic DNA. Heterochromatic 
DNA levels were manipulated by adding or subtracting a Y chro-
mosome as in Wallrath and Elgin8 as well as by the difference in 
the amount of pericentric heterochromatin between the X and Y 
chromosome. We show that there is a linear correlation between 
the total amount of heterochromatic DNA and gene expression 
of the 118E-10 reporter line in X/O, X/Y, X/X and X^Y/X flies. 
Furthermore, in Drosophila, histone H3S10 phosphorylation by 
the JIL-1 kinase functions to maintain euchromatic domains by 
counteracting heterochromatization and gene silencing,12-18 and 
we provide evidence that this effect is proportional to the amount 
of total heterochromatin.

Results and Discussion

In the absence of H3S10 phosphorylation by the JIL-1 kinase 
the major heterochromatin markers H3K9me2, HP1a, and 
Su(var)3-7 spread to ectopic locations on the chromosome arms 
of Drosophila polytene chromosomes.14-16 These observations 
suggested a model for a dynamic balance between euchroma-
tin and heterochromatin,11,13,14,16 where the level of gene expres-
sion is determined by antagonistic functions of the euchromatic 
H3S10ph mark and the heterochromatic H3K9me2 mark.10-12,16,19 
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genotype. As illustrated in Figures 1 and 2, the heterozygous 
JIL-1z2/+ genotype enhances PEV as indicated by the increased 
proportion of white ommatidia and a decrease in the optical den-
sity of the eye pigment levels as compared with +/+ flies in both 
X/O, X/X, X/Y and X^Y/X flies. The reduction in all cases was 
statistically significant (Figs. 1 and 2) and averaged 40 ± 12%. 
Additionally, the difference in eye pigment levels between X/O, 
X/X, X/Y and X^Y/X flies in both +/+ and JIL-1z2/+ backgrounds 
was statistically significant (Tables 1 and 2). These results indi-
cate that the haplo-enhancer effect of JIL-1 is consistent in all 
genotypes, decreasing the amount of pigment in genotypes where 
changes in heterochromatic DNA give a Su(var) phenotype and 
also decreasing the amount of pigment in genotypes in which 
changes in heterochromatic DNA give an E(var) phenotype. To 
further explore the correlation between the haplo-enhancer effect 
of JIL-1 with the amount of heterochromatin present we plotted 
the 118E-10/+ eye pigment levels determined above as a function 
of total heterochromatin levels in X/O, X/X, X/Y and X^Y/X 
flies in both +/+ and JIL-1z2/+ backgrounds (Fig. 3). Based on the 
results of Hoskins et al.,9 the Y chromosome contains approxi-
mately 40.9 Mb, the X 19.9 Mb, the second 18.3 Mb, the third  
17.5 Mb and the fourth 3.1 Mb of pericentric heterochromatic 
DNA. Consequently, the total amount of heterochromatic DNA 
in the different genotypes used in this study is 97.7 Mb for X/O 
males, 117.6 Mb for X/X females, 138.6 Mb for X/Y males and 

This model has recently been tested in the variegating pericentric 
insertion line 118E-10 where loss-of-function alleles of JIL-1 act 
as enhancers of PEV and the haplo-enhancer effect of JIL-1 can 
counterbalance the haplo-suppressor effect of both Su(var)3-9 
and Su(var)2-5 on position-effect variegation, providing strong 
evidence that a finely tuned balance between the levels of JIL-1 
and the major heterochromatin components contribute to regu-
lation of gene expression.10,12 However, how this effect of JIL-1 
interacts with other types of modifiers of PEV is not understood, 
nor is it known whether the counterbalancing effect of JIL-1 is 
at a set level or whether it is proportional to the total amount of 
heterochromatic DNA.

To address these issues, we explored the effect on PEV caused 
by the P-element insertion line 118E-10 by the different hetero-
chromatic levels in males and females as well as by adding or 
subtracting a Y chromosome8,20 in wild-type and in JIL-1z2/+ 
mutant backgrounds. The JIL-1z2 allele is a true null allele21,22 and 
insertion of the 118E-10 P-element (P[hsp26-pt, hsp70-w]) into a 
known heterochromatin region of the fourth chromosome results 
in a variegating eye phenotype.10,12,23 Thus, in the experiments 
we examined w expression in +/+; 118E-10/+, and JIL-1z2/+; 
118E-10/+ male and female flies as well as in X/O and X^Y/Y 
mutant backgrounds. Eye pigment levels of the various geno-
types were determined essentially as in Kavi and Birchler24 and 
Wang et al.11,12 using three sets of 10 pooled fly heads from each 

Figure 1. JIL-1 is a haplo-enhancer of PEV in 118E-10/+ male flies with or without a Y chromosome. (A) Examples of the degree of PEV in the eyes of X/Y; 
+/+, X/Y; JIL-1z2/+ (X/Y; z2/+), X/O; +/+, and X/O; JIL-1z2/+ (X/O; z2/+) flies. (B) Histograms of the levels of eye pigment in X/Y; +/+, X/Y; JIL-1z2/+ (X/Y; z2/+), 
X/O; +/+, and X/O; JIL-1z2/+ (X/O; z2/+) flies. The average eye pigment levels with SD are shown and comparisons between levels in +/+ and JIL-1z2/+ 
backgrounds were done using a two-tailed Student’s t-test.
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to differences in their respective amount of total heterochroma-
tin. Furthermore, we found that the decreased concentration of 
JIL-1 and the euchromatic H3S10ph mark in JIL-1z2/+ flies17,18 
caused increased heterochromatic spreading and increased gene 

158.5 Mb for X^Y/X females. As illustrated in Figure 3A there 
was a linear relationship (r = 0.929) between eye pigment lev-
els and the total amount of heterochromatin in these genotypes 
in the wild-type background confirming previous findings that 
the degree of PEV depends on overall levels of heterochoma-
tin. Interestingly, this relationship was also linear (r = 0.874) 
in the JIL-1z2/+ background strongly suggesting that the haplo-
enhancer effect of JIL-1 is proportional to the total amount of 
heterochromatin.

Thus we found a direct, linear relationship between increas-
ing and decreasing the amount of heterochromatic DNA in the 
genome and the expression of the w marker gene in the 118E-10 
pericentric reporter line. These results are consistent with current 
models of heterochromatic spreading.5,6 These models predict that 
in X/O males, which have the least amount of pericentric hetero-
chromatic DNA to titrate a constant amount of heterochromatic 
factors, there will be an increased amount of heterochromatic 
silencing factors near the 118E-10 insertion. This increases the 
extent of heterochromatic spreading and decreases gene expres-
sion. In contrast, in X/X, X/Y, and X^Y/X flies there are increasing 
amounts of heterochromatic DNA to titrate the heterochromatic 
factors reducing their concentration in the region of the 118E-10 
insertion. This decreases the extent of heterochromatic spreading 
and increases gene expression. These findings also may explain 
the difference in PEV between males and females as attributable 

Figure 2. JIL-1 is a haplo-enhancer of PEV in 118E-10/+ female flies with or without a Y chromosome. (A) Examples of the degree of PEV in the eyes of 
X/X; +/+, X/X; JIL-1z2/+ (X/X; z2/+), X^Y/X; +/+, and X^Y/X; JIL-1z2/+ (X^Y/X; z2/+) flies. (B) Histograms of the levels of eye pigment in X/X; +/+, X/X; JIL-1z2/+ 
(X/X; z2/+), X^Y/X; +/+, and X^Y/X; JIL-1z2/+ (X^Y/X; z2/+) flies. The average eye pigment levels with SD are shown and comparisons between levels in 
+/+ and JIL-1z2/+ backgrounds were done using a two-tailed Student’s t-test.

Table 2. Statistical comparison of eye pigment levels in 118E-10/+,  
JIL-1z2/+ flies with different amounts of heterochromatin

Genotype X/X X/Y X^Y/X

X/O p < 0.001 p < 0.001 p < 0.001

X/X p < 0.001

X/Y p < 0.001

For each genotype the average pigment levels from three sets of mea-
surements were compared using a two-tailed Student’s t-test.

Table 1. Statistical comparison of eye pigment levels in 118E-10/+ flies 
with different amounts of heterochromatin wild-type for JIL-1

Genotype X/X X/Y X^Y/X

X/O p < 0.001 p < 0.001 p < 0.001

X/X p < 0.001 p < 0.001

X/Y p < 0.001

For each genotype the average pigment levels from three sets of mea-
surements were compared using a two-tailed Student’s t-test.
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silencing in both X/O, X/X, X/Y and X^Y/X backgrounds. The 
lack of any indication of an epistatic interaction between the 
effect of the loss of function JIL-1 allele and the changes in het-
erochromatic DNA, and the observation that the haplo-enhancer 
effect of JIL-1 is proportional to the amount of total heterocho-
matin suggest that JIL-1’s activity is dynamically modulated to 
achieve a more or less constant balance depending on the levels 
of heterochromatic factors present. It will be of interest in future 
studies to determine the molecular mechanisms for how this bal-
ance is regulated.

Materials and Methods

Drosophila melanogaster stocks. Fly stocks were maintained and 
crosses made at 22°C according to standard protocols.25 Canton 
S. was used for wild-type preparations. The JIL-1z2 null allele is 
described in Wang et al.21 as well as in Zhang et al.22 The insertion 
line 118E-108 used in these experiments contains the P-element 
(P[hsp26-pt, hsp70-w]) and was the generous gift of Dr. L. 
Wallrath. Balancer chromosomes and markers are described in 
Lindsley and Zimm.26 The compound chromosome C(1;Y)1 
was obtained from the Bloomington stock center. The C(1;Y)1 
chromosome contains the short (Ys) and long (Yl) arms of the Y 
chromosome attached to a complete X chromosome. C(1;Y)1/0 
flies are viable and fertile males with no free Y chromosome. This 

chromosome was modified by a double crossover in an X^Y/X 
female to replace the w+ allele with the w1118 allele.

PEV assays. PEV assays were performed as previously 
described.10,12,16,19 To quantify the variegated phenotype adult 
flies were collected from the respective crosses at eclosion, aged 
6 d at 22°C, frozen in liquid nitrogen, and stored at -80°C until 
assayed. The pigment assays were performed essentially as in Kavi 
and Birchler24 using three sets of 10 fly heads of each genotype col-
lected from males and females, respectively. For each sample the 
heads from the 10 flies were homogenized in 200 μl of methanol 
with 0.1% hydrochloric acid, centrifuged, and the optical density 
of the supernatant spectrophotometrically measured at a wave-
length of 480 nm. Statistical comparisons were performed using 
a two-tailed Student’s t-test. Eyes from representative individuals 
from these crosses were photographed using an Olympus Stereo 
Microscope and a Spot digital camera (Diagnostic Instruments).
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Figure 3. The relationship between eye pigment levels in 118E-10/+ flies and the total amount of heterochromatin present is linear. (A) Eye pigment 
levels plotted as a function of total heterochromatin levels in X/O, X/X, X/Y and X^Y/X flies from a wild-type JIL-1 (+/+) background. (B) Eye pigment 
levels plotted as a function of total heterochromatin levels in X/O, X/X, X/Y and X^Y/X flies from a JIL-1z2/+ (z2/+) background. r indicates the correlation 
coefficient for each plot.

References
1.	 Muller HJ. Types of visible variegations induced by 

X-rays in Drosophila. J Genet 1930; 22:299-335; 
http://dx.doi.org/10.1007/BF02984195

2.	 Schultz J. Variegation in Drosophila and the inert 
chromosome regions. Proc Natl Acad Sci U S A 
1936; 22:27-33; PMID:16588038; http://dx.doi.
org/10.1073/pnas.22.1.27

3.	 Lewis EB. The phenomenon of position effect. Adv 
Genet 1950; 3:73-115; PMID:15425389; http://
dx.doi.org/10.1016/S0065-2660(08)60083-8

4.	 Spofford JB. Position-effect variegation in Drosophila. 
In: Ashburner M, Novitski E, eds. Genetics and 
Biology of Drosophila. London, UK: Academic Press, 
1976:955-1019



©
20

13
 L

an
de

s 
B

io
sc

ie
nc

e.
 D

o 
no

t d
is

tri
bu

te
.

www.landesbioscience.com	 Fly	 133

5.	 Weiler KS, Wakimoto BT. Heterochromatin and 
gene expression in Drosophila. Annu Rev Genet 
1995; 29:577-605; PMID:8825487; http://dx.doi.
org/10.1146/annurev.ge.29.120195.003045

6.	 Girton JR, Johansen KM. Chromatin structure 
and the regulation of gene expression: the lessons 
of PEV in Drosophila. Adv Genet 2008; 61:1-43; 
PMID:18282501; http://dx.doi.org/10.1016/S0065-
2660(07)00001-6

7.	 Gowen JW, Gay EH. Eversporting as a function of the 
Y-chromosome in Drosophila melanogaster. Proc Natl 
Acad Sci U S A 1933; 19:122-6; PMID:16587724; 
http://dx.doi.org/10.1073/pnas.19.1.122

8.	 Wallrath LL, Elgin SCR. Position effect variegation in 
Drosophila is associated with an altered chromatin struc-
ture. Genes Dev 1995; 9:1263-77; PMID:7758950; 
http://dx.doi.org/10.1101/gad.9.10.1263

9.	 Hoskins RA, Smith CD, Carlson JW, Carvalho AB, 
Halpern A, Kaminker JS, et al. Heterochromatic 
sequences in a Drosophila whole-genome shotgun assem-
bly. Genome Biol 2002; 3:H0085; PMID:12537574; 
http://dx.doi.org/10.1186/gb-2002-3-12-research0085

10.	 Bao X, Deng H, Johansen J, Girton J, Johansen KM. 
Loss-of-function alleles of the JIL-1 histone H3S10 
kinase enhance position-effect variegation at pericen-
tric sites in Drosophila heterochromatin. Genetics 
2007; 176:1355-8; PMID:17435241; http://dx.doi.
org/10.1534/genetics.107.073676

11.	 Wang C, Cai W, Li Y, Deng H, Bao X, Girton J, et 
al. The epigenetic H3S10 phosphorylation mark is 
required for counteracting heterochromatic spreading 
and gene silencing in Drosophila melanogaster. J Cell Sci 
2011; 124:4309-17; PMID:22247192; http://dx.doi.
org/10.1242/jcs.092585

12.	 Wang C, Girton J, Johansen J, Johansen KM. A 
balance between euchromatic (JIL-1) and heterochro-
matic [SU(var)2-5 and SU(var)3-9] factors regulates 
position-effect variegation in Drosophila. Genetics 
2011; 188:745-8; PMID:21515582; http://dx.doi.
org/10.1534/genetics.111.129353

13.	 Ebert A, Schotta G, Lein S, Kubicek S, Krauss V, 
Jenuwein T, et al. Su(var) genes regulate the bal-
ance between euchromatin and heterochroma-
tin in Drosophila. Genes Dev 2004; 18:2973-83; 
PMID:15574598; http://dx.doi.org/10.1101/
gad.323004

14.	 Zhang W, Deng H, Bao X, Lerach S, Girton J, 
Johansen J, et al. The JIL-1 histone H3S10 kinase 
regulates dimethyl H3K9 modifications and hetero-
chromatic spreading in Drosophila. Development 
2006; 133:229-35; PMID:16339185; http://dx.doi.
org/10.1242/dev.02199

15.	 Deng H, Bao X, Zhang W, Girton J, Johansen J, 
Johansen KM. Reduced levels of Su(var)3-9 but not 
Su(var)2-5 (HP1) counteract the effects on chro-
matin structure and viability in loss-of-function 
mutants of the JIL-1 histone H3S10 kinase. Genetics 
2007; 177:79-87; PMID:17660558; http://dx.doi.
org/10.1534/genetics.107.075143

16.	 Deng H, Cai W, Wang C, Lerach S, Delattre M, Girton 
J, et al. JIL-1 and Su(var)3-7 interact genetically and 
counteract each other’s effect on position-effect varie-
gation in Drosophila. Genetics 2010; 185:1183-92; 
PMID:20457875; http://dx.doi.org/10.1534/genet-
ics.110.117150

17.	 Wang C, Cai W, Li Y, Girton J, Johansen J, Johansen 
KM. H3S10 phosphorylation by the JIL-1 kinase 
regulates H3K9 dimethylation and gene expression 
at the white locus in Drosophila. Fly (Austin) 2012; 
6:93-7; PMID:22634714; http://dx.doi.org/10.4161/
fly.20029

18.	 Cai W, Wang C, Li Y, Shen L, Liu S, Yao C et al. 
Genome-wide analysis of the binding sites of the JIL-1  
H3S10 kinase and its contribution to modulation of 
gene expression. Mol Biol Cell 2011; 22:1097; http://
dx.doi.org/10.1091/mbc.E11-10-0886

19.	 Lerach S, Zhang W, Bao X, Deng H, Girton J, 
Johansen J, et al. Loss-of-function alleles of the JIL-1 
kinase are strong suppressors of position effect var-
iegation of the wm4 allele in Drosophila. Genetics 
2006; 173:2403-6; PMID:16702418; http://dx.doi.
org/10.1534/genetics.106.059253

20.	 Wallrath LL, Guntur VP, Rosman LE, Elgin SCR. 
DNA representation of variegating heterochromatic 
P-element inserts in diploid and polytene tissues of 
Drosophila melanogaster. Chromosoma 1996; 104:519-
27; PMID:8625740

21.	 Wang Y, Zhang W, Jin Y, Johansen J, Johansen KM. 
The JIL-1 tandem kinase mediates histone H3 phos-
phorylation and is required for maintenance of chro-
matin structure in Drosophila. Cell 2001; 105:433-43; 
PMID:11371341; http://dx.doi.org/10.1016/S0092-
8674(01)00325-7

22.	 Zhang W, Jin Y, Ji Y, Girton J, Johansen J, Johansen 
KM. Genetic and phenotypic analysis of alleles of the 
Drosophila chromosomal JIL-1 kinase reveals a func-
tional requirement at multiple developmental stages. 
Genetics 2003; 165:1341-54; PMID:14668387

23.	 Cryderman DE, Cuaycong MH, Elgin SCR, Wallrath 
LL. Characterization of sequences associated with posi-
tion-effect variegation at pericentric sites in Drosophila 
heterochromatin. Chromosoma 1998; 107:277-
85; PMID:9880760; http://dx.doi.org/10.1007/
s004120050309

24.	 Kavi HH, Birchler JA. Interaction of RNA poly-
merase II and the small RNA machinery affects 
heterochromatic silencing in Drosophila. Epigenetics 
Chromatin 2009; 2:15-30; PMID:19917092; http://
dx.doi.org/10.1186/1756-8935-2-15

25.	 Roberts DB, ed. Drosophila: A Practical Approach. 
Oxford, UK: IRL Press, 1998

26.	 Lindsley DL, Zimm GG. The genome of Drosophila 
melanogaster. New York, NY: Academic Press, 1992




