
AZGP GENE SINGLE NUCLEOTIDE POLYMORPHISMS (SNPs) The
present invention relates to SNPs and haplotypes in
the AZGPl gene associated with obesity, and methods
for determining predisposition of an individual to
obesity by the presence or absence of said SNPs and/or
haplotypes in the AZGPl gene. Multifactorial diseases
such as obesity are caused by mutations in more than
one gene with a large contribution from environmental
factors. There has been spectacular success in
identifying the genes responsible for Mendelian
disorders, whereas finding the susceptibility genes
involved in multifactorial diseases has so far been
difficult. The evidence suggests that humans inherit a
genetic predisposition to gain weight on a high fat
diet. It would be useful to identify markers of
predisposition of individuals to obesity. AZGPJ is a
Zn-Alpha2-glycoprotein the gene of which is
down-regulated in obesity (EP 1548445), and
up-regulated in cachexia (Russell and Tisdale, 2005,
Brit. J. Cancer 92, 876-881; Russell et al., 2004,
Biochem. Biophys. Acta 1636, 59-68; Sanders and
Tisdale, 2004, Cancer Lett. 212, 71-81; Bing et al.,
2004, Proc. Natl. Acad. Sci USA 101, 2500-2505). So
far, no AZGPl haplotypes have been associated with
obesity. Description of the invention The problem to
be solved by the present invention was to provide
markers for the predisposition of individuals to
obesity. The problem was solved by the present
invention by the identification of SNPs and haplotypes
in the AZGPl gene which are associated with obesity.
DNA samples obtained from lean and obese subjects were
used to identify haplotypes and SNPs in the AZGPl
gene. These SNPs and haplotypes were associated with
obesity. As it is known from the literature that
obesity is associated with insulin resistance, these
SNPs may also be linked to insulin resistance. Obese
subjects who participated in this study were
non-diabetic when the samples were taken. DNA
fragments of the AZGPl gene were amplified by PCR and
sequenced. Following sequencing, polymorphism analysis
was performed using the Polyphred software (University
of Washington). Table 1lists all markers identified in
AZGPl .Table 2 is showing the allele frequency of all
polymorphic sites found in AZGPl DNA samples. For
haplotype frequency calculations, only SNPs with a
minor allele frequency higher than 5% were used. The
less frequent markers are not likely to be selected in
further association studies and will not contribute
substantially to the common haplotypes. Out of the 28
markers presented in Table 2, 15 (in bold) were
further included in the haplotype analysis. Table 3 is
providing the haplotype frequencies on the 15 frequent
markers of AZGPl. As can be seen in the table some
marker couples were completely redundant (equivalence
of occurrence of alleles in the different haplotypes):
zagl and zagl9  zagl7, zagl  and the intronic deletion
(zag del).  The cluster zagl , zagl7 and the intronic
deletion (zag del) is nearly redundant with zagl5 and
zag35. By looking at Table 6, from zagl7 to zag35,
only 3 haplotypes are present: AdelATT, GwtGCC and
GwtGTC. The last haplotype is only present in H12
which is a rare haplotype (f=0.005).Table 1.
Characteristics of all markers identified in AZGPl, in
DNA samplesPosition of the marker in the EMBL
accession number ac004977. 2Position of the marker in
Seq ID No. 2Table 2. Allelic frequency of discovered
SNPs in AZGPl. Distance Marker region (bp)1 AIM AII2
N2 f AIM f AII2 zagO6 5'reg - G A 93 0.995 0.005 zagO5
5'reg 110 T C 92 0.549 0.451 zagO4 5'reg 16 T A 92
0.745 0.255 zagO3 5'reg 132 T C 92 0.022 0.978 zagO7
lntroni 1347 T C 93 0.823 0.177 zagO8 lntroni 65 T G
93 0.005 0.995 zagO9 lntroni 2 G A 93 0.027 0.973
zag13 lntroni 1766 G A 93 0.995 0.005 zag12 lntroni
485 T C 9 1 0.973 0.027 



zag10 lntroni 355 T G 9 1 0.709 0.291 zag14 exon2 1192
T C 89 0.461 0.539 zag23 Intron2 169 G A 9 1 0.456
0.544 zag22 Intron2 164 T C 9 1 0.033 0.967 zag18
Intron2 308 C A 92 0.75 0.25 zag19 Intron2 17 G A 93
0.753 0.247 zag20 Intron2 235 T C 93 0.968 0.032 zag21
Intron2 5 T C 93 0.962 0.038 zag17 Intron2 588 G A 92
0.527 0.473 zag del Intron2 30 Wt del 91 0.527 0.473
zag16 Intron2 423 G A 90 0.533 0.467 zag15 Intron2
1048 T C 9 1 0.478 0.522 zag24 Intron3 653 C A 92
0.005 0.995 zag25 Intron3 237 G A 93 0.995 0.005 zag26
Intron3 581 T G 92 0.005 0.995 zag35 3'reg 975 T C 93
0.478 0.522 zag34 3'reg 390 T G 93 0.022 0.978 :
distance between the current SNP and the previous one
2: number of DNA samples with sequencing data wt: wild
type sequence del: sequence in which positions
8077-8083 are deletedTable 3. Raw haplotype frequency
table 8F is the Frequency. A test of Hardy- Weinberg
(H-W) equilibrium was performed for each marker
separately. No significant departure from H-W
equilibrium was found at the 5% type I error.
Haplotype frequency estimation conditions were met
(Zhao et al., 2003). The haplotypic characteristic of
AZGPl is commonly observed in other human genes in
Caucasians: a set of few common haplotypes (here 5),
and a series of rare haplotypes. The alleles of the
markers identified as associated with obesity (zagl5,
zagl7 and zag35), were present at the heterozygote
state in the L3 and L21 lean subjects (see table 4).
The presence of those alleles in the two subjects with
the lowest AZGPl gene expression level provide some
evidence of the importance of AZGPl in the obesity
status. This observation is reinforced by the genomic
study performed which shows clearly that the L3 and
L21 subjects are close to obese subjects when looking
at their entire gene expression profile. Table 4:
Characteristics of markers identified in AZGPl
(associated with obesity) and AZGPl mRNA expression
levels in the lean and obese patients (see EP
1548445).The p-values obtained from each Fisher's
tests are presented in Table 5. Table 5. Association
results between each SNP and the obesity status
p-value p-value SNP (dominant coding) (recessive
coding) zagO4 1 0.476 zagO5 0.361 0.361 zagO7 0.198
0.214 zaglO 0.08 0.476 zagl4 0.361 0.361 zagl5 0.311
0.03 zagl7** 0.03 0.311 zagl8 1 zagl9 1 1 zag23 0.361
0.361 zag35 0.311 0.03 *: uninformative coding, as all
2 1 individuals were in the same category. **: zagl
and the intronic deletion (zag_del) are not displayed
in the table as they are completely redundant with
zagl7 (see Table 3). Three markers were significant:
zagl5, zagl7 (which represents zagl and zag_del) 



and zag35. Thus, the cluster of markers zagl5, zagl6,
zagl7, zag_del and zag35 from AZGPl is associated with
the obese status in samples from the Oestensson cohort
(EP 1548445). As these five markers are strongly
correlated (see Table 3), it is consistent to see that
they provide the same strength of evidence. Therefore,
the present invention provides an isolated nucleic
acid comprising SEQ ID No. 2, or a fragment thereof
including position 8047, 8077-8083, 8500, 9556 or
12002, except for a single polymorphic change at one
of the positions as shown below: zagl5 at position
9556, wherein the T at this position is replaced by a
C zagl  at position 8500, wherein the A at this
position is replaced by a G zagl7 at position 8047,
wherein the A in this position is replaced by a G
zag_del at position 8077-8083, wherein the nucleic
acids in these positions are deletedzag35 at position
12002, wherein the T in this position is replaced by a
C. These polymorphisms are the basis for a method of
determining the predisposition of an individual to
obesity, comprising the steps of: a) isolating a
nucleic acid from a sample that has been removed from
the patient and b) detecting the nucleotide present at
one or more polymorphic sites within Seq ID No. 2 as
listed hereinbefore, wherein the presence of the
nucleotide specified at the polymorphic site as listed
hereinbefore is indicative of a propensity of a
patient to obesity. The polymorphisms described
hereinbefore define several haplotypes in the AZGPl
gene that are associated with obesity. Therefore, the
present invention also provides an isolated nucleic
acid molecule selected from the group consisting of
haplotypes 1, wherein each of haplotypes 1-3 comprises
SEQ ID No. 2 with the exception that the nucleotides
specified in the table 6 below for each haplotype are
present at the corresponding position in Seq ID No. 2:
Table 6. Haplotypes for markers of interest As used
herein, the term "del" relates to a sequence derived
from Seq ID No. 1, wherein the nucleic acids from 8077
to 8083 in Seq ID No. 2 are deleted from the
corresponding position in Seq ID No. 1. The term "wt"
relates to a sequence derived from ID No. 2 wherein
the nucleic acids from positions 8077 to 8083 are
present. Furthermore, a method for haplotyping the
AZGPl gene in an individual is provided comprising the
steps of: a) isolating a nucleic acid from a sample
that has beenremoved from the individual; b)
determining the presence of the nucleotides present at
positions 8047, 8077-8083, 8500, 9556 and 12002 of the
individual's copy of gene AZGPl, wherein the position
numbers are determined by comparison to SEQ ID No. 2;
c) assigning the individual a particular haplotype by
comparison of the nucleotides present at said
positions to the nucleotides recited in the haplotypes
of the table 6 set forth hereinbefore. Preferably, the
presence of at least one of the haplotypes set forth
in the table 6 is indicative of the propensity of the
individual to obesity. The expression levels of -5000
different genes in fat biopsies taken from 7 lean and
9 obese were measured by high-density oligonucleotides
microarray. This constituted their gene expression
profile. A correspondence analysis (Benzecri JP.
L'analyse des donn es. Dunod, Paris; 1979; Greenacre
M. Theory and application of Correspondence Analysis.
1984; Academic Press, London; Fellenberg K, Hauser N,
Brors B, Neutzner A, Hoheisel JD, and Vingron M.
Correspondence analysis applied to microarray data.
PNAS 1998:10781-86) was then performed on these gene
expression levels. Each data point in Figure 2
represents a projection of the entire gene expression
profile of one subject in a three-dimensional space,
as determined by correspondence analysis. The distance
between subjects reflects the distance between their
entire gene expression profiles. All obese subjects -
but 016 patient - are located on the right side of the
F3 axis while the lean subjects are on the left side
of this same axis, but four lean subjects - L3, LIl,
L17 and L21 - who appear among the obese subjects.
From the statistical work performed, many
differentially expressed genes were 



found when obese subjects were compared to lean ones.
The AZGPl gene, which is among these differentially
expressed genes, appears down-regulated in obese
subjects compared to lean subjects (see graph 2, fold
change= -11.5 with a P-value <5%). The lean subjects
having the lowest AZGPl gene expression level (L3 and
L21) are also the ones who appear close to the obese
subjects in Figure 2. The clinical parameters of those
same lean subjects indicate that their percentage of
truncal fat is higher than in the lean subjects who
exhibit a high level of AZGPl mRNA. L21 has also a
very low value of energy expenditure, compared to the
values observed for the other lean subjects.Short
description of the Figures: Figure 1: Markers of
interest mapped on the genomic sequence used for SNP
discovery in AZGPl. The following sequence is derived
from the EMBL accession number ac004977. Markers of
interest are highlighted (SNPs and deletion described
in the statistical analysis). In this sequence, the
deletion of zag_del is present. Figure 2:
Correspondence analysis performed on the entire gene
expression profiles of 7 lean and 9 obese subjects,
measured with high-density oligonucleotide microarray.
Each data point corresponds to the entire gene
expression profile of one subject. Lean subjects are
depicted by black squares and obese subjects by grey
squares. The analysis was performed using the
statistical package XlStat 6.0 (Addinsoft; New York,
NY). Figure 3: AZGPl expression profile measured with
high-density oligonucleotide microarray (see values in
table 4).Examples: Example 1: DNA samples DNA samples
used for SNP discovery were from two different
origins: Most of them were purchased directly as DNA
samples from the Coriell Institute for Medical
Research. Twenty one of them were prepared at RCMG
from whole blood provided by Professor Claes Oestenson
(see EP 1548445). All patients were non diabetic at
the time when samples were taken. DNA was extracted
from 200 ml of the whole blood using a silica gel
-based extraction method (MagNA Pure LC DNA Isolation
KIT I, Roche Molecular Biochemicals). Example 2: SNP
discovery The mRNA sequence of AZGPl (NCBI accession
number NM_001185) was mapped on the genomic sequence
(EMBL accession number ac004977, LocusLink 563) to
identify the genomic organization o AZGPl (exons and
exons/intron boundaries). Primers were designed to
amplify DNA fragments that would cover the whole gene
sequence and additionally 1.5 kb upstream AZGPl start
codon (ATG) and 1 kb downstream AZGPl stop codon (TAG)
(Table 7). These fragments are overlapping each other.
Fragments were amplified by PCR using DNA sample from
several individuals as a template. The amplification
conditions were as following, in a final volume of 20
ml:  4 ng DNA  Buffer Ix (see Table 8 for details)  50
mM of each dATP, dCTP, dGTP and dTTP  0.4 mM of each
primer  0.4 u of polymerase (see Table 8 for details)
Amplification reactions were prepared in 96-well
amplification plates with an aliquoting robot (Tecan
biorobot). Parameters for procedures performed by the
robot were set to minimize the possibility of
cross-contamination. The thermal cycling conditions
were as following: 15 minutes at 95C for DNA
polymerase activation, 35 cycles of the following
steps: denaturation at 94C for 1 min, hybridization at
theannealing temperature (Table 8) for 30 s and
extension at 72C for 1 min, and a final extension step
at 72C for 5 min. The amplification reactions were run
on an MJ Research PTC-200 DNA Engine. After PCR
amplification, fragments were purified using 384
Cleanup Millipore plates on a Tecan biorobot. Double
strand DNA sequencing of all fragments was performed
using ABI Big Dye terminator chemistry according to
the manufacturer's instructions. Primers used for
sequencing were the same as the ones used for fragment
amplification. Sequencing reactions were performed on
an MJ Research 



PTC-200 DNA Engine and run on an ABI 3730 sequencer.
After sequencing, the polymorphism analyses were done
using Polyphred software (licensed from University of
Washington). Table 3 is listing all markers identified
in AZGPl. Position of these markers on AZGPl genomic
sequence is also highlighted in Figl. Table 7. Primers
used to amplify and sequence AZGPl.Tamper Evident
Closure The invention relates to tamper evident
closure for a tube, container or package. Tamper
evident closures of various types have been known for
a long time. Known tamper evident closures may
comprise a tamper evident ring. Tamper evident
closures with tamper evident rings are used for
bottles and other containers with closures which
generally have a diameter not exceeding 5 to 6 cm like
bottles or tubes for tablets. For example EP 0 202 506
Bl discloses a container with a closure comprising a
tamper evident ring. Tamper evident closures known in
the state of the art may alternatively comprise a
tamper evident tab, which is on one side of the
closure connected by tear-off/tamper evident webs to
the lid and the body of a tube, container or package
and has to be removed before opening the closure.
Tamper evident tabs are often used for cup-like
packages made of plastics with a lid and which have a
large diameter (more than 5 to 6 cm) compared to i.e.
the closures of bottles. It is also known to use
tamper evident tabs with tubes as disclosed in FR
2707958 and JP 2004175436. Tamper evident tabs have
the advantages first that it is more obvious for the
consumer to recognize if the tamper evident closure
has been broken or manipulated than with the tamper
evident ring, second that it is easier to peel off a
tab than to break a ring. The state of the art devices
have either a tamper evident ring or a tamper evident
tab. If a tamper evident tab has been removed it is
not clear, if the tube, container or package really
has been opened. The consumer might discard
unnecessarily a tube, container or package, because
the tab had been removed for some reason, although the
tube, container or package had in fact not been
opened. On the other hand the consumer might not
become aware that the tube, container or package had
been opened if it has a tamper evident ring. A
disadvantage of tamper evident rings is also that in
the state-of-the-art devices the tamper evident ring
falls down when the tear-off/tamper evident webs
connecting the ring to the closure are broken. The
problem to be solved is therefore to provide a closure
which alerts the consumer that the tube, container or
package had been manipulated but preserves the
consumer from unnecessarily discarding tubes,
containers or packages, which have in fact not been
opened. This problem is solved by a closure for a
tube, container or package with a ring connected to
the tube and a lid, which is attached to the ring by
means of a hinge, of a tab and of tear-off/tamper
evident webs between said ring and said lid. The tab
is attached through tear-off/tamper evident webs to
the ring and the lid.Before the tube is opened the
first time the tamper evident ring and the tab are
connected with the lid by means of the tear-off/tamper
evident webs and by a hinge. To open the tube for the
first time, it is first necessary to remove the tab,
which breaks the tear-off/tamper evident webs between
the tab and the ring respectively the lid. A large
"window" becomes accessible where the tab had been
removed. The consumer can put his thumb into this
window to push-up the lid. By doing this, the
tear-off/tamper evident webs between the ring and the
lid are also broken. The hinge is left as connection
between lid and ring and prevents the ring from
falling down. In an alternative embodiment the ring
can be designed such that an inside part of the ring
is adjusted to the tube, container or package such
that it would be prevented from falling down even in
the absence of a hinge. Preferably the tear-off/tamper
evident webs are located at predetermined distances,
more preferred equidistant from one another. In an
alternative embodiment in order to decrease or adjust
the force for opening the first time the
tear-off/tamper evident webs are arranged such that
the more these tear-off/tamper evident webs are near
to the tab, the more space there is between two of
them. In one embodiment the tab is located opposite to
the hinge on the periphery of the closure. Preferably
the tab does not extend beyond the external diameter
of the ring, in order to assure a better efficiency on
packing lines. The tab can have a width in the range
from 8 to 40 mm, preferably in the range from 15 to 25
mm, and a height in the range of 2 to 20 mm,
preferably in 



the range from 7 to 13 mm. A pictogram or a wording
may be applied to the tab, indicating to the user that
the tab has to be removed before opening the lid and
which side of the tab to pull first. The closure can
be circular or ellipsoid. Preferably it has a height
in the range from 10 to 40 mm, preferably 15 to 30 mm
and a total diameter in the range from 10 to 50 mm,
preferably in the range from 20 to 40 mm. The lid can
contain a desiccant in a specific cavity or it can
contain an attached canister with some desiccant
and/or active materials in. In one embodiment gripping
parts are on the top of the lid. By means of the
gripping parts the lid can be closed by pushing on the
top of the closure with the index or with the thumb.
The closure is preferably of the snap-on type. The
closures according to the present invention can
preferably be used on plastic or aluminium rigid
tubes. If the closure is made of polymer material,
then it can be fabricated by injection molding. Also
disclosed herewith is a method for opening a closure
according to the present invention for the first time.
Which method comprises the steps of removing the tab
from the ring area such that awindow and a lid
underside appear. By applying a force onto the
underside of the lid i.e. by putting the thumb into
the window, the user breaks the tear-off webs between
the lid and the ring and thereby opens the closure.
When opening the closure the next times the user uses
the same procedure without the step of removing the
tab. For closing the closure the user grabs the tube,
container or package with the closure and pushes on
the top of the closure with the index or with the
thumb and lets the lid snap onto the ring.Figures and
Examples Fig. 1 shows a closure before the first
opening Fig. 2 shows a closure in open state Fig. 3
shows a closure in closed state with tab removed Fig.
1 shows a closure 1 before the first opening. The
closure 1 comprises a lid 2, a tamper evident ring 3
and a tab 4. The tamper evident ring 3 and the tab 4
are connected with the lid 2 by means of the tear-off
webs 7a, 7b and by a hinge 8 (shown in Fig. T). An
arrow 5 on the tab 4 is indicating for the user, that
the tab 4 has to be removed before opening. In the
example shown in Fig. 1 the closure (1) has a height
of 22.5 mm and a diameter of 34.5 mm. The tab (4) has
a width of 20 mm and a height of 10 mm. Fig. 2 shows a
closure 1 in open state. The tab 4 has been removed.
One part of the periphery of the tab 4 was connected
through tear-off webs (not shown) with the ring 3 and
the other part of the periphery of the tab 4 was
connected through tear-off webs 7a to the lid 2. The
tear-off webs 7a between the tab 4 and the ring 3
respectively the 2 Hd have been broken. Tear-off webs
7b between ring 3 and lid 2 have been broken, which
were present at those parts of the periphery of the
ring 3 and the lid 2, where no hinge 8 and no tear-off
webs 7a are present. Fig. 3 shows a closure 1 in
closed state with tab 4 removed. A large window 9 is
accessible where the tab 4 has been removed. The
closure 1 can be opened by the user with onjy one hand
by putting the thumb into the window 9 to push-up the
lid 2. The lid 2 can be closed again by means of the
gripping parts 6 by pushing on the top of the lid 2
with the index or with the thumb.Claims 1. Closure (1)
for tube, container or package comprising: a ring (3)
connected to the tube, container or package; and a lid
(2), which is connected to the ring (3) by means of a
- a tab (4), wherein said tab (4) is connected through
tear-off/tamper evident webs (7a) with the ring (3)
and the lid (2), and tear-off/tamper evident webs (7b)
between said ring (3) and said lid (2). 2. Closure (1)
according to claim 1, wherein the lid (2) is also
connected to the ring (3) by means of a hinge (8). 3.
Closure (1) according to claim 1 or 2, wherein the
ring is designed such that an inside part of the ring
is adjusted to the tube, container or package such
that it would prevent the ring from falling down after
the tear-off/tamper evident webs (7a, 7b) have been
broken. 4. Closure (1) according to one of the claims
1 to 3, wherein one part of the periphery of said tab
(4) is connected through tear-off/tamper evident webs
(7a) with the ring (3) and the other part of the
periphery of said tab (4) is connected through
tear-off/tamper evident webs (7b) to the lid (2). 



5. Closure (1) according to one of the claims 1 to 4,
wherein the tear-off/tamper evident webs (7b) between
said ring (3) and said lid (2) are present at those
parts of the periphery of the ring (3) and the lid
(2), where no tear-off/tamper evident webs (7a) to the
tab (4) and, as the case may be, no hinge (8) are
present. 6. Closure (1) according to one of the claims
1 to 5, wherein the tear-off/tamper evident webs (7a,
7b) are located at predetermined distances from one
another. 7. Closure (1) according to claim 6, wherein
the tear-off/tamper evident webs (7a, 7b) are located
equidistant to one another. 8. Closure (1) according
to claim 6, wherein the tear-off/tamper evident webs
(7a, 7b) are arranged such that the more these
tear-off/tamper evident webs (7a, 7b) are near to the
tab (4), the more space there is between two of them.-
- 9 . Closure (1) according to one of the claims 1 to
8, wherein the closure (1) is circular or ellipsoid.
10. Closure (1) according to claim 2, wherein the tab
(4) is located opposite to the hinge (8) on the
periphery of the closure (1). 11. Closure (1)
according to one of the claims 1 to 10, wherein the
tab (4) does not extend beyond the external diameter
of the ring (3). 12. Closure (1) according to one of
the claims 1 to 11, wherein the lid (2) contains a
desiccant. 13. Closure (1) according to one of the
claims 1 to 12, wherein the closure (1) has a height
in the range from 10 to 40 mm, preferably in the range
from 15 to 30 mm. 14. Closure (1) according to one of
the claims 1 to 13, wherein the closure (1) has a
diameter in the range from 10 to 50 mm, preferably in
the range from 20 to 40 mm. 15. Closure (1) according
to one of the claims 1 to 14, wherein the tab (4) has
a width in the range from 8 to 40 mm, preferably in
the range from 15 to 25 mm. 16. Closure (1) according
to one of the claims 1 to 15, wherein the tab (4) has
a height in the range from 2 to 20 mm, preferably in
the range from 7 to 13 mm. 17. Closure (1) according
to one of the claims 1 to 16, wherein the closure (1)
is of snap-on type. 18. Closure (1) according to one
of the claims 1 to 17, wherein the lid (2) has
gripping parts (6) on its top side. 19. Closure (1)
according to one of the claims 1 to 18, wherein the
lid (2) has company logo and/or brand name and/or
brand logo on its top side. 20. Closure (1) according
to one of the claims 1 to 19, wherein the closure (1)
is made of polymer material and fabricated by
injection molding. 21. Closure (1) according to one of
the claims 1 to 20, wherein a pictogram (5) or a
wording is applied to the tab (4), indicating to the
user that the tab (4) has to be removed before opening
the Hd (2) and which side to pull this tab first 22. A
method for opening a closure (1) of claim 1 for the
first time, comprising the steps of removing tab (4)
such that a window (9) and a lid underside appear;
applying a force onto the underside of the lid (2)
thereby breaking the tearoff/ tamper evident webs (7b)
between the lid (2) and the ring (3); and opening the
closure (1). 23. A method for opening a closure (1) of
claim 1 comprising the steps of - putting a thumb into
the window (9) in the ring (3) area of the closure
(1); applying a force onto the underside of the lid
(2) thereby breaking the tearoff/ tamper evident webs
(7b) between the lid (2) and the ring (3); and opening
the closure (1). 24. A method of claim 22 or 23,
wherein the force is applied to the underside of the
lid (2) by putting a thumb into the window (9) in the
ring (3) area of the closure (1). 25. A method for
closing the closure (1) of claim 1, comprising the
steps of grabbing a tube, container or package with
the closure (1); pushing on the top of the closure (1)
with the index or with the thumb; and let the lid (2)
snap onto the ring (3). 


