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Cd Cyck-Dependent EstabOisi~ment of a 
Late RepIicatisn Program 

M. K. Raghuraman," Bonita J. Brewer, \Naltsn L. Fangman 

DNA replication origins in chromosomes of eukaryotes are activated according to a 
temporal program. In the yeast Saccharomyces cerevisiae, activation of origins in early 
S phase appears to be a default state. tiowever, cis-acting elements such as telomeres 
can delay origin activation until late S phase. Site-specific recombination was used to 
separate origin from telomere in vivo, thereby demonstrating that the signal for late 
activation is established between mitosis and START in the subsequent G, phase. Once 
set, the signal can persist through the next S phase in the absence of the telomere. 
Establishment of the temporal program and of initiation competence of origins may be 
coincident events. 

Eulcarj otic chrcimosc~me. ,ire organi:e~ 
into 1~locl;s i ~ t  DNA s c ~ i l ~ c ~ l c c  t11,ir rcvlic,itc 
early m 5 plla?e inrer.perseJ n-lrll blocks 
that replicare late. Each temporal l~locl< IS 

~ c ~ u m a l ~ l \ -  rcylicatcci 1.1- tile coi~rLl~nate ac- 
t iv,~rion cjt cluster? i)! reClicarion ~ ) r i ~ i l l >  
( 1 ) .  T h e  tl111ctii111a1 s i ~ ~ ~ ~ f i c a ~ ~ c e  c7t t111s te111- 
poral recl~lation remains ope11 to sy?ecula- 
ti011. ,-I ~ l e ~ ~ ~ ~ ~ n r r a r e ~ l  correlarlon l ~ e t n e e n  
actively tr,in~criheil genes anil earlT- rzplica- 
tion in lilgher eu1,arvorc.s has lei1 to the 
xlzgesrloli their eariv replicarion m,iy l ~ c  ,i 
p r u e i ( ~ ~ i s ~ t e  for the  act1\-atic7n of gene rra11- 
scr ipr~an (3) .  Srral-ing from the  norll~al 
telllporal priyralli of replieatloll lnav have 

~ ~ ~ C C / I ~ I ' O ~ ~ ~ ~ ~ C L ' S  C?)'?l'l~l:l2 ~ ~ l l ' ~ l l l l c > ~ ~ O l l l ~ ~  

all(, cc~~ i t a in  early- and late-replliaring ilo- 
mains. anLi \-e,~ht replicaric,n o r i ~ i n .  tliar are 
activated late ill 5 phwe l ~ a v e  lice11 iilciiti- 
tieii r e c e n t l ~  (4-6). Alth(7uqh there has 
beell ~ l l r~c l i  progress in un ; l e r , t ,~n i l~n~  tlie 
molec~~la r  step. leaLl in~ to the act i r~at iol~ of 
replicatlk~n oririna (;), the  m i ~ l e c ~ ~ l a r  'aai: 
h r  tile teil11~ora1 proeraill is 1esb cle,~r.  T h e  
picture that i? emerqing 1s t h , ~ t  ~ e , f i t  repli- 
c ,~ t inn  clricin, ,ire ,~ctiv,itc,l early 111 S pllaqe 
bv ~ i c h u l t .  Late activation, in those ill- 
st;rnces in ~vh ich  it 11,i.; l ~ e n  f o ~ u ~ i l .  1; I I L I ~  a11 
i n t r i n : ~ ~  property o t  tlie orieil~: invo11-eLl. 
'ut is impnse,i 1.v cic-,~ctil~g elemel~ts tl1,it 
arc ,cparablc from the origin (6, 8. 9). 

O n e  c s a m ~ ~ l e  of a chrc~mosomal e l emci~ t  
that afftctz (xigin , ic t i~ . , l t l~x~ tlille is the  
telomere-~lrosi1111tv re) a telolllere c,111 
cause late , ~ c t i \ ~ , ~ t i o n  iotc>riyins (8. 117). Ht7w 
t l ~ c  telt7mere etfecta a ilcla1-eLl scheiiule of 
origin ,ictivcitlnn i: unkn~.~n.ii. I ~ L I ~  [lie par- 
allel p l ~ e ~ ~ o m e n c > n  of' telomei-lc p o i ~ t ~ c ) n  e!- 

;ei2611~-1s'i- of Gs-~etzs la - , -e l  s t ,  of \',!6~1'11-,toi 60x 
55.7313: s e s t l e ,  ,:;,A, 351 35-;se8: I J S ~  

k c t  011 tr; i~lsc~-ipt~oll  ( I  I )  ?~ly?est? the in- 
\~olvemeilt ot a sr~ccial c h r , ~ m , i r ~ ~ l  strl1crLu.c 
~ o p a g a t e d  fro111 the relomere. A notable 
feature e l f  t ranhcr~l~tlonal 11enciny is ~ t s  her- 
ital~ility: Silence~l chl-c~mat~ll call be m,iill- 
ra111eJ anil c lo~l~i l ly  inl~eritcil t l l r o ~ ~ g h  ?er7- 
era1 cell i t i ~ , i s i o ~ ~  cycle: a ~ l d ,  at least 111 the 
>11217t ~llari~lg-type cassettes, i i~alntenance 
i)t tl-ie I-epresreil stare can he ~ n ~ l e l ~ e n i l e ~ i t  o t  
it< l l l l t~al e s t a l ~ l ~ ~ l i m e n t  ( 1 2 ) .  

\X!c nuu. ,iskeii, tirsr, it' ma in te~ ia~ ice  
tlie sic11~i1 for late orici11 ac r iva t i i )~~  is also 
seraral,lc frum its esraklishmenr 1.v the relcl- 
mere, anii second, when in the cell cycle 
the  telomeric late replicat~on pl-ogram I, 

estahli>hzLl. TL) ailclres these ~luestions, n7e 
~15eil i n J ~ ~ c ~ l ~ l e ,  site-s~~ccit'ic rccomhi~latic~n 
to reinor-e a suhtelc~merii late ~3rlgin from 

cl~rc~)~l~osc~inal  lcocar~c>~~ in vivo (Flc. 1). 
Tlle ~ x i l ~ ~ c i  clrclz, 1acl;iny ilcteriniilant.; of 
latc orlgln a c r i ~ , a t ~ c ~ n ,  1s eupectcii to repli- 
cate early in S pha>e ~ ~ n l c s s  the late rcpli- 
catloll signal i7rig1ncilly cst ,~l~lished by the 
telonlerc ~lersists after exclslon. Escisinc the  
orlpin at iiifte~.ent tinits 111 the  cell c\-cle 
\~oul;I reveal if the  telc~meric latc re~>llc,i- 
tiim prngralll is stalil\, m ,~ i l~ ta i l~ed  tor n o r e  
than one ro~unil (it t!ie cell cycle or l t  ~t is 
reestahlisl~e~l 111 every cell cycle. For c s ~ i m -  
ple, the  orlpin can lie rei11~7ve~~l at S T A R T ,  
\vlien the cell commit\ clltrv illto ,111c7ther 
ro~u1,l oi tile cell cycle, anL1 ' the cells then 
allon.ecl to proceeil t11rou;'lh S pllase. If the 
pl-evlousl\- late origin no\v hecollles actlve 
earlv 111 5 phase, tliell the  teli~mere must he 
ncedeil attcr S T A R T  ,111d pcossihly thror~gh 
S p11ax ~ n a i i ~ t a i n  the late replication 
progranl. If the ~ ~ r l q i n  remain: late, the11 tlie 
yrocr~xm must he et ,~blishz;l  betore S T A R T  
anil ma~ntained tl~rougli  S p11,ise in the 
,ihs~?nce c?! tlie teli)mere. 

Tlie c>rlgin exciaion cassette n.as col1- 
structe,l (1.3) 111 ,I str,iln t l ~ a t  col~talns three 
cc7pie. of the "R" rcconl l~~i~abe ti.0111 2ygosilc- 
~ / l a l -O?? l ?C t?5  wi!~ii uniler coi~rrol  of the  
GAL1 promoter (14) integratei[ In taniienl 
, ~ t  the  LEL'2 1c)cub o n  chroi~~osoine 111. Tar- 



get sites for the recombinase were inserted 
on either side of the late-activated origin 
ARSSOI (5) to create the cassette. One 
endpoint of the cassette is adjacent to the 
RAD3 locus on chromosome V, -23 kb 
centromere-proximal to ARSSOI . The other 
endpoint is located -7 kb distal to ARSSOI 
(Fig. 1). 

The kinetics of site-specific recombina- 
tion were examined by inducing expression 
of the recombinase gene in G,. Cells grown 
in minimal medium with acetate as the 
carbon source were arrested at START in 
G, by treatment with or-factor. Galactose 
was added to the culture to induce tran- 
scription of the recombinase gene and 
thereby initiate recombination at the 
ARSSOI cassette, and samples were re- 
moved for analvsis at hourlv intervals there- 
after. contour-damped homogeneous elec- 
tric field (CHEF) gel electrophoresis (1 5) of 
whole chromosomes showed that, as ex- 
pected, the band corresponding to full- 
length chromosome V (-575 kb) disap- 
peared over time after the addition of ga- 
lactose, while a faster migrating band ap- 
peared (Fig. 2). Excision of the cassette was 
efficient (>90% in 5 hours: Fie. 2). and . - . .  
half-maximal excision occurred in 2 to 2.5 
hours. Restriction mapping by Southern 
(DNA) hybridization revealed the predict- 
ed junction fragment and confirmed the 
circular topology of the excised fragment 
(16). 

Analysis of the timing experiments that 
follow depended on two prerequisites. First, 
integration of the recombinase target sites 
to create the excision cassette must not 
reduce or eliminate ARSSOI activitv. Sec- 
ond, replication of the excised cassette must 
be initiated at ARSSOI and not at cryptic 
origins that might be uncovered in the ex- 

30 kb ARS501 cassette 

+ CEN zg A R W 1  Rec ChrV 
Late site telomere . . . . . . k - = - ; I f f p  

A R W 1  
Early or Late? 

Fig. 1. Experimental rationale. The 30-kb cassette 
(top) was constructed by insertion of two target 
sites for the "R" recombinase in direct orientation 
at the indicated locations near the right end of 
chromosome V (73). 

cised circle. To confirm that these condi- 
tions were met, we examined replication 
intermediates at ARSSOI by two-dimen- 
sional (2D) agarose gel electrophoresis (1 7). 
S-phase DNA was collected from untreated 
control cells and from cells in which recom- 
bination had been induced in G,. The 
DNA was cut with Xba I, subjected to 2D 
agarose gel electrophoresis, and hybridized 
to an Xba I fragment containing ARSSOI . A 
bubble-to-Y pattem expected for an asym- 
metrically located, active origin (Fig. 3A) 
was seen in both the uninduced and the 
induced sample (Fig. 3, B and C). The 
dearth of intermediates in the ascending 
portion of the Y-arc in the induced sample 
indicates that the origin is highly active, as 
passive replication of the fragment by an 
origin located elsewhere on the excised cir- 
cle would have caused an increase in the 
signal in that portion of the Y-arc. We 
conclude that initiation at the chromosom- 
al ARSSOI was extremely efficient and that 
replication of the excised circle was driven 
predominantly, if not exclusively, by 
ARSSOI . The activity of ARSSOI was not 
perturbed by either the creation of the cas- 
sette or by its subsequent excision; the rep- 
lication timing results for ARSSOI that fol- 
low therefore reflect the activation time for 
the origin. 

Does the telomere set up the late acti- 

vation program at ARSSOI before the cells 
enter S phase? We anticipated that if so, 
ARSSOI excised in G, would remain late- 
activated in the subsequent S phase, pro- 
vided that the signal set up by the telomere 
persisted through S phase. Accordingly, the 
ARSSOI cassette was excised in G, at 
START, and its replication time in the 
ensuing S ~hase  was determined by density 
transfer experiments (1 8). The replication 
time of a sequence (measured as t,,,, the 
time of half-maximal replication) can vary 
from culture to culture, hampering direct 
comparisons between experiments. There- 
fore, we show both the absolute replication 
time of ARSSOI and its replication index 
(Table l ) ,  which is much less subject to 
experimental variation (6). 

The control, chromosomal copy of 
ARSSOI replicated in the second half of S 
phase, with a replication index of 0.61 (Fig. 
4A and Table 1). After excision in G,, 
ARSSOI replicated with an index of 0.52, 
slightly earlier than the control experiment 
but still in the second half of S phase (Fig. 
4B and Table 1). These results were con- 
firmed in a second, independent experi- 
ment (Table 1). In contrast, after long-term 
growth of the cells (more than 20 genera- 
tions) following excision of the cassette, 
ARSSOI replicated early in S phase, with a 
replication index of -0.02 (that is, slightly 

Fig. 2. Excision of ARS507 by site- EtBr-stained Probed for chr V 
specific recombination in vivo. Im- g,T,"Ci:se (hours,: 
age of an ethidium bromide (EtBr)- 
stained CHEF gel (left) and of an 
autoradiogram of a Southern blot Chr XI - 

(right) demonstrate excision of the 
exctston - b - 0  - 

30-kb ARS507 cassette. Cells --- 
grown in 1 % sodium acetate as the Chr Vlll 

Chr lX - 
carbon source were arrested in G, 
by treatment with a-factor (200 Chr 111 - 

nM), and dry galactose was added b 
to the culture medium (final concentration of 2% w/v). Samples were collected at hourly intervals 
thereafter for 5 hours, and the chromosomes were separated by CHEF gel electrophoresis (75). The gel 
was stained with ethidium bromide and photographed (left), then blotted onto a nylon membrane and 
probed for chromosome V with a fragment of the RAD4 gene, centromere-proximal to the excision 
cassette (right). Bands corresponding to the various chromosomes (Chr) are indicated. 

Fig. 3. Activation of ARS507 on the excised cas- A B Unlnduced C Induced 
sette. Cells were arrested with a-factor, and exci- 
sion of the cassette was induced in one-half of the 
culture by addition of galactose. After 5 hours, 
glucose was added to both portions; 30 min later, 
the cells were shifted to 37OC, released from the Simp1e 

a-factor block by treatment with Pronase, and 
synchronized further at the cdc7 block. The cells 
were then released from the cdc7 arrest, and 

1 
? [ ~  4 

samples were collected at 1 -min intervals for 30 to 
35 min. DNA was extracted (28) from pooled sam- 
ples, cut with Xba I ,  and examined by 2D gel 

m (I 
electrophoresis (1 7). The gel used for the first dimension was made of 0.4% agarose in 1 X TBE, and that 
of the second dimension was 1.1 % agarose in 1 X TBE containing 0.3 pg/ml ethidium bromide. (A) A 
cartoon depicts the bubble-to-Y 2D gel pattem expected for an active origin asymmetrically located in 
the fragment being examined. DNA from (B) control and (C) galactose-treated cells was hybridized to a 
probe fragment corresponding to ARS501 (5). 
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earlier than ARS1, our marker for earl\- 
replication) (Fig. 4C and Table 1). 

Because the excised origin replicated 
late in the first S phase atter excision hut 
early in S phase after long-term growth, 
there inust be a s~vi tch in  replication timine 
that occurs seine time atter tlne first S 
phase. W e  entertained two possibilities: 
that the telo~neric signal for late activation 
has to be established in  every cell c7-cle, or 
tlnat tlne origin, once programineJ for late 
activation, remains in  that state for lnnany 
cell cycles but has soine lo\\, probability of 
switching to early activation in eIrery cell 
cycle. This second possibility is akin to the 
s~lencing of gene transcription seen at the 
silent mating type loci and at telo~nerei 
i 19) .  In  tlne first scenario, it sho~l ld  be 
possible to define tlne execution point for 
establishment of tlne t e l o ~ n e r ~ c  position ef- 
fect-a t i ~ n e  in the cell cvcle hefore \<-hich 
tlne late program is not yet establislnecl. Ex- 
cision of the  origin before this point in tlne 
cell cycle should result iin its early activa- 
tion in the follo~ving S phase: excised after 
this point, the origin should remain late- 
acti~.ated in the first S phase. Because ori- 
i n s  appear to uniiergo a key transition to a 

Time at 23°C (min) 

Fig. 4. Repcat~on knetics of ARS501 a?er exci- 
slon In GI. Density transfer experments (18) show! 
repl~cation of ARS501 I.), early-repl~catng chro- 
~nosomal ARSI-adjacent sequence [- - -; (411, 
and late-repcat~ng RAP? sequence [- - -: 16)] in 
(A) the control, unnduced culture' (B) the f~rst S 
phase after excison of the cassette 1290~6 com- 
plete) at the a-factor block, and (C) after long-term 
growth of a clone containing exc~sed 30-kb cas- 
sette 113). The for ARS50I s ndlcated [illus- 
trated n (C) as a dotted line]. The data ponts for 
the early and late markers show the same low level 
of scatter a s  the exper~mental sample and have 
beeti otnitted for clarity. 

prereplicative form at  mitosis [(2L)); see be- 
low], xve chose inlitotic arrest as a starting 
point fur tlne follo\ving experiments. Cells 
grown in isotopically dense culture medium 
nere  initially sYnchronired ~ v i t h  a-factor, 
thein arresteel in  G-/hl bv treatment x i t h  
~~ocodazo le ,  an  i~nhibitor o t  t ~ ~ b u l i n  poly- 
merization. Escision of tlne origin was ill- 
duced bv treatlnnent with palactose. T h e  
cells xer; then nasheLi and ;esuspended in  
isotopical17- light meili,~m lacking nocoda- 
zole. After f~rrther synchronization at tlne 
cdc7 block, the cells n.ere allo\veJ to enter S 
phase, and saillples were collected for den- 
sity gradient centr~fugation as usual. T h e  
arrests at various stages of the  experiment 
and the  progress through S phase nere  con- 
firnnecl by tlow cytoluetry (1 6) .  

Excision of the origin in G2/k'I resulted in 
a switch in its activation time to early in the 
following S phase, with a replication index of 
0.95 (Fig. 5 and Table 1). In the control 
experiment, ~lnexcised, chromosomal ARS5?1 
replicated late in S phase as expected ( 1  6).  
\Y!e conclude that the telo~lneric late replica- 
tion program had not yet been established at 
G,/k'l, the time of origin excision. A n  alter- 
native ~ossihility is that the excised circle 
initially \\.as programmed for late replication 
hut that the signal for late replication decayed 
bv the time the cells reached S phase. This 
possibility seems unlikel\- hecause tlne interval 

Time at 23'C (min) 

Fig. 5. Replication kinetics of ARS501 after exci- 
sion at G2/M. Exc~sion was -85% complete it1 t h s  
exper~ment. Symbols are as in Fig. 4. 

Table 1. Repl~cat~on index of chromosomal and 
exc~sed ARS501. Numbers in parentheses ndi- 
cate values obtaned from a second, Independent 
exper~ment. 

Unexc~sed, chromosomal 0.61 0 6 3 )  
Exclsed in GI, frst S phase 0.52 (0,51) 
Excised In G,/M, first S phase 0.05 (0.13f) 
Exc~sed, long-term growth -0.02 

'Tiie repcat~on ndex for ARS507 v;as calcb~late5 by 
ccmparlncl ~ts : ., (t~me of half-max~mal ~epl~cat~onl v;~rii 
thcse cf tP,e early and late markers. ?ne eady marker 

between tlne excision step and the start of S 
phase was the same in this experiment as in 
the G ,  excision experi~nlelnt (2.5 to 3 hours at 
37°C). yet the observed replication times in 
tlne t ~ v o  experimeints were very different. The 
slight delay in ac t i~a t ion  of tlne excised origin 
in this experilnelnt (replication index of 0.05) 
compared \vith its acti\.ation time after 
steady-state growth (replication index of 
-0.02) lnYay be attributed to incolllplete exci- 
sion of the cassette in nocoLlazole [--35% 
(1611. 

Taken together, our obsen~ations demon- 
strate that the telomeric rosition effect o n  
replication is established between inlitosis 
and START. Once established, the late rep- 
lication signal can be ~naintailned through S 
phase even if the teloinere n.as removecl a t  
START. T h e  ~naintenance of the signal 
thro~1~11 S phase is re~nilnisce~lt of p rev io~~s  
ol-.servations o n  the silencinn of transcrin- 
tion by telomeres-nrhein Prl: 1, a transcrip- 
tion Factor neecleil for LTR43 expression, 1s 
proLlucecl in G,,  it fails to Je-repress a si- 
lenced copy of L'R.43 until late S or G, (21 ). 
Presurual.ly, a stable, inaccessil.le chromatm 
state (22) is not disr~lpteil ~u~ntil then. Al- 
though it is not clear nlnat elements, if any, 
are common to the telomeric sile~ncillg of 
transcription a i d  the telomeric late replica- 
tion effect, it is possible that the  replication 
effect is also caused by a clnroruatin structure 
that 1s set up by the telonnere but sul~seqr~ent- 
1y maiintaiineil through S phase in its ab- 
sence. A n  alternative but not mutual17- ex- 
clusive nossihilitv is tlnat the s~~bnuclear  lo- 
c a l i ~ a t ~ o n  of the teloilnere 1s the primary 
cause of the late replication effect. Telo- 
inneres are believed to be localized to the 
nuclear periphery (23);  perhaps origins lo- 
cated in tlnat portion of the in~~cleus are 
targeted for late S-phase activation. T h e  
slightly earlier repl~cation of the origin after 
excision at START (Fig. 4B) is consistent 
Lvith either model-a slow loss of chromatin 
btructure over t m e  after excision or slow 
Lliff~~sion of the excised circle away from the 
n~lclear per1p1ner~-. 

O n e  difference be tneen  the  telomere's 
effect o n  transcription and  its effect o n  
replication t i ~ n i n g  is the  genonnic distanc- 
es in\.ol\.eci-the origin can  be affected 
over a distance of a t  least 2 7  kh from the  
telomere, whereas t ranscr~pt ional  silenc- 
ing nornn;~llv extencls o~nlv about a t en th  
thLt distance (24) .  T h e  barly repl~cat lon 
of ARS.521 after e x c ~ s ~ o ~ n  at  Gl/h(l suggests 
another  Jifference: u n l ~ k e  transcriptional 
s i l e n c i n ,  ~vhicln is clonally inherited for 
several cell cycles (1  1 ), the  late replica- 
t ion signal has to  be reestablisheil in  e\.ery 

IARS~ !,,as ass3,ied a rer1caton ~ndex of 0 CC and i+e cell cycle 
ate rake1 1,9~P:i was assigned an ~ndex or I .CO: tPle ~h~ G , / ~ I  trallsitioll appears to be 
~eplicat~on ndex oiARS507 is the ARS7-ARS5Ci Inter- 

as ofiheARS7.,9Ap7 lnier/al, .;~xclslo,l a time ~.he11 the  cell prepares its D N A  
was i S 5 c  cotroeie. replication origins for the next ro~rnd of 



initiations. Footprint analys~s of origins 
shows that they are bound thoughout the 
cell cycle by the origin recognition complex 
(ORC), a six-subunit proteln (25). At mi- 
tosis, the ORC is joined by one or more 
additional factors, resulting in an expanded 
footprint that lasts until S phase (20). The 
formation of this prereplicative complex de- 
pends on the CDC6 gene product, which is 
essential ln S phase (26). Coincident n.~th 
the formation of the prereplicative com- 
plexes, the Mcm?, Mcm3, and Mcinj pro- 
teins, which are also involved in replication 
initiation, are localized to the nucleus. 
where they remain until S phase (27). 
Thus, crucial steDs in the decision of wheth- 
er to fire an origlil in S phase occur hetween 
the preceding mitosis and the end of GI.  
Our results raise the nosslhilitv that the 
decision of when during S phase to fire the 
origin occurs at the same time. 
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Nucleosome Mobility and the Maintenance 
of Nucleosome Positioning 

Michael J. Pazin, Purnima Bhargava," 
E. Peter Geiduschek, James T. Kadonaga? 

To study nucleosome mobility and positioning, the R3 lac repressor was used with an 
adenosine triphosphate (ATP)-dependent chromatin assembly system to establish the 
positioning of five nucleosomes, with one nucleosome located between two R3 lac op- 
erators. When R3 protein was dissociated from DNA with isopropyl p-D-thiogalactopyr- 
anoside, the R3-induced nucleosome positions remained unchanged for at least 60 min- 
utes in the absence of ATP but rearranged within 15 minutes in the presence of ATP. These 
results suggest that nucleosomes are dynamic and mobile ratherthan static and that a DNA 
binding factor is continuously required for the maintenance of nucleosome positioning. 

Transcription, replication, recombination, and this specific positioning is typically al- 
and repair in eukaryotes involve the inter- tered as genes are activated or repressed ( 1  ) .  
action of proteins wit11 DNA packaged into The analysis of factors that influence the 
chromatin. Nucleosolnes are often located organiiatioil of chromatin is essential to 
at distinct positions in regions of genolnes elucidating the function of DNA binding 
that regulate replication and transcription, regulatory factors in the context of a chro- 

matin teinnlate. 
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