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S1A] g2 3 ¢l YHR122W7} Dna2 S A 3} A 3 248103 o] &5 9o} (1), £ AT A = o] & &l sl7]
$18le] YHR122W A AE A 2o A Sspd 8 A1 7] 2 3, dna2A405N QW 0] 9] L7144 83 o] oA H
E fAA 43242 #Eslg ol YHR122W 542 o] Dna2 sl 2 3} 24 3 o A4 324§ 3134 gels)
7] $18ld YHRI22WE d3HoA Ay d9adz S35 d93-E AA S5 Enzyme-linked
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Saccharomyces cerevisige Dna2 F+AA = &5 Ao H4
Q] Dna2 endonuclease/helicase B4 F 43 3}3TH2, 3, 4).
Dna2 YA LS 172 kDal 2 3 7}9] domain®E Fo] ¢l&d),
endonuclease domain¥} helicase domain®] Z}z} 7}-&d] B3
C-Ee Fo Z4z) x)akn glow, N2 405 79 ofr|
EXko 2 o] R0]A domain® §49 DNA 23S Eo5FE 9
TS dh= Ao & F=EHI THS, 6). Dna2 endonuclease T4
A& single-stranded(ss) DNAYY| 0|2 o2 28511 A&
DNA EA|A] Okazaki fragmento]] ¥A4]3= RNA-DNA primer
E AAsStE 9L 7, 8). DNA polymerase 87} lagging
strand DNAE 34338107} WA TE0JA Okazaki fragment©]
RNA-DNA fragmentS TH}H o] & LojulwA Alé DNAE
Ad8led RNAE X383l ssDNA flape] A7|=d®] Dna2
endonuclease= ©1& A2+ AL I} Dna? helicase™
ssDNA “gol|A] 5ellA] 3" gk 2 o]5-31HA] DNA o]F S
Fr}. o] 54842 DNA polymerase 8ol 2s|x A= E
ssDNA flapo] ZojA|HA YAHoZ AZ 4 3)= DNA ¢|=}
F-ZE Z9|59] Dna2 endonuclease®] 2185 Tol5= odgks
o Ao FHETH).
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Dna2 endonuclease™ ssDNA flapS €43 A ASHA] ZaiL
5-7 709 2 nucleotide $Ho] 7] wjiFo] AP F<]
Okazaki fragment processing®|= Dna22]°ll Fen-1 nuclease”} U]
B asit(7, 8). Dna2 EAYAL AYAE] ssDNA AT T
A2 replication protein A(RPA) &3 FRAHT. In virro 2H
ol 4| RPAY Dna2 @& 7} 452851 Dna2 endonuclease}
helicase &/3& EF 38 Aol #FZHATKES, 9). Okazaki
fragment processing ¥°dollA] RPAE= DNA polymerase 8l |3l
A== ssDNA flapol]l 2311 Dna2E Toleo] 84 84S
Z780 24 RNA-DNA primer’} AAHEE gt} Bt ol
2} RPAT Dna2¢} Fen-10] sAH 02 283l s Tozy 21
ssDNA flapo] A ENE Dna27} WA ssDNAE A2 o]0
Al Fen-10] 22 #2 flaps ZebA] ligation®] 71538t nick &

4T 5 =S Bhe)

Dna2e ARE, 71, AE, o, AR ol2717HA & B
EEo o) 7} sl dnith §484 HEr}t oekshoh(10-14).
A& £ S cerevisiae®] Dna2+e helicase 737} endonuclase
98 E5F 7RI 92 Xenopus laevis Dna2 endonuclase
4L Ay UAIT helicase 2 TEF A F=TH(10).
Schizosaccharomyces prombe Dna2+t helicase 237} endonuclase
o] wH ZHodmo] ¢t unpublished data). Caenorhabditis
elegans Dna2i S. cerevisiae Dna2 BT} 108] oA =& G408
4L RYWTt ola} L ssDNA (<10 noll = & 2hg-3ic}
(11). Dna2 @A X} LZ+E endonuclease domain®} helicase
domaine- Z+ REE]o] 9lov) N-gth B2 AEA 3l A5
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Ax How IAX% TSIt} S. cerevisiaelt S. prombe Dna2s
350-400 7}9} ofwl=ito 2 ojFoj7 NS FRAE gl ul
H, FAFES] Dna2 N2 ¢ gAY 24501 0u(5). 5%
ofjA o] N-Zt domain®] SIOIAH in vitro EAEAAE off-
d FEFE FA GARL o] Fito] HAojd EdWo] FX (dna2
AOSNYE 37°CoA) Ajekx] Bale ox 744 Bado] vl
woke). o133 An2ZRE N B g4 A 248
vehdled e Zojga 59t

Dna2s} 4285k Thlde RPA o]l o2 AFz|o
2 3% Aol gt} A genome-wide scale®] WA A 21F
A3}, RPA, Ledl, 18] YHRI22Wo] Dna2¢} 252838 Ao
2 JZHATHI). Ledl checkpoint ZAdl| Bodshes whuly
olth(15). YHR122WL 71%50] ¢4 A @& fax2 &
Bo] Aol BLHR FAAle|H(16), o] FAAERE] <53}
He @929 homologes EE A8 AEoA )
BLASTP Z 27138 o]&3le] E79o] YHRIZZ2ZW ©Hize- <)
7+9] homolog®} B 3HH identity$} similarity7} 242} 52%9} 69
P2 F wL FAMIE Holn thE 4P E-29] homolog T
Aene w53k o] FAMIS Bolthdata not shown). ©]]
& 52 AV 2 RE] o] ThlAe| v)Fo] BE YR
Z BEE QS Folgta F58 ¢ oy, AR A o]
FAAE BFA 02 KWol M Eo] Mokl gloA
= ¢t He 83 988 & Ao AZEn). YHRI22W ©H
Fo] Dna29} 4588 RO dEHon e o] thlzol 7
& A7) HsiMe UA Dna2etel 43S ERIT B
7} ok B AFoAE YHRIZ2W FAAES 33 @H@ A A
dna2Ad05N EQHol ] 2E23E AlgRe ek et
&5 E3AoH, AT dUAE 0] 835} enzyme-linked
immunosorbent assay(ELISA)E. & Tl d7ke] 2% 2Q1 Ab& 2t
&S st olHe AAE vy 2 YHRI22W TjEo]
AN ANX Dna2¢} 452831 Dna2 7153 of® A@Ao)
AL Ao F2Hr)

YHR122W X} Cloning

S. cerevisiae®] genomic DNAC|A] PCR WHH o2 YHRI2Z2W
FHAAE &3 Th PCR primer?] sequences Uh-# z2oh:
YHRI122-1, 5-CGC GGA TTC CAT ATG TCT GAG TIT
TTG AAT GA-3; YHRI22-3, CGC GGA TCC AAA GIG
CTA CAT GAG GGA AG-3: YHRI1224, 5-CGC CIC GAG
TTA CTT ACA AGT CAC TAA CA-3; YHRI22-7, 5-CCG
CTC GAG CTT ACA AGT CAC TAA CAT CT3. ¥&3 2
B 27t 5 29 Ndel, BamHI 14A2]9} 31 Z2] xhol Q12
A2 Jepdc), hAdalA YHRIZZWE 23Ad 4 Qe
plasmid (pCH-YHR122W)E YH&7] 913}, primer YHR122-13}
YHR122-7& AH8-3te] PCR W o2 FE3 DNAE Ndel#
Xhol®. 2 A}E 31 pET2la (Novagen, USA)S] Ndel-Xhol A2l
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cloningsted f-2A}2] 31 £ histidine tag2 BTt E XA
YHR122W A& HHA7]17] 993814, primer YHR122-39}
YHRI122-45 A}8-3}4 ORF9 5" ¥&O = oF 400 bpE 33}
£ DNA 7% PCR 5&3H pRS3259] BamHIF Xhol A&
o|| cloningdlod pRS325-YHR122WE A Z5}93h.

CHHE M|

Dna2 Tl e o]d AFE Fa] £ AqtadoA] drala 9)
= A AMEETHE, 7).

YHR122W T2 WHA|7]7] 915t pCH-YHR122W= &
AAB3 AT BL21(DE3)S ampicilin (50 ug/ml)S Z 83k
LB #}A] (1% tryptone, 0.5% yeast extract, 1% NaCl)?|*+] OD
0.5 7kA] vk & IPTGE | mM HA 718l 4x7t Bt
30°Coll A B Fete] S-S wHAI AT Wl (2 L, 500 ml X
4y& 5000 rpm o)A 1583 AAEE IS HEE T F 50
ml2] T100 &8N (25 mM Tris-HCl (pH 7.5), 10% glycerol,
100 mM NaCl, 1 mM PMSE, 5 ug/ml pepstatin, 1 mM Benzamidine,
0.02% NP-40)ol] AE3I3AT £ =X T 45840l ofzl A
A2 FAIZE £ARE NaCle] 5 mME Jehdch delde %
w3 FH71E AMEEt 28 A0 R 3024 103 229
slo] AEE B3 5, 12,000 pmollA 158 52 A42e
o] 2§ (crude extractyS A Z5H ),

Z 8720 NaClE& 500 mM, 28] 1 imidazoleS 5 mM =7
A7F8kI Ni*-NTA agarose column (5ml, Invitrogen)ell 0.33
mi/min®] £E2 T ColumnE T,y (+ SmM imidazole)
20ml % Ty (+ 20mM imidazole) 20ml £ 22 4§ 5,
Ty (+ 200 mM imidazole) 35 ml& &&|Fo] AL £53)
Atk §E" 72+ EFS SDS-PAGES} Westen R0 2
YHRI22W7} Solle £88 185t YHRI2Z2W7F E913)
= 55L& 2ol | mM EDTASY 1| mM DITE X gsle
T100 ¢S8&HoZ FZHE heparin Sepharose column (2 ml,
Amersham Biosciences)®ll 0.1 m/min®] £E2 E#HFUch
Columngs 22 ¢5-89 10 m2 AXZ &, T, dF8do=
ouAs £&359ch YHRI22W ©Ee T, ¢hEgeios
S&3 29 T AYen, o] EYEL Tolr grt
100 mMo] A T, $58des E9% & T  Fgdos
Z 7501 =Q-Sepharose column (2ml, Amersham Biosciences)©l
0.1 m/min®} £E=2 A|82E EHFAY. Columnd 22 958
4 10 m=Z AAG F T 4FEHA] 100-500 mM NaCl 7]
712 e 22315t YHRI22WE 250 mM NaCl 55
oA E&HUY. 58 B AL 12% SDS-PAGES} anti-His
antibody (1:5000 &4, Invitrogen)S ©]-&8F Western 402
YHR122W TiliZlo} Foi3le 35S Elsia -70°Ce] B
sle] o] o] Aol AE-3I5T)

i
o N
-

ELISA
YHR122W T8-S 20 mM Na-phosphate 9288 (pH7.0).2.
2 70 nM (1.75 ug/ml) EIAl 24138} microtitier welloll 25°Cel]
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A 2 NZHseE FFAA 03% BSAE AKe & 1 AIESt
o A8k microtitier wellol] ©hll o] TIAEIE SAHEE
3ttt YHR122W T zlo] KF2hE welloll 50 mM Tris $H2-8&
HA(pH 7.8, 150 mM NaCl, 10% glycerol, 0.02% NP-40, 3%
BSA)QZ 3|43}t Dna2 TS oY 714 % (0-20 nM, 0-
34 ugmhE F7E8laL 25°Col A 1 AIZHESE BRE3ITE Z) well
£ 2S 4F8YoF 3 AHF F, Dnazell ™F polyclonal
&) (rabbit antibody, 1:5000 34, HE FH7}skar 25°ClA 1 A
HEor WAEINY T 2L g5EAo: 3 W AFHsn
HRP conjugated antirabbit IeG (1:5000 3143, Amersham Biosciences)
g Areta 1 AR o BXEAch 4 owelks 3 W AlHE &
YHRI122W-Dn22 ©91d E3A & #E3)7] 913l ABTS
(Roche)Z AHE3le] #HalukgS do gl & 405 nmollA SFH=E
485t
do o g
YHR122W 22HU30] o8t dna2A405N S21H0[e| 2=
e BHHE AN
YHR122W$} Dna2 @gdAo] o] e 2-8-& 2ARL7| 915k
HA GAA WS AMRSHATE Dna2e RPA WE A
2831 dna2a405N AR ole] 252<r4]o] RPA T E 9
Faadel o3 JAlETs Ao] g ATh®). 7] A<t
3lo] vk YHR122W7F RPAX @ Dna2 EAHolof th3h JA)+
Axe ALt YHR122WSE Dna2 Abo)e] ZH Q) 452}
$o] A Aoz HIFTL o] ZABIATE dna2a405N
Holg {HAFeE A J' AR(YIA2, MATa, ade2,
ura3, lys2, trpl, his3, leu2, GAL*, dna2A::dna2A405, 5YE 4
3 Dna2 HAA BT dna2A405N -FAALE cloningdt pRS325
HEZ PAABE & 2=PgrdE ZABIATHEFg D
pRS325 WElE 2p HA 93-S 7RI QlojA] M 4 4
copy2 A 4 A= plasmide|th. w2hA] o] #E]e) cloning

Dna2
vector

YHR122W

101 102 103

Dna29} YHR122W thilge] A58 3

3 A A 3 copyRt EAISRE e whd @
3 o] A FolxA Ak HEvier YA/ FF
(PRS325)= 37°CollA 37434 Fahke o] Wk, ©FA% Dna2
AR PAAEE T (pRS325-Dna2)e] A-$-, 37°ColA A
Aol 49 HYThFig. 1). YHRI22W FAAE Fada) )
73-9-(pRS325-YHR122W), ofl-¢- m]okatx|qt g iz (vector)
o HIgle of= Fx FFIES Bk Al A dF BF 25
CAME e ZolE HolA| gttt o] ZAIE YHRIZZW
vhil o] w@olx|W Dna2 B4 9 A 247 v 7hgzes
AANZ 5 drkeE AL dekar, Wb YHR122W S o) A
AW 7)%5°] Dna29] 7153 AdAo] U Aolgkar FZHh

YHR122W CHEE Hx|

ol A YHR122W ©Hea-g A gd A7) 7] f)slix] v
Aol PTG | mME J7IBIA AJ7tel| whe chifde] Wby oS
anti-penta His antibody (Invitrogen)S AM&-3F Western #4120
ZAFsIIth. a5.2] YHR122W ©Ae 231 7)9) ojn|esto s
o]0l Qo ALbde] A 25675 DalE dSE AR
Western £-243014) LJER = band®] BAES OF 40 kDal B =
A= UHFig. 2). o|AS YHRI22W THillZo] olf= o 4= ¢l
A9k SDS-PAGES| A A4 EAFFET} v)-9- =7 o|537] o
o2 FZHr) PTGl 93 TaRFEE 30°ClA] 44121 o)
8799 YHR122W ©whilldo] 73 @& Zo® #zEen
I o]F2E AZto] AEpE WA wd ok FIhsiAT
YHRI22W= FHOR V= o] o Fvislal 7878 diae
2318 ZolEtkFig. 2). Wb YHRI122W @S “gAst
71§15 iz wikell e 30°ColA] 4A7HE<t IPTGE 2HaS
FrE3hsT

G FAE At F 2L (500 mlx 48 Hi RO,
Ni?*-NTA agarose, heparin-Sepharose, Q-Sepharose column-& 3}
2 ANl o8 YA|ST). Histidine tag] B2 A2
& YHRI22W w2 2 of Fut H== Ni**-NTA agarose

37C

10+ 10 102 10% 10+*

Fig. 1. Suppression of the temperature-sensitive phenotype of the dna2A405N mutant allele by overexpressing YHR122W gene. The dna2A405N
mutant (YJA2) strain was transformed with pRS325 alone (vector) or pRS325-derived plasmids expressing either wild-type Dna2 (Dna2), or
YHR122W protein (YHR122W). Ten-fold serial dilutions of each liquid culture of the resulting transformant were spotted in duplicate onto the
synthetic media lacking leucine. Cells were grown for 3 days at 25°C and 37°C.
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Fig. 2. Western blot analysis of the recombinant YHR122W protein.
An E. coli strain, BL2I(DE3), transformed with pCH-YHR122W
was grown in LB medium (10 ml) and the YHRI22W gene was
induced by addition of | mM IPTG Aliquots (1.5 ml) were taken at the
indicated time (0, 2, 4, and 15 h) and cells were disrupted by sonication.
The soluble and insoluble fractions separated by centrifugation were
analyzed by 12% SDS-PAGE. The gel was Coomassie-stained (A), or
analyzed by Western blot analysis with anti-his antibody (B). An arrow
indicates the position of YHR122W protein.

column®l] A3 & flow-through EF oA LAH A=)
(Fig. 3), ©1ZA columng WhALRe A2 eide 27} A
2 A ke dmldd Aow FZHATE Columnol| ZE
g YHR122W @922 200 mM imidazoledl] &J3) §-&H A<
™, o]& X} heparin-Sepharose column¥} Q-Sepharose column
S B3t @l AL o AT} Q-Sepharose column® 2
Z A" WAL 959 oPde] £EE EHO™ Western w4
oA T2 band= HEHA FAUTHFig. 4). ©] FolA 334 &
& o]F 9] ELISA Al A8t}

ELISAE 0|28} Dna22} YHR122WQ| 4S5 A ZA}
R3S Dna2 9 Ey YHR122W Thilde] 45388
ZAF3L71918] YHR122WE microtitier plate®] 70nM (1.75 ug/
mhe) FEZ TAHAZIIL 150 mM NaCl =04 o] 5E2
Dna2& #7tele] A5 2 Yo AMled 2 ELISAZ 383}
Aok RO 2 BSAT IHAIZ] B9 A9 duatgo]
ER] & vbd,) YHRI22WS] 3% Dna29] %7} S7Fhl] af
2 A4 o 723 Aea8-8 BtkFig 5). Yl ¥ 2AgelA
BE H|3 ARE Ao Fg ST 1 Buas 1EZE U
ERNITE. YHR122WS} Dna29] “3521-8-0] B3] vhijd 3
o = AFE W opu|:=it Ale]ef MY1HR] FE AL THs
g A 4= gl7] wWiitol] el o3t FEarge] wizts 2
AR}, grek TEst 713 Q) s A-gol2bE ionic strength?}
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column chromatography. SDS-PAGE (12%) of the Ni**-NTA agarose
column fractions (5 ul) was performed, and the gel was stained with
Coomassie (A) or analyzed by Western blot analysis (B). The Load
(Lo), flow-through (Ft), and fractions analyzed are indicated at the top
of the figure. M indicates protein molecular size markers. An arrow
indicates the position of YHR122W protein.

A
M Lo Ft 19 21 29 31 33 35 37

66 —

45 o

35 —

B Lo Ft 19 21 29 31 33 35 37

|
48 e i

33 — | . ) i
o e

Fig. 4. Separation of YHR122W protein by the Q-Sepharose column
chromatography. SDS-PAGE (12%) of the Q-Sepharose column
fractions (5 ul) was performed, and the gel was stained with
Coomassie (A) or analyzed by Western blot analysis (B). The Load
(Lo), flow-through (Ft), and fractions analyzed are indicated at the top
of the figure. M indicates protein molecular size markers. An arrow
indicates the position of YHR122W protein.

AAGFE o A2 ok #{of & Zlolo}, 2= F Thild7he]
AE A2 NaCle] 5571 @8 w23} 150 mM AxollA 713
733 A5 AE-& HAhFg. 6). oA T Thilide] gl
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Fig. 5. Interaction between YHRI122W and Dna2 analyzed by

ELISA. Microtiter wells coated with either YHR 122W protein ( @ )
or BSA ( O ) were incubated with 200 pl of increasing amount of
Dna?2 (0-20 nM, 0-3.4 ng/ml) and ELISA was performed as described
in materials and methods. A405, absorbance at 405 mm. The mean of
four independent experiments and the standard deviations are shown.

T3 A7F Ago] o ke RS HolFe Auelnt. Z1evt
NaCl9) ¥57}F o &7 §23) 35380] Zolus ReE
T} YHR122WS} Dna2 T o) A3he vl okl Agtolz}
o AzZbEnh ez AEule] AEFH dE7t 125150
mM JEolEZ 150 mM NaClollA] 718 78t 23 Holes A
& 5 il Ro] AA 2 AA A F2AEE e ES AAst
£ Aol

FRo|A Dna2s} AT aHE8 Aojgiil dEEE T
(1), Led1- checkpoint TP AQl Mec13} BJHAE o] % 4}
% DNA 9ol Agsh= @do]rk15). YHRI22WS 71%5°]

of

1.5

1.0

7]

(=]

<

<

0.5

0-0 T T T 1 ‘O
0 100 200 300 400 500

NaCl(mM)

Fig. 6. The effect of salt concentration on the YHR122W-Dna2 interac-

tion. Microtiter wells coated with either YHR122W protein ( @ ) or
BSA ( O ) were incubated with 200 il of the fixed amount of Dna2
(10 nM, 1.7 ug/ml) in the increasing concentration of NaCl (0-500
mM), and ELISA was performed as described in materials and
methods. A405, absorbance at 405 mm. Consistent results were
obtained from three independent experiments and a representative
result was shown.

Dna29} YHRI22W ©hilzle] A5x8 5

A UA] FL FAAEA 696 base pair (bp)E O] FIF H]
W2 22 open reading frame (ORF)-S 7AW &1 A4
A9l fARtelth16). TS, o] FHAE BE X3 AEA
HAEH vy 2o FAME Btk B Al o] TR
7158 AT8l7) 95 o ppa2ete] A5 AE-S F1skaA}
39k YHRI22W 534S #af d8A7]H dna2A405N EAWH
ol9] LnZpAS Ak AR AEzE-S s e,
AA S thi a9 o] @-3}o] ELISAZ F il aztke] 220 45
8- Bt olelg 7= YHR122W7} Dna2 B0l
G TS F0] DNA EAo]] ofH &S & 7154 S AAg

E AFellre W8] AE2] DNA Okazaki fragment processing
o] RNA primerS AAste 4&E &= Dna2 AR A2
Tl AQ) YHR122WS A452h8-S ZARBIETH 1 A, &
A in vitro 2FEAHEEE THolUE} dna2A405N EAH 0] <]
HYe YHRIZ2W 347 dAlgke #44 da4es &
Fho 24, YHR122WS] AA 71%5°] Dna2®] 7|53 A8y
| J& Aolgte F&°] 7Fe3tdrh YHRI22W Tz o]
Dna2 &0 oH FS EXe oz AR ol FA|oln).
YHRI122W THtaS A @A Z1E& W dna2A405N EARI0]9
3 A4St 2v]E YHR122WE] oFo] Boldo g x
dna2A405N Edxole] AW dde] B HTe AL L)
T3] dna2Ad05SN EH0] E4F op8E Dna2¢) in vitro &
28Ad & zpo)7} 1o} trinucleoticde repeat¥} -2 53
A7 Gl 284 ssDNA F-iof ojxpz7} A7) 71 -ell= 2
248314 £33k Aol A= Thunpublished data). WHEHA
YHRI22WE dna2A405N ER10] 849 SAE EXF0=H
o|3k Agte FEIFEF 3 7lsAe] Qlvk YHR122W7} TH
HZ 22 Dna2 EAHCIE AT 7= HAIE 5 it o
& 59°] Okazaki fragment processing®ll4] Dna2 ThHe-2.2 28
3= Fen-1 49 XS XA AY Exold 22 & B
A2 nucleaseE E-J3HAAH Dna2 7159 AgE F58 7154
= ok oS TP AES AR YeiAle ol dellA] dFEdt
o 7FA nuclease 9] Bl YHR122W TdL 71s)
whge] WalE pEste Aol APHojel & Rojrk
YHR122W9] 7158 7317 SisiMe FAs4l e AL
sjolof ). YHRI22W frlais &we] Aol B4A<] f7
o] 7] Wit g EAR0lE dof & 2504 DNA
Ao AxFrlel ofH JTFe FeAE AR AL o] #
Aze] 7)o et Avjel g AT Aoz AzbEHo.

2 o

Y

O

Al =

o] =E& 20033% st A o] x| olele] AT
22, (KRF-2003-041-C00223)
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ABSTRACT : Dna2 Helicase/endonuclease Interacts with a Novel Protein YHR122W Protein in Sac-

charomyces cerevisiae

Hyun-Sun Lee', Do-Hee Choi’, Sung-Hoon Kwon, Na-Yeon Kim, In-Hwan Lee, Hyun-
Jung Kim, Sung-Ho Bae* (Department of Biological Sciences, College of Natural Science,
Inha University, 253 Yonghyun-dong, Nam-gu, Incheon 402-751, Korea)

Saccharomyces cerevisiae Dna2 helicase/endonuclease plays an essential role in removing RNA primers during
Okazaki fragment processing in eukaryotic DNA replication. Genome-wide scale co-immunoprecipitation
experiments predicted that Dna2 interacts with a novel protein YHR122W (1). In this study, we observed that
overexpression of YHR122W gene suppressed the temperature-sensitive phenotype of dna2A405N mutation.
To investigate direct interaction between these two proteins, a histidine-tagged recombinant YHR122W protein
was expressed and purified from E. coli. Physical interaction between the purified YHR122W and Dna2 pro-
teins was detected by enzyme-linked immunosorbent assays. Further more, the complex formation was most
efficient at physiological salt concentration, 150 mM NaCl. The genetic and physical interactions between
YHRI122W and Dna2 shown in this study suggest that the biological functions of these two proteins may be

closely related each other.



