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I. [FL&®HIC
MR E (X BT A — EEALM

YT, BREIENYTUTERBLED O T
SHBUSTEL T D, MERIRIEICIRD & Ld S
S S B AR T 24 BRILAIS T r a)
M2 BEOMIAME A —V EEOSM o y

#é/u\

Bk (FEK) #RESES (GH),
MMBATEREE O S ML X E S DO k\\
BAS T B cAMP (239 2 L IEES) ﬁ%mﬁﬁﬁoéﬁm

kB, ZO%. T A9 SHOBEKE ac A (HE A )

BT 5, COBRBICEVNTYT TITERBRTc A% ME L "Eni% % 2mic
HEAMEARESATNS (BTR),

DTSR OEREOBEEFIRT S L.

— R T D E MR S R

—N\7T)T7ORE. HIE BERA A - ZRIMICHIES B EF IR
—EEHEDIRANGE T A —/EE) o ——
—MEBROB R LG e "
— FHE
YA A= iy

— B AERBNY 4 —
— 5 ) LREDRT b TR ol L
—BETF. . BXT—HRA—ROFR
— B VR AR % S i
—RENAES 5 Frrtooo
— MR DB
=R

AFFEFYO CHBMESLE RS HRENERELK]RTHD
Dictyostelium discoideum Z#MAERIZ;ERT HIZH-Y. TOWWAEZERERT 5
CEEBMELTVET, NEGMEBEEEREEEN 9 FEMBNTEER
BALEMEGERAONEETERLE L, TEH DS DEBEEEO D BEZD
WTOEHRLMATWNET,

AEZLYETILEDRIERENS COFEDBICHEWTERS N, BH
HEMZEORRIZOENDCEEE->TVET,

T U S M

[
\
BHHEH

T
12 18

200511 R
FURKRFEGMRER L F—
R EmAF
Z2H FT#HE



I. MEEMEDEEERTFE

MRRERSRETFERIANI T 7 ZEELE LT, BEXEM EH D DIER&RAKEEHR G
THEBI DL ENERTHD, L, BEBRERZIRAINENNITITD
FOE P THEMREEZ T EMREET S EATRETH D,

M EDIERE
1) NOTUTEDZBERE (REBEOER)
(#{#%) Dictyostelium discoideum 124 (AX2 #)
/N9 T1) 7 (£8) : Escherichia coli Bir & % LME Klebsiella aerogenes
5LP EXiEZHh (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto
Agar 15.0 g/ 1L Distilled H.0; #— + & L—JRE) XEZ 9cm > v—L
[ZxtLT20mL
fE:Rds (21°C)
1. SLP j&{KiEHiAR (5LP EXHEhA S Agar #ikL =6 D) T I7T°C—HRIEEL
=232 71) 7 (€B) (Escherichia coli B/r & % L)M& Klebsiella aerogenes)
Z 0.5mL5LP EXEM EICHT LY —ICEF DY J—0A_AUFH
TKADUVOL ETRRET %,
2. < Dictyostelium discoideum 2% (AX2 #) %1% 5,
3. 4~5 Hff 21 CIcHFSn-EEHRTRET 5.
4. NOTYTERBL., PIDICTI—OMEREND, FILEFETEYEH
KENETLTEY . FEADBREIND, HAEANEDILLIZTONT A Y
DR, EEK, BETA—N—HIEHEIND,

<AE>



2) EXEMETONITI)T7EDZEEEEAICL SHMREAE (Under Water
Culture ;%)
(#{#%) Dictyostelium discoideum #Z#E#k (AX2 #8)

/N9 T71) 7 (£8) : Escherichia coli B/r & % L\M& Klebsiella aerogenes

NZEXiE# (glucose 10.0 g, Bacto Peptone (BD REF No.; 211677) 10.0 g,
Na;HPO412H,0 0.96 g, KH2PO4 1.44 g, Bacto Agar 15g / 1 L Distilled H-0;
A—rOL—TRE)

WE) VEEREER (NapHPO,12H20 1.07 g, KH,PO,0.96 g /1L, A— ko L—T
WE)

WEZREK, REARRE. ELE

fEimas (21°C)

 ONEXEMETESZEL-/\Y7 T )7 (88) (EscherichiacoliB/r 5 L E

Klebsiella aerogenes) Z@EEME LY., BEHABREIZCANTZRHEK 3
mL [ZBEAT 5,

. Dictyostelium discoideum #£##% (AX2 #§) 7 A —/1\3 LL [FRAFZE

ENEEY. NOTIUTERALEBREKIZEEY 5.

. NEXEMEICERERERT .

4. 4~5 B 21 CH#FInf-BERZTHRET %,

5. PILA—LBRALEASAE (RTLyS—) TREZELITY. #
faBBRERLEICHET,

6. 300-350 g (1,500 - 2,000 rpm) T 2 min, =D ZET I,

7. LEERERT. ARE) UEBEEREANEET S,

8. 6. 7. MiFEZEHL2EKRYRY (F5F 3 BDHIAIES)

o. MifAMHEMBEZELSGRERICBAL. ERICERAT S OKETHRAE.

<AE>



3) NOTYVTEDQDZEBREBRICKDMBARE (GRKIREZESEE)
(#{#%) Dictyostelium discoideum 124 (AX2 #)

/N9 T 1) 7 (£H) : Escherichia coli B/r & % L)% Klebsiella aerogenes

5LP #&{AtEHh (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g/ 1L
Distilled H.0; #— k4 L—JiEHE)

BE ) UEEREER (NagHPO;12H.0 1.07 g, KH,PO,0.96g/1L; A— ko L—T
WE)

REREK, AE=A7ZX3, &LF

BRz (21°C). RESR

 NEXE#METESZEL-/N\Y T )7 (88) (EscherichiacoliB/r 5 L ME

Klebsiella aerogenes) #@EEMhEE Y., =AT7S5RXAICHLIZELP &
ARIEHICEEBT 5 BLP BAEHOBEEITRINDBTEN20~3
0 %E).

. Dictyostelium discoideum #E##k (AX2 #§) 7 A —/1\3 LL(FEFZE

sENEL Y 5LP Erh(ZBREFET 5,

3. 4~5 HR 21 Cl#fFIn-EESFHTIREZT S (125rpm),

N

0o N o O

. RBURTEEARTER (MEREZEE 1.0 ~3.0 x108cells/ mL) DO#EZ=EALE

[ZEURT %,

. 300-350 g (1,500 - 2,000 rpm) T 2 min, #=DZET S,
. LEEET. ARE) VBBEEREANEET D,

5. 6. OEFEHE2MEKRYIRY (A5 3 EOMARER) .

SRRt EMREZE S T RERICRAEL . RBRICERYT S OKETRT).

<AE>



4) BEEEELAISHAR (NI TUTZEIALLZVAER)
(#{#%) Dictyostelium discoideum 124 (AX2 #)
KR AR B ARSI T LLEBEMNICTEETE ST TREELD
T. AT ORIV BEEEEAENE SN ETHAIHERT S L,
(AX LEEEL HAMBRDLDEERNVICEBEENTETH D)

HL5 £ (Glucose 14.3 g, Bacto Proteose Peptone (BD REF No.; 211684) 14.3g,
Bacto Yeast Extract (BD REF No.; 212750) 7.15g, Na,HPO4 -12H20 1.28
g, KH,PO40.485¢g/1L; #— +Y L—THE)

PAME AR (1000x; Streptomycin sulfate 100mg, Benzylpenicillin potassium 70
mg/mL) T4 IILE—REAZTL. A— Y L—TRE LTz HLS HEHIZH
mgbHE, RSN TWSBERTHAEL,

e (folic acid), E4 T > B12 (cyanocobalamin) i&i%& (10,000 x; & 2.0 mg,
E® X2 B12 6mg/mL) NaOH AR THIMEBERNBEHLI-OETHERL
ART Y TR, T4V —RAZTL. #— b L—TJREE L1z HLS it
[ZFmd 5 &,

WE) VEEREER (NapHPO,12H20 1.07 g, KH2PO, 096 g/ 1L, A— ko L—T
WE)

RE Y—L@#: BER 9cm) £ L& BE=AT5X0. ZBiE

BRze (21°C). RESS

1. WEYY—LIZ 20mL O HLS fEh (+iAEmE. +ER. E43I VA
& LT HLS LRBEAHDIGEEIEFMBEADELDET D) EiEl=T .

2. EXE#ME (H5VIMthDFREEZGD) OMBERERF (HHWLET
A—N\HERE) FEEEETHETLYREAT D,

3. 4~5 HfE 21 CHFIN-ERFPTHRET 5,

4. RAREBRELTTHOGEE. HIBZAAXY—ILERY FETHELY.,
BELE=A75X3I2L. 21 °C, 125rpm TIREEET 5, D
e, BRAEMOBRZEIEITIRINDBTEN20%ZBLET 5,

5. BIEAMERERR (1.0 ~3.0 x10°cells/ mL DFMMEZE) DOHMEERLEIC
BlURT %,

6. 300-350 g (1,500 - 2,000 rpm) T 2 min, R=DHZEITS,

7. LEZFET. AREY) VEEERERT ANEAT S,

8. 6. 7. MiFrzeHL 2ERYIRT (F& 3 EDMAESR)

o. MMM EMEZESTRERERICERAL . RRICERAYT S OKETHRAE.

<AE>



HMRENAOREE
1) YUBT LRV -RFREE

(%fR) FEAEZRAL -HRENE
YAV (ABIMFIFOELD ; 180°C2 IR, LZRRBEET>TH )
BRERE L= AT RENA TV (FEEFA— I L—TRICER)
HENMI.BBEL-YM B8 F2—JTHa] (RE. BHATZELLDTHSH L)
05% F3A42IWIBR (F—FIL—T&. ABRE)

1. LK ERL-EBREHMEOR Fy I TL— b (FEARZRBSERLT
L—bk) ZABETAYT,

2. REL-BEETFEARORFRZED, V&2 (0.5mLiEE) OFSA4
SWVVBRIZCED, COBREZRYBRLITLD., TELHETETADE
FEeEDHD, (FIAIINWVBREERELES. BFEEESVATL
[CERALTHLREFERIEETH D, )

3. MFZEBAEEFIAZIIINIBRZKTHALL, HoMLHHOLTEL
EYUATIVERICETTS #00.2ml / 1g> AT,

4. RHBZHA (FEZ) LEKIR>THEEY—(CLEE. COBRFRETIR
Flzx AN OBRICANTABERET 5,

(RLA)

(&g SUATIIZREFELRTE
/N7 71) 7 (£B) : Escherichia coli B/r # % LME Klebsiella aerogenes
5LP EXEH (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto

Agar 15.0 g / 1L Distilled H20) XE®Z 9cm v —LIZ%x L T 20 mL
fBEiRss (21°C)

1. 5LP jR{KiEth e (5LP EXKEMM S Agar £ =6D) T I7TC—HRIEEL
=232 71) 7 (€B) (Escherichiacoli B/r & % L\& Klebsiella aerogenes)
Z 0.5mL5LP EXEM EICHT LH—ICEF-OLY J—0AUFH
TKANVLK ETRRET 5,

2. BFANBAINEDUATILA MYy ZFBEHICIESHEL, (HDHULIE,
NI TIVTBRIZVYNDTIVERHAN, RCIEHEZRS L PEXEM
[ZHEIT %,

3. 3~7 HRE. 21CTRET %,

4. FEEZBEELELS, HILLWSLPAY T 7EMBDVDITEREH

(HL5%) IZ#®9,
(AE)



2) DMSOZRW:=7 A —/\HEOKREE
BMFEELHVEERKREIS VAT LERVEAETRETELGL, 20&5%
BRIE7 A —/ il & L THRIER (-80 °C UT) ZU—H¥HIVWEREBRTTE
HRET 5.
(%) MBEMRET7 A —/\ (HL5EMICETEIN-. HBUEY VE)
1&#& 45 L— F® DMSO (4] : Hybrimax;sigma #t, HPLC ' L— F®O £ O ¥ {#Ha)
REZREK
REEFHDY SA4FFa1—7
WE ) UBEIEER NasHPO, 12H20 1.07 g, KH2PO, 096 g/ 1L; A— ko L—T
WA
-80 ' 7Y —H¥— (RAER)
1. WEKERWNT20% DMS OBRREFRL. ABAEF (L LIITHE
REFE) 9% (T4 E2—REFRA), BERMFEFTKETHALTEL,
2. MRRBARETRAEY 5, MREARKE. HLS TEREEME. H5UL(E
“EBEELEOEBIZEYNITIUTERERE ) VEBEERICEE
Li-flEDELELTH &L, -, HIEZEEE 1.0x108cells/mL 2L

TH <,
3. KETAHILTHD20% DMSOBEMNSL 05 MLEYISAAFa—
JI2%7,

4. BELM-MAZO0S5ML Ah, KETREONIERTIVITT 5,

5. ChzHilERADESE BICELL 2 &) [TAN., -80 C DA REICHEF
FUEEL, (Xpo<YLaPLl, BRAFDIREBETHEY LI ON
BHTHD, ) BHRVBVNZERITHMEHY LWhi=FEIC, Foa—T&HH
COESITHAL. TDOFEFE-80 COT ) —H—ICA., HEHESHO

_g-O
6. Fa—TJ&#VTAARYIRZICHEL, 80 CHLWVWIERAERTR
EAC

(A E)



(ZV—XRX by Y HERORLA)
() V534 FF2—TTRELTHLAEMBA Ly Y

(AE)

HL5EMHLMES L PRIAEH
/N9 1) 7 (£8) (Escherichia coli Bir & % UL\E Klebsiella aerogenes)
5LP EX15#h (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto
Agar 15.0 g/ 1L Distilled H.0; #— +o L—JRE) XEZ 9cm > v—L
[Zx LT 20 mL
fEiRss (21°C)
J2Y—HY—hboFai—TJxHL., BERITEL,

RO YIRY GRS E2ENBIT-FHART, HLS5EMHAUNMEIS LPIEE

hEBEEP > YMA, 1I5mLEAEEICHET,
HLS5EMHDNES LPIEME 15 mL (245 FTREL. 300-350 ¢
(1,500 - 2,00 rpm) T 2 min, ZDLZE1T5,

. LEAEFET. BEOHLSZFMA. BB Yy—LIZBL. =D HLS

BihER T, SLPEMEMNR 2 BIEHTHE =X, LB L -#REIC
5LPTEOLENYTYT7REARE 1~2mLMA, 05mL%E5LP
EXIEMIZIE <,

. 3~7Hf. 21°CTHRIEY %,

HLSR&RREMICRIHE, AH LI-HMREZER 15 nl OR&RKEHIC
BLTLDMSOTMBEDIBIEZEE LGVWVEEFTHRINENLDT
AXEXTHSB,

Tl oA My I BMERBFLVE S LGRABFICF1—TEAN
TO—ARFHTRELEBOANFLSHRETEL2 A MY Y
DRAZDV LBEEM T Y —LHOHFHGTREEMICAN, Fa—
TMNBHENSBICT)—HREICRT CETIRDFa—Thofl
ETtHlEERI LN TES,

10



. MR EDERE
MRRMEREET A —/\ffas LTHEEL, XBEZMYRKRETEXRTL—MEL
EDBHGKNEHT TELHBAARERZITL., BFEMILLLFERERA
ERGR
HlREEEOREBREOBRE
1) NITVTED_EBBEICLLZREBEOEHRE
(#{#%) Dictyostelium discoideum 124 (AX2 #)
/N9 T1) 7 (£8) : Escherichia coli Bir & % LME Klebsiella aerogenes
5LP EXHE# (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto
Agar 15.0 g / 1L Distilled H20) *E#& 9cm ¥+ —LI(Zxf LT 20 mL
fEiRgs (21°C)
1. BLP j&iAtEheh (5LP EXigHM S Agar 2LV =HD) T 37°C—IRIEEL
=2\ 7 1) 7 (€HB) (Escherichia coli B/r & 4% LM& Klebsiella aerogenes)
Z 0.5mL5LP EXIEM EITET LY —ICEF OB ) - AU FHh
TKAHDNUVOL ETRRZT 5,
2. i< Dictyostelium discoideum #Z##k (AX2 ¥) %HEZ 5,
3. 4~5 Hff 21 CIHHFSIN-EEHRTRET .
4. NOTIVTEHBL. DTS-I DEEEINS, FILEFETIEHE
KENETLTHEY . FEARDPBRBEIND, NENEDILITONT AY
DR, £ER. BT A —N\—DEEIND,

<AE>

11



2) HiEMHEFREBRREOREHSER (EXL)
(#{#%) Dictyostelium discoideum #Z#E#k (AX2 #8)

/N7 1) 7 (£8) : Escherichia coli B/r & % L\& Klebsiella aerogenes

5LP j&{kEHh (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto
/ 1L Distilled H0)

WE) VEEER (NapHPO,12H,0 1.07 g, KHoPO40.96g/1L; A— ko L—TJ
W)

JE BSS (NaCl0.6g,KCI0.75g,CaCly - 2H200.4g/1L; A— +2 L—TREHA)

fEREs (21°C)

E|EBEEKX (Bacto Agar 15.0 g / 1L Distilled H20)

1. SEETERARIEY (1.0 ~ 3.0 X 10%cells/ mL) DH L 5 THIFIEESH
HWNE5 L PRAEMAP T EEE L -HENE Z 2 LEICEIRT
%,

2. 300-350¢ (1,500 - 2,000 rpm) T 2min, Z=DL%ET3,

3. LEZET. ARE) VEEEREANEET S,

4. 2. 3. OEEEHLE2EKRYRY (F5F 3 BOHARESE)

5. 1.0x107cells/mL (B%) b LI, MilaZaRE" VEEERD
L <I&% BSS IZ%ET S,

6. 5 uL ZEXRY FTRIVERY ., BXEEXICTHETI 5, COFF. EX%T
REFILTLEDLBWVLSITEET S,

7. KENVLK ETRER, 21 ClZH#HiFSh-IERBTHRET S,

8. EAIEMIEE CREFNICERT 5,

<AE>

12



3) MMM EREBEOERNESE () VEERERSR)

HMRAMMEIIKPTRIFRAZEALGODS, EEETIHITSIENTE

%, HIREEDHBLANILOBRIE, hIN—AFRE, KETOFHTITS
CENTRETH D,
(#{#%) Dictyostelium discoideum #Z#E#k (AX2 #8)

/N7 1) 7 (£8) : Escherichia coli B/r & % L\& Klebsiella aerogenes

5LP EXiEH (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto
Agar 15.0 g / 1L Distilled H20) XEZ 9cm ¥+ —LI(xf L T 20 mL

WE ) VEBREER

fEiR# (21°C)

E|EBEEKX (Bacto Agar 15.0 g / 1L Distilled H20)

1. NEETERARIEY (1.0 ~ 3.0 X 10%cells/ mL) H L 5 THIFIEESH
BLNE5 L PRIAIEh S (5LP EXIE#A S Agar £k D) TTEHE
EL-HREEEZEAEICEIRT 5,

2. 300-350¢ (1,500 - 2,000 rpm) T 2min, E=DL%ET3,

3. LEFET. ARAY VEEEREANEET S,

4. 2. 3. OFEZEHLE2EKRYRY (§5F 3 BOHESE)

5. 1.0x107cells/mL (B%) I2d L5, MlEZARE") VEEERERIC
BRAET 5

6. 1.0x10%cells/cm? (BR) 25 &5, HTRR LT v %
[Z%9,

7. 21 Clc#FSnf-BRFTRET 5,

8. BINEMIRICTHREDKRFEZHRET 5.

<AE>

13



V. MR EOREGRRE

A2 24 T & 5 Dictyostelium discoideum (AX #) &, R EERHENTET
INTWD, Ff-. BEEGBRIZDELGHRAGRIZ—FLEBHEIA TS,

HRERE A ROBEERR (LY tARL—Y 3 Vi)
(#{#%) Dictyostelium discoideum 124 (AX2 #)

(0]

HL5 £t (Glucose 14.3 g, Bacto Proteose Peptone (BD REF No.; 211684) 14.3g,
Bacto Yeast Extract (BD REF No.; 212750) 7.15g, Na;HPO4 -12H,0 1.28
g, KH,PO,0.485g/1L)

RAEME AR (1000x; Streptomycin sulfate 100mg, Benzylpenicillin potassium 70
mg/mL) 74 ILA—RBEZETL., F— Y L—THEA L1z HLS EH#IZF
myd &,

RS (folic acid). E4 X > B12 (cyanocobalamin) i&i& (10,000 x; ZEE£ 2.0 mg,
E4 32> B12 6mg/mL) NaOH B & CHIMEBFRNBAMLI-DEHERL
ART Y TH. T4LE—HBEZETV. 7— bY L—TJiRE L1 HLS i
AWy S &,

ILY rAORL—Y 3 UEER (NaHPO412H0 0.32 g, NaH.PO,4 1.40 g,

Sucrose 17.129/1L;7 4 LA —BH)

MEEMADNA

B2mmPA XDILY FARL—Ya VERAFaNY k

WEE—) VA% (100 mM CaCly, 100 mM MgCly; A— k4 L— iR E)

WESY—L (I EE 9cm)

=ILE

18:838 (21°C)

IV ARL—Y 3 UIEEREERT S, TLY FARL—2 3 U

BRIEITAIILEF—REAICEYRET 5,

. RTEIERERAETEA (1.0 ~ 3.0 X 10%cells/mL) (OHL 5 CHPEEL

EHREMEEEZELECERY 5,

. 300 -350g (1,500 - 2,000 rpm) T 2 min, =DZEIT5,
. LEEERT. ALY FAKRL—2 3 VBEKRES0 x 107 cells/ mL I

BAHESCMZIBOMNEFL, KEIZERET S,

400 uLZEF 2Ry ~ZFEL, 10~20 tgDDNAZMA T, BOHMIC

BET D,

. 30 DK ETHET %,

14



7. EXRFiBEE5Z %, (4l ; BTX £ ECM830, 500V, 100 i sec, X 10:Biorad
#t Gene Pulser, 0.85 kV, 25 uF, x2 : EXRFIHIZ & 2 EILE(L 25%LL
TICHEB I EFRITEH, BE S0 NEETHD,)

8. 5 NRIKLTEHET S,

9. COMICAuLDE—) VI BRERE D y—LOLEITHTLTEL,

10. EXRBEEA-HMRBARERE v—LICBL, E—JVJBRK
EBELBAT S,

11. 10 ~ 15 3ffl 21°CTHRIET %,

12. 15 mL HL5EMZDP - Y EMZ, 21 °C RiBTH, aA=—T
DELEZVWESIE. COBRTB NBAIL—MIMELTHEL,
DZEE. HLS5E#Z 40 mLnA. 100uL/well F¥253FT %,

13.12 ~24 F5fEl#.1,000 &= E DERFEHI (G418; 20 mg / mL, Blasticidin
S10mg/mL: Z4 L2 —REL=+£D) #15 uLMA %, 96well IZ
MELTWBIBAIL, Final BE (G418; 20 u g/ mL, Blasticidin S 10
pg/mL) @2 ERED G418 H 5 L& Blasticidin S #MMAfH L 5%
#h# 100 uL$DOMZ 5,

14. 4—5HTEREFRAVIEMMZRMET S,

15. WEEENASIFEFL->TWSIHEE. G418 DiFE 10~14 BiE.
Blasticidin S Mi5& 7~10 BR[O D —_—HhERIN D,

<AE>

15



HIBIEREE AX RO E R (Y Y BAIL D) LK)
(#{#%) Dictyostelium discoideum #Z#E#k (AX2 #8)

©

HL5 5 (Glucose 14.3 g, Bacto Proteose Peptone (BD REF No.; 211684) 14.3g,
Bacto Yeast Extract (BD REF No.; 212750) 7.15g, Na,HPO4 -12H.0 1.28
g, KH2PO, 0.485g/1 L)

EWERK (1000x; Streptomycin sulfate 100mg, Benzylpenicillin potassium 70
mg/mL) T4 ILA—EHEETL. &— Y L—TRE LTz HLS EBH#ICH
mysdiE,

e (folic acid), E4 = > B12 (cyanocobalamin) &% (10,000 x; & 2.0 mg,
E4 3> B12 6mg/mL) NaOH B8R THMBBRNBHEL-DEHEL
ARTyTH, T4 E—HEZETV., A— b L—TJilE L1 HLS i
[SARMT B &,

Bis-Tris HL5 Htth (2.1g Bis-Tris in HL5, pH 7.1 with HCI, 7 1 L2 —iEH&)

1.25M CaCl &% (7 4 L3 —RE)

18% %' B —)Li&EH& in 1x HBS

2 x HBS /A& (4.0 g NaCl, 0.18 g KCI, 0.05 g Na;HPOg, 2.5 g HEPES, 0.5g 7' /v

a—A [1L 788K, pH to 7.1 with NaOH: 7 « /L & —J&H.)

MEEMADNA

WESY—L (I EE 9cm)

=ILE

18:838 (21°C)

. RHEIERERARTEA (1.0 ~ 2.0 X 10%cells/mL) (OH L 5 CTHiPEEL

MR E 10mLZREYY—LICE,

. 30 ' 21°CTEE - RBET 5,

HLS Z##ifa %% L TTEIZERYKRE. 12.5 mL O Bis-Tris HL5 Z&hH\IZ
MnZzZ. 30 7 21°CTHE - 12T 5,

. 10~20 ugDNA &A1 1xHBS /&K 540 ulL Z#ET %,
. 60 LM 1.25MCaCl2#MA. 600 uL &9 5,
 BEBELTHLEYY— LD DS Bis-TrisHLS Z&EMNZRYBKRZE. 5. ODN

ABBZEHR LIRS YRFTY 5,

. BZL T30 21°CTHE - F29 5,
. 12.5 mL O Bis-Tris HL5 Z&MIZINZ . 4 BfE 21°CTEHE - RIBET 5,
BELTHAY—L IS Bis-TrisHLS ZE#MNICERYBRZE.4AmMLD 18%

HYytO—)LBEin IxHBS 2 >< Y &Mz %,
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10. IEMEIC5 DM 21°CTHE - RET 5,

11.7)€0—)LiA®RIN1xHBS #WRLVERY . 15mL HL5EENZ 5,

12.12 ~24 F5fE1£.1,000 &= E D ZEIREHRI (G418; 20 mg / mL, Blasticidin
S10mg/mL: 742 —RELI=HD) %15 uLMA S, 96well [Z
MELTWBIHEIE. Final JBE (G418; 20 g/ mL, Blasticidin S 10
ug/mL) M2 EREED G418 $H 5L MK Blasticidin S #MMA f=H L 51
#h# 100 uL 3 2MZ %,

13. 45 HCTEREFAVIEMZRMTT S,

14. BEEGEBNASIEIWLLTUSIZES., G418 DiFE 10~14 B,
Blasticidin S MiF& 7~10 B ([CaOZ—hER IS,

<AE>
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V. PCREIZK BEEGCTFIEG

—MRHITE T/ LEHREE L PCREATHIEMHMEDEGFZIBIET S &
ME[RETH S M., MEMERES / LIXFAT ) Y FTHI-HRIEEHEDETD
EENDLELLGD,

(#1#) Dictyostelium discoideum 1Z## (AX¥) 4/ LADNA
A1JIdDNA2XK
Mt EAMEAR ) A5 —+ ({5l TOYOBO, KOD plus)
15mLYA4 oy B8Fa—J, PCRERTAB8Fa—7T

1. PCROTY7L—EHEBDNAZFRAET S, (5/ LDNA, 75X
2= FDN Aetc)

2 . High-Fidelty 2 41 7OMBMHBREZER TSI ENEFTL L,
(f51: TOYOBO #t KOD ') — X, Takara #t 75 4 LA X % —_ Finnzyme

%t Phusion %)
10 x KOD plus ver2 buffer 3.0 yL
dNTP mix (2.0 mM) 3.0puL
MgSOa (25 mM) 3.0 yL
TS54<— (10uM)
548l 1.5 uL
3'fal 1.5 uL

ToTL—k (TSR For5/ LDNA) 01ng(F5RXZR)
10ng(7/ LADNA)
KOD plus 0.3 yL
upto 30.0 pL with dH20
H—T YA IS5 —DEH; 94°C, (94°C-2min. 50-60°C-20sec. 65°C-&& kbpx 1
min) x25, 65°C-2£& kbp x 1min, Hold
3. 5L ORIEARZERKBIL., BHORSOMAEMNEBIREESA TSN E
R 5, HGEIZKY. ¥/ LBAORE - B %175,

FE O BEASELLDELAEBEICE. T30 FO—LEREZTOR
BEENLIELTWEWZ L2HEMD D, SBIT, 4/ L DNA 88
L-BIRDIFEIZIE. 5%DMSO (REREE) ZRIGARICMZSER
SN EELTEBIRET S ENH S,

18



VI. ¥/ LLDNA®DH

(#1#) Dictyostelium discoideum 12##k (AX #k)
=LE
DM, BB AR
f8;8% (60°C& 37°C)
WE) VEEREER (NaxHPO, 12H,0 1.07 g, KH2PO40.96 g/ 1 L)
STE #&%& % (10mM Tris-HCI, 10mM EDTA, 400mM NacCl, pH 8.0)
Proteinase K (10 mg / mL)
10% SDS &k
WA B K
15mLwA4 o B8Fa1—7T
TEfM 7/ —IL
2 0amRJLL
995% T4/ —JL
700% TR/ —JL
JARXY LT7—EABK (10mg/mL)
1. 2.0 ~5.0 x 107 cells DM E D Z 2 LEICERT 5,
. 300 -350 g (1,500 - 2,000 rpm) T 2min, EDLET5,
. EBEFIET, 450 uL O STERERZMZ, M@z 15mL~v4 - 0F
A—JHRIZEEAT S,
. 50 uLMD10% SDSBRZEZMA. EZ L TLTIC5—6REERHTE D,
10 L @ Proteinase K i&&ZMA. BFICEREISHE 5,
. 60 °C., 1~2Bffl. DDJULV\T 37 °C. 2B~ 1 BRIRIET 5,
.TEfAfIZ =/ —JL [ Y oAkLL (1:1) #®R%E500 L Mz, EXLT
ETFIZ5 — 6 EERE &, 15 krpm, 10 DEEDT 5.
8. BLAYEHMEBEZWMLLBEWVWKSICEFAZITE, 400 uL TEITHL
WA oBaFa1—TIZHBT,
9. WEIZHELT) 7. 8. DEMEZEFSEFETRYIRY,
10. A99.5%IT4%/—J)L%& 1O0mLMMA, -20 °CT 30 #EAET %,
1 1. 15krpm, 10 2EEDLT 5,
12, BBRIC70% T2/ —)LZ10mLMR., KEZE) VRXT 5,
13. B{EMUEL, EFEAZETS,
14. 12. 13. OFEEZLSI—ETS,

W N

N O o A
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15. 10~15 AL L, 100 yL BEZRBKEMA L2 vELTIT&Y BE
3%,

16. URXHIL7—EABRE 1 uLMA. 37°C, 1~2 BREKRET %,

17. 57 LADNAIXESE - MEBELEBICEYKRFIETS2DT, ABEREFELT
&<,

<AE>
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VIL TiEH S ORI E D5 BEE
REDE > B PESEOTOLESRD 5. MEEREOSEET

(#fH) HEtAEXER (Glucose 1.0 g, Bacto Peptone (BD REF No.; 211677) 1.0 g,

KoHPOg4, 1.0 g, KH2PO4, 1.5 g, MgSO4 1.0 g, Agar 15.0 g / 1.0 L Distilled
H,0) XEZF9cm v —LIIxt LT 20 mL (LATFREHR)

N 3 X 15 ih (glucose 10.0 g, Bacto Peptone (BD REF No.; 211677) 10.0 g,
Na;HPO412H,0 0.96 g, KH2PO4 1.44 g, Bacto Agar 15¢g/ 1 L Distilled H20)

5LP EXHE# (lactose 5.0 g, Bacto Peptone (BD REF No.; 211677) 5.0 g, Bacto
Agar / 1L Distilled H20)

/N9 T1) 7 (88) (Escherichia coli B/r & % LM&E Klebsiella aerogenes)

RE K

REA—E

1. TEOXRBESZENT 5,

2. 10g OXITHLTOOML DREZEBKEMA. RIEHT 5,

3. 2HIZENRFREA—ETIL., A& 5SMLICH L TREZEBK75mL &

mzs,

4. 05mMLDI.DEDH-ARICKHLT, 04mLN\I T 7EBEL-REES
K(BEEETNITIVTEEXTL— MO oRELHOTEEASE D) T
A DEEEMIZH—ICEYILT S,

5. 21 CTRIET %o

6. 3~7 B, B EICHIRYT 2FERENI T TREBREEY LT 5LP
EXEICHEFEL, 21°CTRIET %,

<HAE>
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V. NBRPHMNDFMREMEFHEHRDIRESE

MMM BEREINBRP (FoaFinaAa)y—RTOaI s b) HRatksh
HITBEWTIRE-RESNTHEY ., BHTREZRTLENTED (L.
HELEEFTOHFANICH LTIHREBETRBZRITEIZENTED),

MM E R ORI R LAAA TR
http://nbrpnenkin@shigen.info [C7 2 X § 3,
NBRP Nenkin okl [

==
i e Sath LA UL

i
o)

-
REHHBALAAHZI ) VY

]

What's new! © HEL<=5

Hewt [SESEET L EMERITRE L —2=

= . Hew! 2015598248
FRICHEEHE O AT SE R ORREBEITIC ML — =2 0 - AERVELET, ZINBRP-nenkin=1 —Z#87% 4}
BLFELE.

BE: 2015F11878(1) 10:00 - 17:00

BISFT: JURAY - B2 TUPHEN o PO

ENE: Sl TEESZEECRETERVLET. ) :ﬁTp Siffég%ﬁ?ﬁ)
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201495248
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BLFEL
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BREDA VA NSV a3 VER (COBEEEZSEICRMEKBELTIZELY)

Japanese | English OBMLISHt
o | | ®R vbyh

£2 NBRP Nenk:n

T € National BicResowrce Project Cellular siime molds

HOME B LA FEHUAH HBUY-Z ~ mETUV-2R X v oy L I-HRE -

HR—h > BERURS > BUY - RERUAHSE
| UV —ZBRBURABSE

1 BUZ MO SBLT SRR, [— M RYSERT.
BEFRAZAOREREUAMC(FLHERR 7 FIB U SET RS B TEREOZEBRATIESN TS
BENGDEY,

s T il

z

=

.

1o

(8] weem conseatTismE
- pr enscamas
Elereconiiamicens
Uner

P -
ase

e

2. AL 11— HOFRSERS | AT EML, MBMEIRST w0, SRR — 00 B 5.

B LAHICHELIER

- A—=JLF7 FLR
LYy bh—F (ZILWA)

- ZITEY A (BEAE; mE. =R, FEL)
<AE>

23



X. MEEMEICEAYT S8EY1

1. http://dictybase.org/

MREEEEFOERY A ~, MEEME OB REZEZEK Dictyostelium
discoideum ZHbhELzaZa=T494 b, 7/ LVEGFRERROBRE.
HREMARTARE., EBRMREENEEFEOENFDERL CLOoNCIET
5IEMTED,

2. http://dicty.jp/
AAMREHEFEOR—LR—2, 201 1FICLE EA>-AXRDOH
RMNEZFRICET SEROCESOERNINIGTE S, BMRHREDZMFZL
TW%, BROHMREEEMRRER—LRX—UAD) I 1H 5,

3. http://www.biol.tsukuba.ac.jp/~hidekuwayama/service.html

FERZOHBMMBEAEEDR—LR—2, FERNBOBNOKRERE
NEEZITHoTLS,
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. HRRMRE  TEOHER

~ETIVEY - BIEER - (14~

wEE PISAKIEE - ATHEBH., 74 E—>— (201 2)

2000 ERFTDETIVEY  MBMEREORETIR, MEEHEORREORVIZET
38LH5.

MR E O N NIL—RER FLAANDHAEEE - E0RES A
IS5 —4EPBEHRR). ZRFFE. 4T VR4t

MR T 2 ERLEARENLEISHH YT (RS LTH MR
INGES

. NTII)VHHE., BTHFESRE. RILXRFHKRE
HMREREOEEICELTIAESOMEETICONY LT KEHRLEE,

. Dictyostelium.

Richard H. Kessin.

Cambridge University Press, 2001
RETEM-HRMEEARORKRE.

. Differentiation in social amoebae..

John T Bonner.

Sci. Am. 201, 152-162, 1959
HUOARETENN-— R (T O ERR,

. Transformation of Dictyostelium discoideum with plasmid DNA.

Gaudet P, Pilcher KE, Fey P, Chisholm RL.

Nat Protocols. 2(6):1317-1324, 2007.

MR E O EEEED RN,

A new set of small, extrachromosomal expression vectors for Dictyostelium
discoideum.
Veltman DM, Akar G, Bosgraaf L, Van Haastert PJ.
Plasmid. 61(2):110-118, 2009.
MR EDOELDERFRERENI 2 —ICHT HHX. N7 42 —IENBRP Hiiaits
B CTAFM AR,

A versatile set of tagged expression vectors to monitor protein localization
and function in Dictyostelium.
Dubin M, Nellen W.
Gene. 465(1-2):1-8, 2010.
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HMREMEEEORELDELRFERANI 2 —, BICHAZ VXV EREREANI 7 —ICH

10.

B, NJ 2 —IENBRP #ifatEE TAFHIATEE,

A user's guide to restriction enzyme-mediated integration in Dictyostelium.
Guerin NA, Larochelle DA.

J. Muscle Res. Cell Motil. 2002;23(7-8):597-604.
BEFEAICEIRALEGRDOER., nBtLERFHENAEICEAT R, BEQ
Y2 —[ENBR PHEMHIE TAFIAHE,

PCR-mediated generation of a gene disruption construct without the use
of DNA ligase and plasmid vectors.
Hidekazu Kuwayama, Shinji Obara, Takahiro Morio, Mariko Katoh, Hideko
Urushihara and Yoshimasa Tanaka.
Nucleic Acids Research. 30 (2):e2, 2002
PCRIZIZK DEGEFRENY 4 —1EHIZET 5/,
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X 1. EHhEsEmE

HL5 B Proteose Peptone 1439
(F—+o L—TRA) (BD REF No.; 211684)
Yeast Extract 7159
(BD REF No.; 212750)
Glucose 1439
KH2PO4 0.485 g
NazHPOs * 12H20 1289
AHEK to 1 liter
S5LP Hith Lactose 509
(A—+rH L—THHE) Bacto Peptone 509
(BD REF No.; 211677)
(5LP EXEH DG E (L
+ 15.0 g Bacto agar) REK to 1 liter
A-medium i Glucose 504
(F—+Y L—TRE) Yeast Extrac 059
BD REF No.; 212750
(A-medium E Xt i 0 15 Proteose ngtone 75 ¢
&3+ 15.0 g Bacto agar) (BD RI.EF No.; 211684) -
A-medium Buffer(x 1) tolliter
A-medium Buffer(x5) | KH2PO4 11.23 g
K2HPO4 349
MgSOa * 7H20 2.5 g
R K to 1 liter
N &b Glucose 1009
(F—+o L—THE) Bacto Peptone 1009
(BD REFNo.; 211677)
(N EXEHOBE KH2PO4 144 g
+15.0 g Bacto agar) NazHPO4 + 12H20 0.96¢g
HEK to 1 liter
SIS Glucose 1.0g
(F— o L—TiEE) Bacto Peptone 109
(BD REFNo.; 211677)
KH2PO4 109
Na:HPO4 159
MgSO04 109
Bacto agar 1509
#ZBK to 1 liter

27




Neo

) UERIRER Na;HPO4 12H20 107 g
0.96 g
(F—+o L—Tmm) PO _
7Rk to 1 liter
BSS (#— k4~ L—7®HE)  NaCl 0.60 g
KCl 075 g
(BSS-EXDHA L
+15.0 g Bacto agar) CaCl - 2H0 0'4(,) d
EEK to 1 liter
TLH rORL— 3y NaH2PO412H20 032 g
EE® NaH>PO4 140 g
(Z4IL2—HH) Sucrose 1712 g
ZEK to 1 liter
s, CaClz - 2H20 151 ¢
E—UTRR MgClz 0.952 g
(A—ro L—THE) = :
ZEBK 10100 mL

ITE =

HARBRENATIDOTHRE - REFXTEESZE,

<AE>

K#
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