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Identification of phosphorylated proteins in murine B cells in relation
to the LPS-induced proliferative response
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1. HIREREINER
WRAXDHEE - WIKDOEFTIZIE,

Porphyromonas gingivalis ZlZ O &3 HiERE
SRIRHERE D LPS (& 5 B #RaDEIHERIGH
FCEAETHILhECREINSD, TOFH
HMIHRATALGZ LI Z CERITWLS. HA
[ESNFETIZ, LPS [2& B B MRaD B LAEHE
[Z1& CD14 {KTFMESR & UIHKTRIE DB IR
NFET D&, DA RFHDELRETIE
TGF- 8, Igh DEENFEINDZ &, (D14 FEK

FRHEOEMH LRI CISHIRaIETE, L6 EAS &
U Il EENFESINDZLFHRELTES:
(KimuraS 5, 2000). Ff=, CD14 JHKFHDIE
Pt T®H S LPS 124 % B HREDIEFEEMEIZIL, B
HRERFO S ) VB RICHN EE LG RE|EE
LTI E&EHRELTE = Kimura S i,
1995). LAL, LPSFiHikIZEFE SN 5 B HiiE
A VEBIEREBER DNV BEED, TDUTF
JUSERDFER Z DWW TIHKRATR LG mh\$h S
EINTLS.



2. HEDOEH

C3H/HeN & & URZAHEED LPS [C{EISEED
C3H/Hed %2R B #HBAZFALNT, Escherichia
co/i LPS # &1 C3H/Hed =2 R B fHREIZxt LT
HLIEERICEEET S P gingivalis LPS [Tk
% B HRRDIERE RIGDYFEM & B #HEREA 1) i
LR, 37%bhs, FO Y, ) UEXUR
LA =) UBERSICDOVLWTHRETESTS. &
512, LPS 12k % B fllaiEiEEMSICREES T 5
HEMEBZ VN\VEERIETHEEBITED
BIREICDULVTHARETL, LPS 12k 5 B flRa0E
TEEMEICHODD DHIIEA L U T IURERD
FHOMNT B EHFBNETS.

3. PIRDAGE

) P gingivalis LPS (% P gingivalis ATCC
33277 #k& Y hot phenol water ;==
WTEREILT=. £ co//LPS [XTHERDFEE £
col/ LPS ZHERELI-LDZTRALV:.

(2) B #HAAIZ C3H/HeN &K T C3H/Hed ¥ R f&
HHRE K WRRR L 7=,

(3) LPS (=& % B fMRRODLEGEE I SHiH% 48 b5
f COHIREEM 5AIRE L=

(4) LPS RliEikm B fHiam SDYA FhA ViE
H(ZDULVTIE, Real-time PCR ZAALVT IL-6
H XU TG-S mRNA FIEM SHRET LT

(5) HERAM') VEAALEE R /) BORHICIT,

LPS THIZ, HEEL-BMELYS1Mt—F
FRHEL, ZRTESKBITHRELI. =X
FTERIKE®R SILRDE /&% PVDF
JRICEEE L, RRARFAL Y, kARt
) oBEUCHRARRARA LA = UHiAERL
fzoIRATOy T4 0TIk YREL
1=

6) BHELIEZ VNV BERRY L &5 ILREIE
% FATEEREREESH MALDI-TOF MS 4
#m & U peptide mass fingerprinting fiz
HrIz&k Y, LPSIZ& % BHIREDEEEE <R
59% B #ifaRN) VEALEER /N ED
BIEZIToT=.

() ZFHARY FOFBTE LV VEIEDEE
{tlZ PDQuest™&#ALNTITo 1=

Vi AR TS

(1) P gingivalis LPS I, C3H/MHeN &LV
C3H/Hed < R B #Hfal = xt LIEFEEEE R L
f=. ZDIE 25kDa 2 /\VE (p25) %&
OCHBEARER D0 EOFOL V) Vg

{ERISHEEE S NT=. —A, £ col/LPS (3,
C3H/HeN < r5 X B #liaI =5t L THHEFEEE
#~L, B flianigish'A onf-HEIZIE,
p2b DF AU UEBMERIEHFEE SN

@ E)UBLURLA=D) UBMERIGIZD
WTIZ, P gingival isLPS $BWNE E coli
LPS 2 & % BHERAMDIEFEEICREE I H15E
RIS HBARNEE 2 /) BHIEE I nEH
of=.

() p2b & BITHEEHY S BE/RIT MALDI-TOF MS
B & U peptide mass fingerprinting fZfT %
To1=&T A, p25 EtE LD RN E
ARy k8 EDSE 2 ADRKRY R,
smal| GTPase T4 Ran LRIE S 1=

(4) #Hp25 Hifk GaRan k) ZALVEZXRT
DIRZLTAYT 4 Th 5, BHAAIZIE
ERHTHERD p2b DRKRY MHEERIL
5 &, LPS FHICk Y ZDiEAEML,
BEO2Z0ORLEBMHAIO ARy fO=HMEM

THIEMNHALME T ST
C3H/HeN C3H/HedJ
1 234 1 234
None « e -—
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Fig. 1. Alteration of quantity of phospho-
rylated p25 in LPS-stimulated B cells. Whole
cell lysates were prepared from B cells from
G3H/HeN and G3H/HeJ mice stimulated with £
col/i LPS for 48 h, and aliquots (150 pg
proteins) were separated with 2D-PAGE. The
p25 was detected by ECL immunoblotting using
amonoclonal anti—Ran antibody. The amount of
the most acidic spot of p25 (#1) increased in
response to the B cell proliferation.

(5) C3H/HeN & & TF C3H/Hed =2 X B #liBa =5t L
WEEEM RS P gingival isLPS, 5T
[Z C3H/HeN < 2 R BHERAIDAHETEE M Z R
9 E coli LPS ZRELV=#EMNS, LD
p25 MRy FDZEALIL, LPS RiE&D B #
DRI E —8F 5 2 LGRS TRIES
nt-.

(6) LPS FlHizm B fENF O 1) VLR
GREERITHEI/N—ETA O EBEITS
&, WFhDOY R BHIEEIZ DN T HiEiER
ISHEUp25 DRRY FOEE) HBESH KUV



ROHBERIDZR Ry F20HEM) H5EE(ZHD
FlEhizCemMD, p2bDFOT 1) UEEE
MEFERIGICBEEE T 5 2 EABELMMEE D
1=
(7) LPS I2&% B #faDYA bhA VEELD
BREMICDNT 3 FEFED WP 7+ —+F
(ERK1/2, p38, JUNK) DEEEHI%ALNTIRET
LT=#&8R, P gingivalis LPS K%M p25
DARY FOEENTHA Fh4a 2 (IL-6,
TGF-B) FEELEST ST LARE ST

hoDFERKY, BMfaRFOI 1) Vg
{EEB2 /N8, p2b DHREBSURLEM
BIDRRy FEDEMIE, P gingivalis LPS
BEWE coli LPS =&k B B HEADIEFERIGF
KUHA bhA UEEIZEESE LTS Z EAVR
RSN
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