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TRPM2 EREAXFHENREAUNE TEREH &

WEE, THEE, T R, RAA, B, £ F*, ERP
(X ERREREAEETE, A BARA¥BRERE, K M 510515)

[ %] B8 HRBABN 20 A M2(TRPM) B TFEEE S N ARNFREAMA TS, MERHA TR SRS
. ik RFIPCR ¥ 4RI A TRPM2 B N K | ~334 AERMBRE(ZEAS/DEPRERST) B DNA F5), ¥R
EABH B BRE(CST) A H H FA PO pCEXAT3 b, ¥IEMFOA R4 Fb# b BL2] (DE3) BB A4, IPTC %S
GST-TRPM2N B&EH KX, FFAiRBHIN 4 F R & (M,) 270 000 ity GST-TRPM2 BB R E . WHMAEESH Kot
FIREERAERE) 4 KPR SRR LR AR EBTEHE, F Western blot SEXHZHARTEE, &R B PCRY
WA TRPM2 ZEH N RIH) cDNA 1 BIORHE HE 19 R R 2 R Bk pGEX4T3 1, R IPTC %%, BARMAH S
FHANRIBMAER GST-TRPM2N, HAMBA RS AR L KE%A, HERASFEN TRPL BHRNESERIK,
S RIHE T RRFESA TRPM2 BH R B TR,

[REF]ITRPM2; FEck; BEMML; SRS K

[RESF¥ES] Q786, R392.11 [XRiFER] A

The expression and purification of TRPM2 protein in E. coli and preparation of its
polyclonal antibody
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[Abstract] | Objective To purify the prokaryotically expressed GST-TRPM2N fusion protein and prepare specific poly-
clonal antibody against human transient receptor potential melastatin 2( TRPM2) protein. Methods The DNA fragment enco-
ding evolutionarily conserved N-terminus (1-334 amino acids) of TRPM2 was amplified by PCR. The amplicon was then sub-
cloned into prokaryotic expression plasmid pGEX~4T-3 and the recombinant plasmid was transformed into BL21 (DE3) cells.
The expression of GST-TRPM2N fusion protein with a molecular weight about 70 000 Da was induced with 1 mmol/L IPTG
and purified by GST affinity chromatography. The purified protein was mixed with complete Freund’s adjuvant and used to
immunize the New Zealand white rabbits with classical 4-injection protocol to generate specific anti-TRPM2 polyclonal
antibody. The specificity and titer of the anti-TRPM2 antibody was analyzed by Western blotting. Results The cDNA
fragment encoding N-terminus of human TRPM2 was amplified by PCR and directionally subcloned into PGEX-<4T3 plasmid.
Under the induction of IPTG, we observed the expression of GST-TRPM2N fusion protein. Polyclonal antibody against
human TRPM2 protein was successfully prepared In the rabbits immunized with the purified GST-TRPM2N fusion protein.
And the preliminary analysis showed that the anti-TRPM2 antibody could specifically Identify transiently expressed TRPM2-EE
in HEK293 cells. Conclusion The specific polyclonal antibody against human TRPM2 protein has been successfully pre-
pared, which facilitates our future research on the function of TRPM2 channel.
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WIEET AT Ca®* | Na* 55 K* S B F# A4
WU, Lange & BT R I, TRPM2 LA A
SERTEMRBANE b, BT LUE R BIEE AT, BREAE
WS SN B T K Ca** [, TRPM2
FEHET] A%k ADP 245 ( ADP ribose, ADPR) | H,0, I}
R AB142 BIRSEZRELETFHE, BoANEILE
NEENELMBRZ 4T >4, TRPM2 BT
I E EE S5 Lk S R B B R B9
£ EEBHARESET HITNAER, &
BiFE@Eat PCR 343K 78 A TRPM2 B 1 N R B AR
4+ DNA 5" (4375 1 ~334 RI BRI, 7/
REAFRERST), BEREAFREEERES,
FERGHEHLIT TRPM2 HE N KRR R%,
FHH % TH TRPM2 B ML RESA, Hik—BH
3% TRPM2 BE DB GE TH M T A,

1 #EAEE

L1 #¥ 475 GSTiRE M pCEX4T3 FREZRK. &
HA TRPM2 £ H Y pcDNA3. 1-TRPM2-EE KR X R
&, KE#FH DHS«. BL21(DE3) fl HEK293T 4 fuik ¥ g4
LRERFF. HBERELENN Sigma AT =4, GST-beads 3y
Novagen 43 7 7=, DMEM 40 Jfa 3% 3% ¥ A0 Jif 4 I 3% 2 Invitro-
gen /AR 7=/ ; DNA ladder, KOD Plus DNA 488, [Bal#:A
YIB%. T4 DNA BERSN TaKaRa 2875, FARBREN&
BB EWOA N & Promega 24 7] 7=, 43 Glu-Glu(anti-EE)
WEZTERESARN Bethyl A& 5. 3144 KR DNA 7]
SFEERMAAATR. FELEMWEETENKEE
BHYHL,

1.2 ¥k

1.2.1 pGEX-TRPM2N #£42/fi 4453 L) pcDNA3. 1-TRPM2-
EE 8#0BUR, R PCR 3™ T 4% A TRPM2 ZEH N K
1 ~334 IR EEMRIEN DNA 5, HP EWSIMREN R
TATGGAGCCCTCAGCCCTGAG( FRIZ AR WM N B IR 15
F), FH#5I9%: CTCTCGAGGGCCGCCCTCCAGCACCACG-
CACAC (TRIZMAK Xho | EYIRIR) , T IWEMN: 98T
FUAE4E 2 min, RS 94°C 10 s, 62°C 1 min, 68°C 1 min, 3£H"
1 25 MEFF, BJS 68°C FEA# 10 min, F =Y LhibE R
Xho T YIRBALE, ZRMRER BRI BERRERER
A BamH I PIHIRESE 2V #I3F R i DNA 34 B¥ Klenow K 4
BALE (i FHRREN TR B, SRERRRALER
KA Xho I HATREYINY pCEXAT-3 FRF, ¥EE = Witk
DHSo BRASHM, RAWE PCR #ATH %, By #HE#
R RERATHS, RBDRIE AT DNA 34T .
1.2.2 TRPM2 Y R Ak B GTRAEAZRRRHE
pGEX-TRPM2N ¥4 BL21(DE3) BREA4M, PhA TR
%3] 5 mL LB B5RA 50 mL BR.LE R, 37TCIRG RS
B M AR B RS 100 mL LB B3R 1 LEFHR
B, 37°C, 225 /min 3R{EHEFH3 ~4 bh; BW A, =0.4~0.6,
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A IPTGC ELIREEH 1 mmol/L, F25%C ., 60 /min HSIFH
o 8000 g\ 4CH.L 10 min YAEHE, HAHFRERET
-80°CH#Ys 20 min, BUHERMHASREE Tk E; A 10
mL AR E p & (50 mmol/L Tris-HCl, 1 mmol/L EDTA,
100 mmol/L NaCl, 10 mL/L Triton X-100, 1 mmol/L PMSF,
PHS.O) EBHE, RAES HARBERNEKKRBEY LR
1€, BREBRBEHESK, BB NERMEA 3 s, 2 K2
FEIERE S s, T4 3 KEHWERRA BEKY 5 min, K5
18 000 g, 4CES.L» 20 min, BWITIEAH,

1.2.3 TRPM2 N K& & &g K foshit SIBPIEFEK B3
7o RAZEHERERE W (50 mmol/L NaH,PO,, 300 mmol/L
NaCl, 8 mol/L R, pH8.0) ERALNBVIIE, FEIIA DIT &
RWBER 5 mmol/L, EEEHEIES R (BEI s, 59,
45 min, 338, FRAKS min) , WEHFRBREIE
3| 1.5 mL Eppendod B, I|RIFHIRAI, B/ 10 min 37 1 1K,
HERWSTERM. BEBKLEZRE2~3 b, BFEF20C
10 000 g B 4> 30 min, ¥ bk HHBEH M Eppendod & H,
20°C 10 000 g B3l 15 min, ¥ FHHBZE 10 mL BLEH,
TIA 200 wL e/ Y GST SrBRMEERE, BRI, Ak
RETRYE 1038, MEREMERED; B 1 RIEXARR
To A1 mL MY RBYE, BB IMA DIT gk
WS 5 mmol/L, ERIIBIEBERAER, 8 2 min, ITHF
BT, ERBREART, BEEHEED 1 ¥4 Eppendod
B, KRR ERHFBEL41{LAY GST-TRPM2N BAEH.
KA 0.45 pm FLBHBITAENRE, REHENEHED
R F PEG12000 R BATIRYE, MR T - 80CHAFE .
1.2.4 3 amiAkes4 RALHBAERD GST-TR-
PM2N 1 mg 23 RELENAAR, BT REHEEHT
ZRBE&R(ETEHNR2.0 kg) , TKREHEEEES. 6. 8 A5
DS BATRES T2 RN/ IR AE. WE3 KR
B, SRARAHSHEUE B4 I BULFETRER MR
W, BWR FHS{LR CST-TRPM2N $i A3 ELISA iR, A
# ELISA SNBSS . B 4 WHREE S 7 Xshhkm,
AFMEET -20CHHE.

1.2.5 RAEKFREL  Western blot W HHFF R4,
AT 24 b, ¥ HEK293T ST 6 om I, H DMEM 3%
FrEk 1N 100 mL/L FBS ZER B T 2EA7385%, ARICAE
5B 70% B, R jetPRIME %534 fr peDNA3. 1-TRPM2-EE,
RARESRAMANAS. ¥4 24 hFEKLH, SRIPA
(50 mmol/L Tris-HCl pH7.4, 150 mmol/L NaCl, 10 mL/L NP-
40,1 g/L SDS, § Mfﬂﬂﬁ&#{ 1 mmol/L EDTA ) £
B ER I 100 ¢/L SDS-PAGE SEBEHLIk RS, RAEH L
HEHREBE PVDF K E, P50 g/L BARYHM i TBST 8
HRTEREE 1hJE, A 1:500 A5t TRPM2N 1
F 4THEFLH, TBST ZRYEM 10 min x 3 K, MmAL:5 000
R HRP Mic i IL 3£ 51% 16 EEBH 1 h, H4 TBST 3%
B3R5, R A SuperSignal West Pico Chemiluminescent 4f,3%

. BRARYBE.
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2 HR

2.1 5=y TRPM2 HARMMERE RA PCR N
pcDNA3. 1-TRPM2-EE #{&$" 1 4558 A TRPM2 E H
N RImRASEE 1 ~334 frREMRIRER DNA F3), &
K 1002 bp(E 1), WHIIESR pCEX4T-3 A%
BEAEH, B4 RN pGEX-TRPM2N ¥4k A E. coli
DH5a J&, RAWH PCR %5 FH P FEREFF SR EBUTORL,
i L DNA J731 4 4 iE A 28 1 DR A HE A IE B i,
ZRSBTEL—F(E 2 55 3, #3478 TRPM2
cDNA 58{FEEAL) o

bp
8 000
5000

3000 [CEEEE
2000 [EE—

1000 R
750

500
250
100

M: DNA marker; 1: PCR §“#§ ) TRPM2 cDNA K Bt.
1 PCRY#§A TRPM2 EE P4 1334 R EMBRE
) DNA )

‘ﬁllal " .lhl“|‘|“

B2 HE4 PN pGEX-TRPM2N R Fi pGEX4T-5' 3[%5‘]}?
&R

{“"vuﬁ‘ i A ‘l"lrl ‘}‘r"l“h‘l‘H N

““\ i Wil Iln‘!.”u.‘ |
b {”I‘_{_‘{wt ;”"l..lllxh\\“ ‘|'I i‘h“:‘({k‘f \,)‘.‘ ,‘;’l “'1

B3 E4FH pGEX-TRPM2N R A pGEX4T3'5| 9 ¢
&R

2.2 GST-TRPM2 M EFEBRERE L4 pGEX-
TRPM2N E4URAL#% 4L BL21 (DE3) 411, SEBLHTE
MEEVERE TR I R MLV BE N 1 mmol/L PTG ¥
SREMAEE CSTTRPILN, FREFAMLE
47 SDS-PAGE #&:3ll, "0 1 & M. 4570 000 W HIHNE
B (3 BTR) , SFUARG CST-TREM2N BhAE K
ANIRE(E4)

2.3 4 TRPM2 SRBAKMAETNEE UL
GSTRAZM, %% 4 JUS, ELISA ¥ W5t TR-

PM2 3R B 1:5 000, Hi GST i BER 1:1 000, 4b3E

FYABILE. SBERETRN, %% IMIFU
1:500 B 5 BE 7T 45 7t 3 Ay Y B 8 HEK293T 4 fig
FRER TRPM2-EE ZEH, M, 4129 170 000, 53R
i EE ik MBI e 2 —8, MARNBIRMES
F(BS5), REARTH & T HA TRPM2 B H MRS
TR,

M0 M 1

2 3
175 | A
- e e

8o [ e 8
58

46

30
25

M: & & M, marker; 1;: RifFFH M@ EMRLEK; 2. £7 IPIC # %
W E MR Eik; 3. ity GST-TRPM2N &4-&&.

Bl 4 SDS-PAGE ¥k 4 #7 IR &% 38 3% i) GST-TRPM2N Bt 4
B

HTRPM2

Hi B -actin

1: ¥ &3k TRPM2-EE & HEK293 b RLAk% L ik; 2: AREH
HEK293 #9263 3% L k.

B 5 Westem blot %ﬁﬁﬁﬂ%?ﬂﬁﬁ TRPM2 RSB
wRt

3 Wi

PE 40 B P B2 ) AL B B % 4 F, TRPM2
BFEEERREFERERAERZEMR. "5 Hha
M5 /R R M B s SR P A R K %
X, WA ZHYLE S5 LR SR N & B
MAZAKREEC " Bk IR L I R R
RERAE LT . 2008 4, Yamamoto 450¢ 38 53 %t
TRPM2 % B W B2 (TRPM2 " ) AR BF R R A,
H,0, M BEFHEZARPELET CXCL2 ¥FE
EHHF TRPM2 B, ZERFIH BB MRS (DSS)
BRI/ RER S, TRPM2 '~ /NRE B+ g
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PRI B B T &, T Hagaguchi & BF5t
MIFY, KT TRPM2 F 5 K CXCL2 RS &4
RRSIEMHEERFETHRE. SEEXR/NR
HHE, TRPM2 ™~ /NRE 2 B2 8746 B b A a4l A
(Listeria monocytogenes ) BH4is} IL-12 55 TFN-y FRTE08,
2, BIRESHRERLBEERE" . A THE BB
5% TRPM2 ZE H7E 4 MU A AE RN RS BB, ASSCIeE
R REHLT &F GST 17481 TRPM2 FH N
WEAFRINBI A ES, BRSMRESEN RS
FALERAZIE 4 REBERFREH 2 KEA%A,
Ao % T $i A\ TRPM2 B B R 2 TR
&, & TRPM2 BERTIBNIR BB TE W TR,
BRHWEAR M TRPM2 H&D, BRHTF
HERAM X ERERMNE RE R AETR,
HR RS R AT, Western blot A H77E4E
ZERIERFERSW. I T HEER N TRPM2
EARNZFREDE, RARZRIAR GST-TRPM2 R
BEBENRETR, B TRPM2 BB /5 —Fh s
HETEEER, M, 175 000, METFEFEERX
RRAXENTTEHER., FHEETH N RKE{ET
HZWER, ZRERREAN. PRSARFEERT,
R & PR ZE SIS B AT Rl et B TR MR I B X
=FY#E TRPM2 B H . IS, AR KMAEHIE
& TRPM2 BEHERNG 1 ~334 UNEERBE, B
BEBEEBIMHERN, HENEREREESE
HHERESHRYE, ML LRNERUIELT
T &R BIFRRE RN, 2R Western blot 3
SMiTiBEeT R % TRPM2-EE f) HEK293 48 3/ B
BB ENESRES, MRLHEBNIEERE
55, TUMEZRMNEE. YR, ITEFHEZR
ZR, WLIRA GST $iJEXTHi GST-TRPM2N [fi i 3
TR, LAHERR GST W m, MG FE R
GST-TRPM2N & [958 i S A1 B AT AT 24k, B
ERRE, BTFXIiERH T TRPM2 BAZELH &
MZTREDIR, B ILATREH A AE A T 41 M i 4
BETOEAHT, MBERRLE HBFRHE—BRE,

HHMS T 222 3k ( Chin J Cell Mol Immunol )2013, 29(5)
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