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Effect of pretreatment of red blood cell on expression of substance P protein bands in spleen tissue of
mice

SHAO Li-wei' ,ZHAN He-qin' , CUI Tai-zhen' ,SUN Xiang-de’, LIU Wei’

(1. Department of Pharmacology , College of Pharmacy of Xinxiang Medical University ,Xinxiang 453003 , Henan Province , Chi-
na;2. Department of Pharmaceutical Analysis, College of Pharmacy of Xinxiang Medical University , Xinxiang 453003 , Henan
Province ,China)

Abstract: Objective To investigate better treatment for spleen tissue, because substance P(SP) was difficult to be
detected by Western blot after disposing spleen tissue by routine method. Methods  All the mice were decapitated, and the
brain tissue was weighed and pulverized. The supernatant was discarded after centrifugation,and the mixture of radio-immuno-
precipitation assay lysis buffer and protease inhibitors were joined according to the scale of 1 : 10( W : V) ,protein was extrac-
ted after cracking of 30 min. Spleen tissue protein was extracted as following ways: (1) Extraction method of spleen tissue pro-
teins was in accordance with the conventional extraction method of brain; (2) Digested spleen tissue with collagenase | at first,
cracked spleen tissue with red blood cell lysing buffer, washed by Hank’s balanced salts,and then extracted protein; (3 ) Spleen
tissue wasn’t washed by Hank’s balanced salts,and other procedures were the same as Step 2. At last all tissues were detected
by Western blot technology as the same way,and the level of SP protein expression was observed. Results  After extracting to-
tal proteins by routine method,the bands of brain SP protein were clear,but it couldn’t detect SP protein bands in the spleen.
Extracted the spleen total proteins after the spleen tissue were treated with red blood cell lysing buffer,the bands of SP protein
were more clearer,but there were nonspecific bands. The spleen total protein was extracted after spleen tissue cracked by red
blood cell lysing buffer,and washed by Hank's balanced salts, the bands of SP protein were clear,and there was no nonspecific
bands. Conclusion Pretreatment of spleen tissue by red blood cell lysing buffer and Hank's balanced salts can eliminate the
interference of red blood cells, conductive to further protein extraction and more easily to observe the SP expression by Western
blot.
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Fig.1 Expression of SP protein in brain tissue and spleen

tissue of mice extracted by routine methods
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Fig.2 Expression of SP protein in brain tissue and spleen
tissue of mice extracted by red blood cell lysing buffer
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Fig.3 Expression of SP protein in brain tissue and spleen
tissue of mice extracted by red blood lysing buffer and

Hank's balanced salts
3 Wi
JRUR— MBI B, A KA 2L A, 1412
JU AT BERZ R HL G SR IO i S R B Y
FAoRtE RS BUR A SR H LART 2 RERZLANM . &
R 2T A0 A ) 2 S 21 200 i A v Hank's 8
CLAN M 2B — P L BRI R 6 3 15 1Y
R, BRI A AZ A0 i, SCRE 787 BREL 4N,
T T Z M Ak 23 B 2L A0 1) 43 B Ak ik
EL 40 i 1) 25 Al A LA S A AN 2 1 5 A R e M S
SEH LAY KRR LT R RS
RN A & LL A0, v] 20 T AR



- 906 - G Bl

http : // www. xxyxyxb. com

2015 4E 432 %

Fe ANMIR A AN AT RS B 4 B A
PEHRSE, Nakazama 28" 5% FF 21 200 i 5240 00 24 A 1
LA PR LI AN , SR 5 PEAT I 20 5 B R 4 i Y
fil gy, Shekhar 2500 F 4T 200 i 22 A% v 252 A% 9 2 41
HIZLANMLS , IR AL S 2y s alifl T 40 i, PRI,
A SEIGTE SR IR L 2 T 7R TR, 2 P 20 400 B
X R ZE S B AT 40 MO A T 2R S PR A PR . TEAR
S0 e R IR, BT 21 40 A7 T B 4H 4 T
WL A 1 SP 25 11 4%, (H 400 B (53,
HA AR S S, R IR S 2 1 SRR

Hank's 02 3 00 B9 S v v 2 —, % T e
HIEE TR VR IR AN 4T . T Hank's WRVESE AT A
ARG TR ARRY , BE— B FEAR 21 40 ) 5
W, AT 5 P B BB R R A B B . AR S v, ]
LU FRLT200 M0 200 W A% , T Hank's YREFT V64
AR PR AR L 3R 1 ED R R 45 R R, SP
SO FRI N, ToAR A B A, 2 R A

A BETIF ST AT LE 21 o (1 R P R 2R 1 B3
FE AN T B, 3 oA S J 4 20 A ok b B 36 58
2l 3 sy MFG-ES 2K 1 7 A BE A S0 /1N BUPUIE Hh B9
FERK T, F) SR 25 LRI 2 Bt M 285 1 26 K B
R ZH 2R F 1 13-arrestinl 6 1A I, L B 75 2 51400 19
gL (EUR T F BB R ARG SP 2 LR 4140
Hh Y FER AR G A B RE SN, X Rh S8 ik e
— BT RE S AR H A BRI U P Rk B R
A X, Mz, ARSI PR 1 B0 ARG J2H 41
SP & T AT TR, AR LR TR R IR B
AR BB (DAL 2 b PR 1 B s AR A LA
2 1 FA AR —Fh S BRI

% 3k
(L] AR, B3, 5 7. Western blot 8 H 70 o L 8 H LA
HBIFET]. )P ERL R 245441 ,2013,30(3 ) :348-349.

(2]

[10]

[11]

[12]

[13]

[14]

Heidebrecht F,Heidebrecht A ,Schulz I, et al. Improved semiquan-
titative Western blot technique with increased quantification range
[J].J Immunol Methods 2009 ,345(1/2) :40-48.
FE, RIS AT, S AN ] 20 AR R MR A S B
WP CR A L] BN R 2 B 241 ,2010,33 (4) :367-369.
HIK, DT I5 R, G Z R EAC i/ BUILIE TLR4
{55 B A AL R WFSE ()] b e Ak ,2014,30(3)
333-337.
Panjwani N, Mulvihill E E, Longuet C,et al. GLP-1 receptor activa-
tion indirectly reduces hepatic lipid accumulation but does not at-
tenuate development of atherosclerosis in diabetic male ApoE =~
mice[ J]. Endocrinology,2012 ,154 (1) ;127-139.
VESPF, 22t MU SRk R (1], op B rp oy PR 45 5 AR
,2010,16(2) :134-137.
SOk, FEAFS , X FF, 4. et e e S 1 47 8 AR AT 43 5 1l
HPYIBAIRAENR Y REMRRVRI]. P EERES,
2013,16(29) :3447-3449.
R AR VORGSR E 4 H 4 B4R 1 SDS-PAGE
1 Western-blot Jr g ILAb[ J]. hE R #id 4t ,2012,28 (31) :
153-156.
Shekhar S, Milling S, Jenkins C et al. Identification and phenotypic
characterization of y§ T cells in rat lymph[ J]. Res Vet Sci,2012,
93(1):168-171.
Keats J J,Chesi M,Egan ] B, et al. Clonal competition with alter-
nating dominance in multiple myeloma [ J ]. Blood, 2012, 120
(5) :1067-1076.
Nakazama M, Mukumoto M, Miyatake K. Immunoelectron micros-
copy methods and protocols[ M ]. USA : Humana Press,2010:75-
91.
Shioyama T, Haraguchi Y ,Muragaki Y ,et al. New isolation system
for collecting living cells from tissue[ J]. J Biosci Bioeng,2013,
115(1) :100-103.
SRU3, ARE, KL, A5, MFG-E8 J PR 7 A B M 2 e/ Bl S 2
HA PR IK B RE L[], B EE,2014,43 (16)
2019-2021,2025.
FIEEMG, 5258 Y 0E. MG ILXT TNBS 355 10 15 1L 45 1 46 K
SR 21 21 B-arrestind F3B M52 M [T ], I A £ £4,2013,53
(27) :23-25.

(AN 455 - FHF HXHEFE &)

(#5902 11)

[6] Pan X Y,Wang F,Zhang Y M, et al. Design, synthesis and biologi-
cal activities of Nilotinib derivates as antitumor agents[ J ]. Bioorg
Med Chem ,2013,21(9) :2527-2534.

[7] Jayabharathi J, Thanikachalam V,Jayamoorthy K et al. Binding in-
teraction of 1-(4-methybenzyl ) -2-p-tolyl-1H-benzo [ d ] imidazole
with bovine serum albumin [ J]. Spectrochim Acta A Mol Biomol
Spectrosc,2012 ,93 :180-184.

[8] Sun Y,Wei S,Zhao Y Y,et al. Characterization of the interaction
between 4-( tetrahydro-2-furanmethoxy ) -N-octadecyl-1 , 8-naphtha-
limide and human serum albumin by molecular spectroscopy and

its analytical application[ J]. Applied Spectroscopy,2012,4(66) .

464469.
Sharma R, Choudhary S, Kishore N. Insights into the binding of the
drugs diclofenac sodium and cefotaxime sodium to serum albumin;
calorimetry and spectroscopy[ J|. Eur J Pharm Sci,2012,46(5) :
435445.
Doffes W, £58, % RBRF R MRS FmEHEA
WA EAEFABESEL 1], 23 HrikEe %, 2008 ,27(5) :50-53.
HRREAT, SRS, R AR AR, 5. 20 T R 2O6 1 L BT S i
KRS AT A A EAE D) ] Jaier 5ouig oA,
2011,8(31) :2151-2155.
(AXHE:H B EXHEH &)



