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Mass chromatographic analysis of two methods of total protein extraction

from pancreatic tissue
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Abstract ; Objective

different methods of pancreatic tissue protein extraction in rats. Methods

the author self-made lysate were used to extract the total protein of pancreatic tissue,

LI Bingsuo ,ZHOU Hongbing, REN Yanshun,

the Fourth Military Medical University, Xi' an

To establish the standard method to extract total protein of pancreatic tissue by using

The total protein extract kit and

then the protein level

was measured and the protein was analysed by matrix -assisted laser desorption ionization-time of flight-mass

spectra ( MALDI-TOF-MS ) respectively. Results

extract kit and self-made lysate was (19.5 £ 1.3 ) mg and (22.2 =1
MALDI-TOF-MS protein spectra peak was (404. 4 = 13. 7) and ( 437.2 = 18. 1)

Conclusions

The amount of total protein extracted with total protein

. 8 ) mg respectively. The

respectively .

The self-made lysate exiraction method has higher protein extraction rate and better protein

dissolubility as compared with total protein exiract kit extraction method.
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1.1 ##

HEPE SD KR 20 H KT i 240 ~ 250 (55 Y
EERFRRY P L) A IRE, 6H
Jik , < 1 A H R = W Nk (SB3 - 10) K&
IPG buffer ( pH3 ~ 10) ( Sigma 2~ & ) ; 25 H & #1) H
7 (cock tail ) , 5 A 40 46 57, 3 — [ (3 — JH i 9
B) — &M ] — Wi (CHAPS) ( Solarbio 24 ] ) ;
B 79 #E i ( DL - dithiothreitol , DTT ) ( b &% 5 F 2
A] ) ; Bradford 25 [ ¥ B i 2 3 ] & ( Beyotime 7%
Al ) e s F 3R B & (AnMei AEW A F] ) o AR
#r AL A% - VCX 130 PB i 7 i % {X ( 32 [E Sonics 24
a) ), G 3 0 B ( 3E B Beckman 23 &) ), Ultro-
spec 1100 Pro %8 4 /3 % 0% & i1 ( #i #it Amer sham /%
] ) Al MALDI-TOF-MS Jf i 4% ( ABL A #] ) .

1.2 XWHZE

1201 ARARSE BUK B BT iF iR 4141, 1 x
WL £h 22 wh W (PBS) b vk (25 B M 98 A i 4
2) o WEEARA T WAL, — M EAESLT A, 51—
O3 S BB R A RIS e A7 T - T0°C kA .
12,2 F&apmr (1) &[RRI &5
BEEHHO0.3 g ARA A, HI M 1 x
PBS sk , LA 25 Bk il R0 At 2H 28, A vk i B AR
FEBY BT AL 0.5 mm® /N B, I A $2 32 70 & i B i
B 3 mL R 21K 20 s, DR E 1S s,
Wit B R E 2 W, HEJILRKIRA IS 8,
4 CHCE 20 min, [\ AW Ik FHo. 4 C B O,
120 000 r/min ,30 min, {5 b B E EH 2B, br
N AR T -70 CokFad . (2) A 2R
RRMEHEB HO0.3 g JIRAL A, BRI
1 x PBS it 3 2 B I 0 A0 G At 41 210, A ok i b AR
FEOY B9 A2 0.5 mm® /N He I i A S & 45 19 3 mL H
Ml 2 MW7 mol/L JR %, 2 mol/L fiip Ik,
5 ml/LVH P & f# B ( IPG buffer ) ( pH3 ~ 10)
65 mmol/L — f 7 ¥ % ( DTT ) ,20 g/ L 3 Bk 2L 4% X

H& = W N (SB3-10), 20 g/L CHAPS,
5 mg/ LA [ B 0 46 55 & 10 mL/ L Jik il #0171 . &)
FOBOKMRE L, RIWEWAE AR IRIC
B, AT -70 CukFE+ .
1.2.3 &a4 ML %M Bradford 2 H W ¥
I 7 3 7 A 1 48 A TR A 0l D B AR vk, R
P o B H S M Y B B
1.2.4 JRigEaw BN 25% £ W 1:1 000
FrBe, B 1 WL BER RN 1wl JE 5, B iR e IR & 2% 76
SPRABIS] RTEA G WEAER 8 TEA P H
RIT o WH 1.5 pL & 1 mL/L = % E5 2 (TFA)
MEBE TR, SRR E3~5 s 5, B %l
DL BRFE dh i i R o o AR A BT SR A R S B
[N
1.3 %it%4E

K HH SPSS10. 0 G iF B 447 « K 56, FIr A7 5 4
iR xxs KR, P<0.05 Jy2ERAGIY

2 7 R

2.1 BREHA|E

O &L A E AN (19.5 £1.3) mg,
Al R ER N (22.2 1.8 )mg
(n=5) ,MINERENESEA R ZRA BEMN
(t=2.56,P=0.034< 0.05), UiHH A il 24
P BEA RS TIRRN&E.
2.2 RiESH

FEi & P DL f s R R T g (R0 RO
100% , 4% 6 11 U i T AR X T 2% 8 1) 17 20 ok
TR o AR T HLE 5% (Y B 1 W 45 AR LAY 5 £
Foo PIMP I S U, fE A R 25 T BTG BRI
A 2205, IR T A R T A
Jrik K I 2 & /2 K G e 3t 446 A4 (n
), A EEIEE 1 ~200 kDo A E 4R PO
ST E R/ Z KB T R (4044 £13.7)
A, R P AR K B/ 2 K B B
(437.2+18.1) 4, W 4& B Jy & MALDI-TOF -
MS 7p#rsE H/ Z KB ff LS 2 S A W (0 =
3.2 P=0.013<0.05). LW A i 20 n] % 7
HEZREA(RLD) (F1).
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F 1 MALDI - TOF - MS #5il ) /) o i 20 2R 8 111/ 22 IR BT i LE
1 ~100kD 100 ~200kD
1058.6  1235.6  1260.4  1300.2  1828.4 | 100533.4  101280.9  101713.8  102431.1"  102759.3  103330.6
2012.2  2277.4  2459.5  2481.4  2770.1 103852.6")  104474.4  104916.7  105299.2 105663.0  106107.9
2904.1  3074.3  3710.4  3096.9  3383.4 | 106461.5 106898.8"  107335.5  107788.5 108153.2  108755.9
3689.5  3999.2  4306.7  4919.8  5534.4 | 109262.5" 109760.0  110161.5  110569.0 111263.4  112015.9
6150.0  6520.2  6763.7  7378.1  7731.0 | 112915.0  113239.3" 114109.7  114608.6 115470.1  115814.7
7956.2  8210.7  8492.6  9013.5  9496.3 | 116159.5 116532.0  117487.6  118066.7 118916.0  119557.6
9871.7  10277.9  10523.5 11057.1 11253.9 | 120081.3"  120376.1 120681.1  120931.2 121601.3  121888. 1
11783.0 12177.8" 12433.8  13000.5 13569.9 | 122196.6  122649.9  123004.8  123519.8 124211.0  124702.5
14376.9  14543.8  15139.1 15738.4  16290.9 | 125421.0  125874.5 126576.9  127190.7 127515.4  127837.2
16799.5  17085.8  17680.5 18298.1 19157.8 | 128282.4  128701.0  128997.2  129893.3 130574.4  130933.3
19918.3  20097.4  20799.7  21225.5 21370.3 | 131319.1 132252.8  133214.1  134325.8 134754.4  135172.1
21878.2  22633.1 22828.2  23380.0  23762.6 | 135606.8 136377. 1 136633.6  137175.8 137328.1  137712.6
24497.6  24774.7 25333.4  25896.9  26849.0 | 138328.8  139342.5 140095.1  140516.2 141044.8" 141315.2
27489.1  28269.4  28886.7  28322.3  29662.5 | 141938.7  142254.9  143149.1  143632.4 144024.9  144339.2
29859.0  30060.1 30303.3 31111.4 31868.9 | 144611.5 145120.6  145863.0  146666. 2 147640.6  148187.0
32660.5 33084.4  33267.5 33939.9  34672.3 | 149083.6" 149350.8  149926.3  150047.5 150114.9  150172.6
35358.5  36144.9  36588.2 37251.1 37978.5 | 150315.1 151029.9  151354.7  151804.6 152061.8  152229.7
38989.8  39296.5 39633.1 40086.9  40642.9 | 152531.3 153366.2  153717.7  153900.8 154765.3  154841.7
41350.1 41968.8  42194.5  43210.8  43437.2 | 155285.8  155667.0  156343.2  156674.7 156711.1  156813.4
43967.0  44476.4  45288.4  45559.4  45748.3 | 157207.5 157502.2  157691.7" 157588.9 158774.8  158872.0
46001.2  46437.1 47361.6  47716.9  48046.3 | 159345.3 159473.5 159683.8  159612.5 160207.1  160668. 6
48619.2  49286.5 49744.5  49967.3  50264.2 | 160860.2  160963.9  161671.0  161956.8 162140.8  162406.8
50671.4"  51479.0  52384.9  53056.2  53295.4 | 163073.9 163308. 1 163404.7  163917.4 164205.3  164291.6
53557.7 54155.6  54379.0  54900.5 55134.2 | 165013.9  165218.4  165514.4  165960.5 166006.7  166118.6
55668.4  55989.0  56513.9  56807.9  57148.2 | 167068.2  167226.9  167823.4  168270.2 168386.1  168837.9
57454.1  57732.1 57992.5 58771.7 59889.0 | 169030.0  169772.4  169942.5  170171.3 170407.1  170637.5
60361.3  61074.8 61479.4 61934.1 62317.6 | 170907.3 171242.3 171733.0  171657.3 172261.3  172471.9
62980.2  63438.2  64260.4  65035.2  65292.2 | 172528.0  172679.9  173125.0  173362.6 173935.9  174217.6"
65924.1  66190.7 66799.1 67121.8  67651.9 | 174271.2  174683.1 174741.9  175062. 4 175397.1  175746.7
68156.7  68991.0  69271.9 69567.4" 70373.2 | 175909.4  176078.5 176883.8  176858.8 177114.0  177581.2
70929.7  71500.3  72462.7  72747.3  73226.8 | 177725.0  178269.0  178380.1  178800.4 179339.8  179504.8
73802.5  74477.9  75152.1 75709.7  76347.8 | 179742.8  180073.2  180361.3  181245.9 181502.4  181737.1"
77111.0  77349.5  77691.4  78065.6  78459.1 | 182773.5") 182805.6  182992.7  183219.9 183472.4" 183580.0
79129.1  79476.3  80277.0  81011.2  81343.6 | 184151.9  184324.7  185061.0  185604.4 185631.1  185726.5
81702.3  82096.8  82770.4  83182.7  83791.1 | 186568.6  186913.0  186951.4  187429.4 187715.8  188553.8
84215.0  84641.3  84953.0  85311.1 86038.3 | 188801.0  188846.6  189592.4  189557.2 190046.3" 190512.8
86498.8  87506.6  87961.9  88697.1  89873.2 | 190843.7  191103.2  191993.5  192176.3 192240.0  192894.8
90241.1  90659.0  91321.9  91933.8  92721.8 | 193013.3 193130.0  193944.0  194044.6 194467.2" 194553.5
93520.8  94412.8  94788.0  95165.5 95498.0 | 195204.3" 195411.2 195370.0  195738.9")  196122.5  196287.5
95860.3  96407.2  97295.1 97715.8  97966.5 | 196538.9  196619.6  197275.4  197395.2")  197439.6  198149.2")
98529.9  98905.4  99613.1 - - 198301.3"  199020.0  199059.6 - - -
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3% i

HEEMAST S EEARAEI SRR E
TP YR, H B B IR R e B e AR X
TR A A ok B 5T B R TR G DU B
Hi 9Kk ( two-dimensional gel electrophoresis, 2DE ) %
AU {0 2DE # fi 5 DL A B 5 K T B A
R = 3 8 (1 R 5 4% B M A AR B L A K B
We/NEIEE L BTG 2R 4 3 0 BT BB AE o8 B
5% -E KN E /I A VPRI A U N | - =
W B2 A3 HL G R] DL R A o A A KR 3 B
JBT AR T 43 BT aE RRR X S R B B R I E
HEHAEE R, — KA 10 ~ 15fmol & H BI A]
RAFWE R M S5 R o B % SR A A T A I
BE G RGBT BT R R
A AT

JEMEH A & A FE R, RAH 700 F

HEAM DL IR A 2R AR AR RN S R
ffo. HEIF AWM S EA KN ERIGEFEMN T
— M URT R AT O T B K M B
WiRrEZE TEREKEAMNKREZ LR, XEAR
JE Y ) TR A R BT A o A A R 0y 4 T PR A
HER T o AR gE 0 T 3% 8 S AR R A
o AR A R R B R T R
R AT, AE SR U AN B K M B
(n B ) A R 4F % % /F 0 G Ik . CHAPS F1
SB3-10" . 5% MR ¥ & 15 A0 L B2, & MALDI-
TOF-MS Z5 kM, H B W XM E 20
% iE A T MALDI-TOF-MS #5 ] % 5K . Hu
S5 2DE 45 & A R BE T 302
MR BT, M E RS2 5% Al 0L, ) i MALDI-TOF -
MS FE [ B 20 40 3 3R 1 42 3%, 499 (437.2 £18.1)
NEE/Z KB far b, MALDI-TOF-MS £ 1 £ Il
X FAE S 2DE 3, AT e /E B B 2 M
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