DREYESHE  www.shengwuyixue.com Progress in Modern Biomedicine Vol17 NO.12 APR.2017 - 2241 -

doi: 10.13241/j.cnki.pmb.2017.12.010
Il B e R b A PR R B Al b ] *

ohth BEY F W & 7 EWR A4 M K OB
GEPUZE R KA VE 5 R B PR RN AR B8 79 % 710032)

HAE BRI R AWIREAT G EAFEY , 5 %0k ELISA 4 2 5t B A THRAE & F 6y ifiboml , 773k B R KR ahehig
SRR B B % AT B 18] BT 3% (MALDI-TOF-MS)3 A A M 8 % % R AT )5 fu i kA7 547, R 4 547 £ 7% G 5H 6% ) DAP44, 8 iE
Ze ST H A & B A0 DAP44 3£ F fE ik, Bl HRP AR92 sk ARt ik, 18] 4 ELISA Boabi Fu k8 L, ) 5] & B 69 04k 3 e e 88 48 47
Fo i I SR AT LA AL F &, R R & ELISA(DAS-ELISA) ik ) 430 DAPA4 i X ) &, #8576 A Aw iE 3 A 7 DAP44
18, AR B4 £ 57, R 2 F R QBTN F-Fe £ W12 & 0T, FF#E T 3 ARAEAL T 53640 DAPA4 3 5 [ A4k 6 22 3058 4m
. (2D6HS5,1E4D6, 5B8H12),3 #k 2 575 40 I 4 ik 09 04k 2 3 42 107 A b, 3@ 33 Fu 4k Be st 5 it 46 52 A 2D6HS h eLaf itk
1E4D6 4 A7 4ih i, DAS-ELISA ik M & &, FIMRFAIRAL R 6 4 R 27 B4R DAPAS K ik 8323 T, DAS-ELISA
EARE WKL E A 0.78-25 ng/mL, # T £& 4 0.78 ng/mL, b7 i il 3 89 RS 5 A e 8 A i DAP44 3545 5 5
4 19.707+ 1.464 = 10.653+ 2.221, # & 2 18 A %3t 5 £ F(P<0.001), L5 :DAPA4 T4 AF A B A2 b IR MY B A7 £ 4, 2 589
#t DAP44 DAS-ELISA &4k % 8845414 A T MRS 69 16 IR 35 Wy Ao 7 HORAEF6 AT

FERIT: DAPA4 ; J R 4 B8R AR B, B & 478 ] i ; DAS-ELISA ; MR Af /&

FE5 2S5 :R-33; R446.62; R735.9 X EFRIRFE:A X EHS:1673-6273(2017)12-2241-06
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ABSTRACT Objective: To find the potential tumor marker of pancreatic cancer and establish its sandwich ELISA system, and apply
it to the detection of the serum of patients with pancreatic cancer. Methods: MALDI-TOF-MS was used to analyze the serum of
preoperative and postoperative pancreatic cancer patients. The DAP44 protein was purified and purified by hybridoma technique. The
anti-DAP44 monoclonal antibody was prepared by hybridoma technique. The antibody titer was detected by HRP labeling method.
Antibody titer was detected by indirect ELISA. Histopathological staining of pancreatic cancer tissue and adjacent tissue was performed
with the prepared antibodies. Anti-DAP44 kit was prepared by sandwich ELISA (DAS-ELISA) Pancreatic cancer patients and normal
serum DAP44 values, compared the difference. Results: The differential protein peaks of preoperative and postoperative pancreatic
cancer were detected and collected. Peptide sequencing and bioinformatics analysis were performed on the differentially expressed
proteins. Three hybridoma cells stably secreting monoclonal antibodies against DAP44 (2D6HS, 1E4D6, SB8H12 , 3) hybridoma cells
secreted antibody titers above 107, by antibody matching screening to determine 2D6HS as coating antibodies, 1E4D6 for the enzyme
labeled antibody. The results of histochemical staining showed that the expression of DAP44 in cancer tissues was much higher than that
in adjacent tissues. The linear range of DAS-ELISA was 0.78-25ng / ml and 0.78ng / ml, respectively. The detection of DAP44 in
pancreatic cancer and The average content of DAP44 in normal group was 19.707 + 1.464 and 10.653 + 2.221, respectively. There was
significant difference between the two groups (P <0.001). Conclusion: DAP44 could be used as a potential marker for the pancreatic
cancer. The established anti-DAP44 DAS-ELISA system could be used for the clinical diagnosis and assessment of curative effect of
pancreatic cancer.
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Fig.1 a, b for pancreatic cancer before and after mass spectrometry, ¢ differential protein spectrum peak
% 1 BALB/c /NREEK FUEZUE
Table 1 BALB/c mice ascites antibody titer determination
Anti-DAP44 antibody
Dilution ratio
2D6HS 1E4D6 SB8H12
1:101 3.006 2.998 2972
1:102 2.975 2.943 2.961
1:103 2.897 2.903 2.884
1: 104 2.707 2.877 2.520
1: 105 2.456 2.521 1.623
1: 106 1.062 1.221 0.910
1: 107 0.514 0.515 0.227
1: 108 0.241 0.229 0.144
Negative control 0.074 0.061 0.069
Blank control 0.021 0.018 0.030

Note: positive determination: OD value is 2.1 times higher than the negative control. Coated DAP44 10ug / ml 100 pL / well.

2.3 BT RIIFIE

FH DAS-ELISA ¥ J IF A8 SERG i e B PiA, Z5 R a0k 2
Jin, LA 2D6HS gk, 1B4D6 S EFbRTRET, Al
DAP44 (1) OD {H K, I AF I BURE
24 Akt

FH 2D6HS5 11 1E4D6 H1 5T BT A 43 3] Xt 18 i 93 40 43 R oga
SHALTA Y, S5 ANE 2 FT7R IR 4121 DAPA4 1)
Fibm P
2.5 DAS-ELISA £k & & 4Bt 3z

2D6HS5 g futliiA, 1IE4AD6-HRP S EARATIA , SR AR 2%

SEVEM ST, DAS-ELISA 1 44t . S5 413 3 iR : 24 2D6H5
We S 10 pg/mL, 1E4D6-HRP > 1:1000 Hf, 0D {f Jy 2.948,
DAS-ELISA (K Z A DAP44 1RSI R S e i
2.6 FRifE LRI LL

FH_FREENT () DAS-ELISA 4K &4l DAP44 1% DAP44
P BRI UG W B2 50 ng/mL £ LURR R 8 Ik, e ZHk Bl 0.39
ng/mL, Il OD {1 4 iR, 4 DAP44 ¥ i 7F 0.75~25
ng/mL B AGIUEA R AFROBEEE , BLASSRA N BHME . M 1 aRgs
e, DL ODA450 {E A ALK , DAPA4 ¥ Ji Ry AR HRZ il it fh 2k
WE 3 fR, 24 B R*=0.9992,



- 2244 . DREYES#HE wwwshengwuyixue.com Progressin Modern Biomedicine Vol17 NO.12 APR.2017

R 2 BRI TABRIRHIELER
Table 2 Results of paired antibody screening
Coated antibody HRP-McAb OD value Control

2D6H5 1E4D6 2435 0.056
5B8HI12 1.422 0.054
1E4D6 2D6HS5 1.855 0.057
5B8H12 0.938 0.057
SB8HI12 2D6H5 0.893 0.051
1E4D6 0.689 0.053

Note: Detection of antigen: DAP44 10 pg/mL, 100 p.L/well.

1E4D6
g

PC AD

2 A RB(x 40)
Fig.2 Histochemical staining

Note: PC: pancreatic cancer;AC:Adjacent to the cancer.

# 3 BRRBHRERERELR
Table 3 Results of coating and enzyme-labeled antibody concentration determinations
HRP-McAb
Coated antibody(u.g/mL) Control
1:500 1:1000 1:2000

20 3.001 2.998 2.602 0.055

10 3.027 3.031 2.126 0.052

5 1.723 1.476 0.828 0.053

Note: Detection of antigen: DAP44 10.g/mL, 100 pL/well.

% 4 DAS-ELISA j£#&illl DAP44 E TR
Table 4 DAS-ELISA detection of DAP44 upper and lower limits

Concentration(ng/ml) 50 25 12.5 6.25 3.13 1.57 0.78 0.39 Negative

OD value 2.64 2.65 1.41 0.71 0.46 0.31 0.22 0.13 0.06

Note: The hole OD values are taken 7-hole average.
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Table 5 DAS-ELISA detection of the serum of pancreatic cancer and normal pancreas

PC NC
Concentration ODvalue Concentration ODvalue Concentration ODvalue Concentration ODvalue
19.745 2.119 21.024 2.248 11.226 1.263 0.952 0.231
17.924 1.936 21.964 2.342 0.939 0.231 12.003 1.341
21.635 2.309 20.458 2.191 0.987 0.234 10.054 1.145
18.985 2.043 19.652 2.111 10.346 1.175 0.974 0.233
17.998 1.944 18.304 1.975 12.012 1.342 10.876 1.228
22.001 2.346 16.021 1.743 11.367 1.277 11.224 1.263
20.153 2.161 21.904 2.336 0.942 0.231 0.988 0.235
20.364 2.182 19.213 2.066 0.981 0.234 10.248 1.165
19.456 2.091 18.326 1.977 10.021 1.142 10.795 1.221
18.354 1.981 19.887 2.134 0.986 0.234 0.981 0.234
18.621 2.006 20.846 2.231 10.007 1.141 12.345 1.376
17.999 1.944 21.859 2.332 11.168 1.270 11.482 1.289
18.243 1.968 17.879 1.932 0.994 0.235 10.978 1.238
19.426 2.087 21.058 2.252 12.018 1.343 10.634 1.204
20.324 2.178 19.541 2.099 11.961 1.337 11.425 1.283
18.397 1.984 22.023 2.348 0.982 0.234 0.954 0.231
18.032 1.947 18.496 1.994 10.957 1.236 10.006 1.141
19.312 2.076 19.548 2.101 12.215 1.363 10.725 1.216
21.369 2.283 20.318 2.177 0.968 1.233 11.009 1.242
17.201 1.864 20.008 2.146 10.637 1.204 0.994 0.235

Note: PC: pancreatic cancer; NC: normal control.

25.000
o 20.000- %
2
s
-
g
£ 15.000
£ 10.000
&
5.000]
42 76
000 47 61
T T
PC NC

& 4 MiEREA DAPA4 iR E(P<0.001)
Fig.4 Serum sample DAP44 concentration

Note: PC: pancreatic cancer; NC: normal control.
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