- 3616 - DREYESSHE  biomed.cnjournalscom Progress in Modern Biomedicine Vol20 NO.19 OCT.2020

doi: 10.13241/j.cnki.pmb.2020.19.003

CD14 A4k alifb e B hifAchls *

IoT HRE X A+ x| W A B F S
(B EERRFHE _MBERKEEE ®& &% 710038)

E By #4 CDI4 $4% G &4 CDI4 $ LKAk, Tk AN Stk € 2 P S CD14 % K B, 34 ik 4 2 4
PRSETC, # #% £ 3% Jf #2 pRSETC/CD14, 4 3¢ X W AT 14 A& ik i # BL21(DE3), # it a4 5L & A IPTG 3% $ % ik , SDS-PAGE #:1)
CD14 & & & ik K -F, B A4 AR AT F Fo 4640, SDS-PAGE & Western blot # 47 464L = 4 %%, %4t )5 9 CD14 & & % 9% BALB/c
AR R 2 BB BRI 4 0 5 R L SR S BAR , ) &R L IEAUR , AU A Western blot 22 SR &k . B5R 347 CD14 s ik
B, I R AT T RAEAL ,SDS-PAGE 277 CD14 A &Ry XK K, 4h A = oy b AT 95% ) A 2 BB H A itk A8 58 5
k4t CD14 Fuikag tm otk , It & T S4B LSR5 LA CD14 g 68 . ik R RA AT CDI14 & a5
#4741 CD14 3 M Huk, AU 4K CD14 4l 3 RIRARFIK

KBEIE: CD14; Ll 5 KA 5 AL

HES S :R-33;Q789;R446.6 THAFRIAAG:A LE4S:1673-6273(2020)19-3616-05

Expression and Purification of CD14 Protein and Preparation of Anti-CD14
Monoclonal Antibody*

WANG Hui-ping, GAO Zhao-wei, LIU Chong, LIU Li, HE Ting, DONG Ke*
(Department of Clinical Laboratories, The Second Affiliated Hospital, Air Force Medical University, Xi'an, Shaanxi, 710038, China)

ABSTRACT Objective: To express CD14 protein and prepare anti-CD14 monoclonal antibody. Methods: The CD14 encoding
sequence was cloned from human peripheral blood lymphocytes, which was connected to the pRSETC vector, the expression plasmid
pRSETC/CD14 was transfected into BL21 (DE3). Expression of recombinant protein was induced by using IPTG. SDS-PAGE and west-
ern-blot were used to detected the purified recombinant protein. Hybridoma cells stably secreting anti-CD14 monoclonal antibodies were
prepared by using hybridoma technology, the activity of purified antibody was identified by Western blot. Results: The coding sequence
of CD14 was obtained. SDS-PAGE showed that recombinant protein expressed in the forms of inclusion body. And moreover,
SDS-PAGE showed the purification rate of the purified product was higher than 95%. The positive hybridoma clone which secreted the
mAD against CD14 protein were obtained, high purity monoclonal antibody which had the binding activity to CD14 protein was pre-
pared. Conclusion: CD14 protein and anti-CD14 monoclonal antibody were successfully prepared, which provided the experimental basis
for the development of CD14 detection technology.
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Fig.1 SDS-PAGE identifying protein expression of pPRSETC/CD14
in BL21(DE3)
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FEGER W RS R BEREA(E 3),
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Fig.2 SDS-PAGE identifying the purified CD14 recombinant protein by
affinity chromatography
LG ;2 BE S F& maker;3: FiBil;4:6M FREJEMBE; S 4M R
R R (S 20mM BRI ); 6:2M PREFBEBEMB( & SOmM BRIk );7: PBS
BERET( & 100mM BEME ) ; 8: PBS BERRE (€ 200mM B )

1: Inclusion body; 2: protein molecular weight maker; 3: penetrating
solution; 4:6 M urea eluent; 5:4 M urea eluent (containing 20 mM
imidazole);6: 2 M urea eluate (including 50mM imidazole); 7 PBS eluate
(including 100 mM imidazole); 8 PBS eluate (including 200 mM imidazole)
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Fig.3 Western blot identifying CD14 recombinant protein purified by
affinity chromatography
1: EASFE maker;2: €iH;3:6 M [REBEHK; 4:PBS Sk (&
100 mM BRI );5.6: PBS R (& 200 mM BRm )

1: Protein molecular weight maker; 2: inclusion body; 3: 6 M urea eluate;
4: PBS eluate (containing 100 mM imidazole); 5, 6: PBS eluate
(containing 200 mM imidazole)
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Fig.4 The anti - CD14 monoclonal antibody hybridoma cell lines were
screened by ELISA
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Table 1 The absorbance values of anti-CD14 monoclonal antibody hybridoma cell lines screened by ELISA

1 2 3 4 5 6 7 8 9 10 11 12
A 0.161 0.096 0.202 0.112 0.177 0.111 0.2 0.2 0.202 0.19 0.142 0.082
B 0.828 0.173 0.124 0.889 0.844 0.13 0.117 0.076 0.047 0.395 0.017 0.078
C 0.068 0.135 0.063 0.083 0.684 0.123 0.1 0.251 0.199 0.141 0.096 0.123
D 0.056 0.863 0.079 0.056 0.082 0.707 0.139 0.03 0.073 0.038 0.062
E 0.139 0.168 1.153 1.108 0.089 0.123 0.138 0.123 0.156 0.87 0.077 0.043
F 0.058 0.117 0.506 0.117 0.065 0.103 0.339 0.344 0.096 0.189 0.096 0.045
G 0.284 0.124 0.172 0.098 0.271 0.158 0.09 0.051 0.139 0.133 0.337 0.048
H 0.096 0.142 1.151 0.156 0.026 1.175 0.036 0.087 0.058 0.19 0.082 1.365
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Fig.5 SDS-PAGE electrophoresis of anti-CD14 monoclonal antibody
1: BESHFE maker; 2~ 5: AL BTTEHIKR; 6 IRGE I BT EHE

1: Protein molecular weight maker; 2-5: purified monoclonal antibody;

6 concentrated monoclonal antibody.
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Fig.6 The activity of purified antibody was identified by Western blot
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