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*1 GIF SEBANER
Table 1 Analysis of amino acid composition of gastric

intrinsic factor by ProtParam

Amino acid Quantity Ratio( % )
Ala(A) 32 7.7
Arg(R) 6 1.4
Asn(N) 31 7.4
Asp(D) 12 2.9
Cys(C) 6 1.4
GIn(Q) 20 4.8
Glu(E) 20 4.8
Gly(G) 23 5.5
His(H) 5 1.2
Tle(T) 27 6.5
Leu(L) 44 10.6
Lys(K) 22 5.3
Met(M) 14 3.4
Phe(F) 12 2.9
Pro(P) 25 6.0
Ser(S) 41 9.8
Thr(T) 32 7.7
Trp(W) 6 1.4
Tyr(Y) 13 3.1
Val(V) 26 6.2

ProScale output for GIF sequence

Hydropath/Kyte & Doolittle

Score

50 100 150 200 250 300 350 400
Position

1 GIF y3EKEFMBEKESITER
Fig. 1 Hydrophilic and hydrophobicity analysis

of gastric intrinsic factor
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SR WoR, GIF E 23 Aii T 40 M Ak, BE 5 5 Lt
66.7% , 4y A T 4 M 4% 55 26 i A () 48 5% 43 51
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2 GIF BJESKaMTNER
Fig.2 Predictions from signal peptide

analysis of gastric intrinsic factor

1 2 M bp

1000

B3 pcDNA3.1( + )-human GIF-His tag
B AR WEYI =ik
Fig.3 The electrophoresis of recombinant plasmid
pcDNA3. 1( + ) -human GIF-His tag and
double enzyme digestion products
1. plasmid DNA; 2. double enzyme digestion products; M:DNA
Marker.

2.4 GIF Rix54i4 f FH 415k pcDNA3. 1
( +)-human GIF-His tag %%t HEK293F 4fifJ5 k55
5 d, ARG RO 0. 22 wm TCREIEAS L UE S 1
x PBS &) , it Ak 4 Ak 15 2] % &4 1. 09 mg/
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ku Z [A) A B — Y T Y 25 1 45 2208, 5 0 4
K/MHEFF . WK 4,
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Fig.4 SDS-PAGE of transfected cell
supernatant and elution product
1: Supernatant after centrifugation; 2: Supernatant flow-through so-
lution after incubation with Ni-IDA; 3 =7 100 mmol/L imidazole elution
component; 8 —9: 500 mmol/L imidazole elution component; M:SDS-

PAGE protein marker.
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Fig.5 Western blot identification of purified gastric intrinsic factor
2 :GIF protein(0.56 pg) ;M2 : Western blot marker
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B 6 (&% ELISA %7 GIF
Fig. 6 Gastric intrinsic factor was detected by indirect ELISA
*rr*P<0.000 1 vs GIF group.
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Bioinformatics analysis, eukaryotic expression and

identification of human gastric intrinsic factor
Fan Chengyi'”, Jiang Hongyan' , Wang Bo'
('Hainan Affiliated Hospital of Hainan Medical University, Haikou 570311
*Chongqing Three Gorges Medical College, Chongging 404120)

Abstract Objective

method, and to express and purify the protein. Methods

To analyze the physical and chemical properties of human gastric factor by bioinformatics

Protein online analysis software was used to predict the

physical and chemical properties of gastric intrinsic factor and analyze their hydrophilicity and hydrophobicity. The

online tool was used to predict and analyze the human gastric factor signal peptide and its subcellular location. The
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ZINA ()T R i 1 T SO0 AR A TR - R
TR B Ik HP G 48 4 7 9 S 30 AD 1 e A g
ALESLTE (benvitimod , BVM) J& —Ffi /N7 TR 97 24
Yy, vl G AZ N T B2 M 2 ( nuclearfactoreryth-
roid -2-relatedfactor 2 ,NRF2) i#i it , = 5 ROS {44 Jif
DI ERT AR AE BYM 2 5 Al o i ROS
A LT PLAE TS AD . Z A9 3 i 240 i A 5l
YILIHRER BVM BT A A Sl L T e o
g L2 BVM A 340% NRF2/ROS/NLRP3 3 417 il
Lo, NI EE AD v B RGE V. ISR MIRYT

eukaryotic expression recombinant plasmid pcDNA3. 1 ( + )-human GIF-His tag was constructed, and the gastric
intrinsic factor was purified by nickel column after expression in HEK293F cells. The purity and activity of purified
gastric intrinsic factor were verified by SDS-PAGE, Western blot and indirect ELISA. Results Gastric factor con-
tained 417 amino acids and was a hydrophilic acid stable protein. It is a secreted protein with Sec original signal
peptide. pcDNA3. 1( + )-human GIF-His tag recombinant plasmid was successfully constructed and soluble expres-
sion was obtained in HEK293F cell expression system. Conclusion The eukaryotic source of human gastric intrin-
sic factor is successfully prepared, and the bioinformatics results show that the protein is a hydrophilic acid stable
secreted protein, laying a foundation for the subsequent use of this protein as an immunogen and protein calibrator
to construct an immunoassay for gastric factor.
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