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Figure 1. A schematic diagram of the hybrids containing Ii segments and antigen peptides F2. Note: A.

Cytosolic domain <Cyt) : B. Transmembrane domain (TM) ; C. Lumenal Domain; a. Class I -associated

invariant chain peptide (CLIP) ; b. Trimerization (TRIM) ; 1.

Groove Binding Site (GBS) .
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Table 1. Primer sequences of the chimers

chimers primer sequences
. F: 5°CGGGATCCATGGCTGAGGAGCAGCGGGA 3 (BamH 1)
i

R: 5°GCGTCGACCTACTTGGCTTTCACCA 3”(Sal 1)

F:5 ‘CGGGATCCATGGCTGAGGAGCAGCGGGA3” (BamH 1)
Cyt/TM/F2/TRIM

R: 5°GCGTCGACCTACTTGGCTTTCACCA 37 (Sal 1)
F:5°CGGGATCCATGGCTGAGGAGCAGCGGGA 3° (BamH 1)
R: 5°GCGTCGACCTACTTGGCTTTCACCA 3°(Sal 1)
F:5°CGGGATCCATGGCTGAGGAGCAGCGGGA 3° (BamH 1)
R: 5°GCGTCGACCTACTTGGCTTTCACCA 37 (Sal 1)
F:5°CGGGATCCATGGCTGAGGAGCAGCGGGA 3° (BamH 1)
R: 5°GCGTCGACTTACATCTTCCCAAC 3~ (Sall) 37 (Sal 1)
F:5°CGGGATCCATGGCTGAGGAGCAGCGGGA 3° (BamH 1)

R: 5"GCGTCGACTTACATGGACATTGG 3" (Sal 1)
F:5°CGGGATCCATGGCTGAGGAGCAGCGGGA 37 (BamH 1)

R: 5°GCGTCGACTTACATGGACATTGG 37 (Sal 1)
F:5'CGGGATCCATGAATGCTGCCAACAT 3° (BamH 1)

R: 5°GCGTCGACCCTACATCTTCCCAACT 3" (Sal 1)
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Figure 2. Results of double digestion of recombinant plasmid. M. DL2000Marker. The products of double digestion.
lane 1. pGEX-4T- F2; lane 2. pET32a¥2; lane 4. pET32a-Cyt/TM/F2/TRIM; lane 6. pET-32a-Cyt/TM/F2/
GBS/TRIM; lane 8. pET-32a-Cyt/TM/PBS/F2/TRIM; lane 10. pET-32a-Cyt/TM/F2; lane 12. pET-32a-Cyt/TM/
F2/GBS; lane 14. pET-32a-Cyt/TM/PBS/F2. The corresponding PCR products: lane 3. F2; lane 5. Cyt/TM/F2/
TRIM ; lane 7. Cyt/TM/F2/GBS/TRIM; lane 9. Cyt/TM/PBS/F2/TRIM; lane 11. Cyt/TM/F2; lane 13. Cyt/TM/

PBS/F2; lane 15. Cyt/TM/PBS/F2.
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x 10*) 5 1fi H F2 HUAX GBS f# 8 PBS (1) 4 & N $2
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Figure. 3. Identification of expressed and purified fusion proteins. M. Marker; lane 1. GST¥2; lane 2. His¥2; lane
3. His/Cyt/TM/F2; lane 4. His/Cyt/TM/F2/GBS; lane 5. His/Cyt/TM/PBS/F2; lane 6. His/Cyt/TM/F2/
TRIM. lane 7. His/Cyt/TM/F2/GBS/TRIM; lane 8. His/Cyt/TM/PBS/F2/TRIM.
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Figure. 4. Specific antibody levels secreted by the mice

immunized with the carrier containing various i segments.
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Effect difference between two segments in invariant chain
CLIP on humoral immune

Ruijing Wang, Fangfang Chen, Weiyi Yu
Key Laboratory of Zoonoses of Anhui Province, Anhui Agricultural University, Hefei 230036, Anhui Province, China

Abstract: [Objective] To compare the effect between two segments (PBS and GBS) of Class Il -associated invariant chain
peptide (CLIP) of invariant chain (Ii) on humoral immune by immune carrier. [Methods] First six hybrids containing
Newcastle disease virus (NDV) epitope F2 and Ii segments (Cyt/TM/F2, Cyt/TM/F2/GBS, Cyt/TM/PBS/F2, Cyt/
TM/F2/TRIM, Cyt/TM/F2/GBS/TRIM, Cyt/TM/PBS/F2/TRIM) were reconstructed respectively. Then they were
inserted into the prokaryotic expression vector pET-32a and transformed into E. coli Rosetta (DE3) to induce the
expression of the recombinant proteins. Finally mice were immunized with these purified fusion proteins, the specific
antibody titers were detected with ELISA, to compare and analyze the effect among different groups on the immune
response. [Results] All the six groups immunized with these hybrids increased antibody titers (from 1. 5-fold to 4. 9-fold,
respectively) compared with the group immunized with F2 alone. Within the above six groups, the hybrids containing
either PBS or GBS had higher antibody titers from 1. 6-old to 2. 4+old than the hybrids without the both segments.
However, the group of the hybrid containing PBS had a 1.5-old antibody titer higher than the group of GBS hybrid.
[Conclusion] Ii cytosolic and transmembrane domains could increase the immune response, while the segment PBS
behaved better than GBS in an immune vector based on Ii.

Keywords: Invariant chain (Ii) , antibody, CLIP
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