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Abstract Lentiviral vectors were constructed by the short hairpin RNA (shRNA) and infected 3T3-Llcells to
observe the effect on expression of DsbA-L and HMW adiponectin in 3T3-L1 adipose cells by inhibiting the
expression of JNKI gene. We built the lentiviral vector carrying shRNA-JNK1 and chose the shRNA with the
highest inhibition of JNK7 in 3T3-L1 fat cells by Real-time Quantitative PCR and Western blotting measure. The
expression of DsbA-L and HMW adiponectin in 3T3-L1 fat cells was determined by Western blotting after
infection with shRNA-JNK1 lentiviral, and it was also explored whether inhibiting the expression of JNVKI gene
would interfere with the activation of the AMPK pathway. The shRNA-JNK1 lentiviral with the most significant
effect on silence of JVK1 in 3T3-L1 cells was chose, and inhibition rate reached over 60% (p<0.001). The expr-
ession of AMPK, P-AMPK, DsbA-L and HMW were detected by Western blotting and were significantly increased
in 3T3-L1 adipocytes infected with sShRNA-JNK1 lentivirus (p<0.001); in 3T3-L1 adipocytes, SIRNA-JNK1 lenti-
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virus reversed the inhibition of AMPK inhibitors Compound C on the expression of AMPK, P-AMPK, DsbA-L
and HMW adiponectin. In 3T3-L1 cells, silencing JNK1 gene could promote the expression of DsbA-L and HMW,
and JNK1 may modulate high HMW adiponectin through activating AMPK pathway.
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1 shRNA-JNK1
Table 1 shRNA-JNK1 sequence

Names Sequences
NC-F 5'-TTTCTCCGAACGTGTCACGTTTCAAGAGAACGTGACACGTTCGGAGAATTTTTTC-3'
NC-R 5'-TCGAGAAAAAATTCTCCGAACGTGTCACGTTCTCTTGAAACGTGACACGTTCGGAGAAA-3'

JNK1-shRNA-1-F
JNK1-shRNA-1-R
JNK1-shRNA-2-F
JNK1-shRNA-2-R
JNK1-shRNA-3-F
JNK1-shRNA-3-R
IJNK1-shRNA-4-F
JNK1-shRNA-4-R

5'-TGCAGAAGCAAACGTGACAACATTCAAGAGATGTTGTCACGTTTGCTTCTGCTTTTTTC-3'
5'-TCGAGAAAAAAGCAGAAGCAAACGTGCAACATCTCTTGAATGTTGTCACGTTTGCTTCTGCA-3'
5'-TGTCCTGAATTCATGAAGAATTCAAGAGATTCTTCATGAATTCAGGACTTTTTTC-3'
5'-TCGAGAAAAAAGTCCTGAATTCATGAAGAATCTCTTGAATTCTTCATGAATTCAGGACA-3'
5'-TGGGACTTAAAGCCTAGTAATTCAAGAGATTACTAGGCTTTAAGTCCCTTTTTTC-3'
5'-TCGAGAAAAAAGGGACTTAAAGCCTAGTAATCTCTTGAATTACTAGGCTTTAAGTCCCA-3'
5'-TGGTGCATTATGGGAGAAATTTCAAGAGAATTTCTCCCATAATGCACCTTTTTTC-3'
5'-TCGAGAAAAAAGGTGCATTATGGGAGAAATTCTCTTGAAATTTCTCCCATAATGCACCA-3'

2

Table 2 Gene names and primer sequences

Primer names Primer sequences

GGCTGTATTCCCCTCCATCG
CCAGTTGGTAACAATGCCATGT
ATGTCCTACCTTCTCTATCAA

Mus Actin Forward
Mus Actin Reverse
Mus JNK1 Forward

Mus JNK1 Reverse GCTTTAAGTCCCGATGAAT

ECL
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0D 3 .
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