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1. =4A pET-32a ( +) 3LysMs % & =41 iy SDS-
PAGE &1

Figure 1. SDS-PAGE of recombinant pET-32a ( + ) 3LysMs
expressed in E. coli. M, molecular weight Marker; lane 1,
BI21; lane 2, pET32a ( +) /BL21; lane 3, Supernatant of
supersonic schizolytic pET-32a ( + ) 3LysMs/BL21; lane 4,
pET32a( +) 3LysMs/BL21; lane 5, Precipitate of supersonic
schizolytic pET-32a( +) 3LysMs/BL21.
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E 2. PA 5 GEM Eifi45 & Western blot X F
Figure 2. Western blot assay of the anchoring activity between the PA

and GEM. M, molecular weight Marker; lane 1, PA2; lane 2, PA3.

3-A) s AbEL S R FL R FLEK B B GEM UKL, ) L e
S g a B —, R K B O R AR
KW GEM kL il # s 2y (K 3-B) ; PA2.PA3 55
GEM JURL 7 5 5 » GEM & 1f1 n UL K 41 /) 2R 45
&4, B PA2.PA3 E 449 (K 3-C,D) .

be-

=N a B

B 3. PA 5 GEM Fiti 45 & 1E 57 s SR W 22 (15000 x)
Figure 3. TEM images for GEM and GEM particles binding with PA
(15000 x ). A: L. lactis; B: GEM; C: GEM-PA2; D: GEM-PA3.
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Figure 5. SDS-PAGE assay of the anchoring activity between PA2,
PA3 and GEM. Lane 1, Precipitation, after incubation between PA2
and GEM; lane 2, Supernatant, after incubation between PA2 and
GEM; lane 3, precipitate, after incubation between PA3 and GEM;
lane 4, Supernatant, after incubation between PA3 and GEM; lane 5,

GEM; M, molecular weight Marker.
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Comparison of the binding activity of Lactococcus lactis
peptidoglycan protein anchor with different number of motifs
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Abstract: [Objective] The aim of the present study was to compare the binding activity of Lactococcus lactis peptidoglycan
protein anchor (PA) with different number of motifs. [Methods] L. lactis PA gene sequences with 2 and 3 lysin motifs
(LysM) were obtained by PCR amplification. Then, the recombinant plasmid of pET-32a( +) containing PA gene was
constructed and transformed into E. coli BL21 (DE3), and induced to express the fusion protein PA2 and PA3. The
purified and refolded PA2 and PA3 were incubated with gram positive enhancer matrix (GEM) . The binding activities of
PA2 and PA3 were identified and compared by Western blot, TEM and SDS-PAGE. [Results] The PA2 and PA3 could
bind to GEM. The anchoring activity of PA3 was obviously superior to the PA2. [Conclusion] The data indicated that PA
with 3 LysMs had a better binding capacity compared with 2 LysMs. The results provided foundations to further improve
the design of GEM-PA display system.
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