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. Agarose gel electrophoresis showing an optimization of primers concentration,
at 15 mM MgCh concentration (), and optimization of MgCh concentration,
a a constant primers concentration of 0.15 pM (b), for ACMRJPI-3
quantification using 28S rRNA and genomic DNA competitor as internal

standard.
Lane M
Panel a, Lane 14

Lane5-8

Laned-12

Panel b, Lane 13

Lane 4-6

Lane/-9

100 bp DNA fadder
Amplification products using 0.1, 0.15, 0.20, and
0.25 pM of ACMRIP! primers, respectively.

- Amplification products using 0.1, 0.15, 0.20, and

0.25 pM of ACMRIP2 primers, respectively.
Amplification products using 0.1, 0.15, 0.20, and
0.25 pM of ACMRIP3 primers, respectively.
Amplification products of ACMRIPI primers
using 10, 15, and 2.0 mM of MgCb,
respectively.

Amplification products of ACMRIP2 primers
using 10, 15, and 2.0 mM of MgCL,
respectively.

Amplification products of ACMRIP3 primers
using 10, 15, and 2.0 mM ofMgCh,
respectively.
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|1, Agarose gel electrophoresis showing an optimization of primers concentration,
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spob o8

(b)

(d)

at 15 mM MgCl. concentration for quantification using 285 rRNA s internal

standard

Panel a

Panel b

Panel ¢
Panel d

AcMRJP5 primers
AcMRJPO primers
AcApisimin primers
285 IRNA primers
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1. Agarose gel electrophoresis showing an optimization of MgCh concentration,
ata0.10 pM constant primers concentration of ACMRJP5 (a), at a 0.15 pM for
AcMRJPA (b), AcApisimin (c) and 28S rRNA (d) for quantification using 285

rRNA as internal standard.
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(0)
IV. Agarose gel electrophoresis showing an optimization of primers and MgCh

concentration for ACMRJP4-6 amplification for quantification using genomic
DNA competitor as internal standard.

Lane M =100 bp DNA ladder
Panela, Lane 1-4 =Amplification products using ACMRJPS primers
concentration as 0.05, 0.10, 0.15 and 0.20 pM,
respectively at a constant MgCl. of L5 mM,

Lane 57 =Amplification products using 1.0, 15, and 2.0 mM
of MgCl. at constant 0.15 pM AcMRJPS primers
concentration.

Lane 8-10 =Amplification products using 1.0, 15, and 2.0 mM
of MgCh at constant 0.15 pM AcMRJP4 primers
concentration.

Panel b, Lane 1-4 =Amplification products using ACMRJPO primers
concentration as 0.05, 0.10, 0.15 and 020 pM,
respectively at a constant MgCl. of L5 mM,

Lane 57 =Amplification products using 1.0, 15, and 2.0 mM
of MgCf at constant 0.15 pM AcMRJPG primers
concentration.

Lane 811 =Amplification products using AcMRJP4 primers
concentration as 0.05, 0.10, 0.15 and 020 pM,
respectively at a constant MgCl. of L5 mM,
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. The relationship between the log ofthe intensity of PCR product and a number
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(@) ) ()

. Agarose gel electr O,ohore5|s for quantification of AcMRJPS mRNA in
P ofA. cerana 5 10 days nurse bees at the constant of the
tar et co- amBhfted in the presence of cCDNA competitor.
ForAcM JP2, atthe constant 1ng (a).and 0.5 ng éb) ofthe target.
For ACMRJP3, at the constant 10 gi(C) and 4 ng(d) of the target.
- For AcMRJP4, at the constant 101 (e) and 5 ng (f) ofthe target
- For ACMRIPS, at the constant 40 ng(rt]; ofthe target
- For ACMRJPG, at the constant 20 ng(h) and 101 (i) of the target
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@) (0)

M1 2 3 4 5

© () ©)

Il. Agarose gel electrophoresis for quantification of AcMRJPS mRNA i

hypoPharyngeaI, gland ofA. cerana 11-15 days nurse bees at the constant of the
target co-amplified in the presence of cDNA Competitor.
- “For AcMRJP2, at the constant 4 ng (a) and 2 ng (b) ofthe target.

For ACMRJP3, at the constant 10 ng(c) and 4 ng (dz ofthe target.

For AcMRJP4, at the constant 10 ng (e) ofthe target.

For ACMRJPS, at the constant 40 ng(f) ofthe target.

For ACMRJPO, at the constant 20 ng(g) ofthe target.
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w 12 3 4 5 moli2 3 405 M 12345 M12345

@) (h) (i) (i)

1. Agarose gel electrophoresis for quantification of AcMRIJPS mRNA in
hypoPharyngeaI gland ofA. cerana forager bees at the constant of the target co-
amplified'in the presence of cDNA competitor.

For AcMRJP2, at the constant 10 ng (a) and 5 ng (b) ofthe target.
For ACMRJP3, at the constant 20 ng (c) and 40 ng (d) ofthe target.

- For AcMRJP4, at the constant 20 ng (e) and 40 ng (f) ofthe target.

- For AcMRJPS, at the constant 40 ng % and 60 n% h) ofthe tar?et.

|

For ACMRJPG, at the constant 10 ng (1) and 5 ng {j) ofthe target.
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