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Protocol name: 12 samples x 24 primers qPCR 384 well setup.docx 

Prepared by: INM/Tanya R Johnson 

Date: Dec 18, 2012 

Summary: 

This protocol uses the Roche Ready-to-use hot start reaction mix for SYBR 

Green based real-time PCR using the LightCycler 480 Instrument.

cDNAs made using the ABI High Capacity cDNA Reverse Transcriptase Kit (Catalog# 

4368813). 

Reagents needed: 



☐

2x SYBR mix (Roche: Catalog # 04 887 352 001 or Catalog #04 707 516 001) 

☐

Molecular Biology Grade Water (Fisher Cellgro Catalog# MT 46-000-CV) 

☐ qPCR 384-well plate (Roche Catalog# 04 729 749 001) & sealing foil (Roche 

Catalog# 04 729 757 001)

☐

Matrix electronic 8-well pipette 

☐

Matrix 30ul tips (Thermo Catalog# 7431) 
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Diluting cDNA and preparation of standards for qPCR: 



☐

Dilute each cDNA 1:15 using molecular biology grade dH2O o MIX: 20 uL cDNA + 280 uL dH20 

☐

Prepare pooled Standard A mixing equal amounts of each diluted cDNA o MIX: 60 uL from each of the 1:15 diluted cDNA to a single tube for the “pooled” STD-A 

☐

Prepare 1:6 dilutions of pooled STD-A to make STD-B, STD-C and STD-D o MIX: 120 ul STD-A + 600 ul dH20 = STD-B o MIX: 120 ul STD-B + 600 ul dH20 = STD-C o MIX: 120 ul STD-C + 600 ul dH20 = STD-D 

Diluting samples for qPCR: 



☐

Dilute each cDNA from 1:15 to 1:45 o MIX: 210 ul of 1:15 cDNA + 420 ul of dH20 
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Preparing primer mix:

Insert names of primers below, and setup tubes for each qPCR mix containing control 36B4 (in first and last column) and up to 22 primer sets (B-W). 

Column# Species Primer Name 

A 

B 

C 

D 

E 

F 

G 

H 

I 

J 

K 

L 

M hu 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

36B4 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

N 

O 

P 

Q 

R 

S 

T 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

_____ 

U 

V 

W 

A 

_____ 

_____ 

_____ hu 

_____ 

_____ 

_____ 

36B4 

For each primer set prepare reaction mix: 



☐ primer Forward (100uM): 

☐ primer Reverse (100uM): 

1 ul 

1 ul 

☐

2X SYBR Mastermix: 180 ul 
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Setting up plate according to map below: 



☐

Add 9 uL of each cDNA (1/45x diluted) to the bottom of well in 384-well plate. 

Added using the 8-well matrix pipette from “LEFT to RIGHT.” a) Each sample is run in a ROW from #A-L, in the blue shaded area b) The STD Curve (A-D) is run in the next 4 ROWs #M-P in the yellow shaded area 

A S A M P L E # 

B S A M P L E # 

C S A M P L E # 

D S A M P L E # 

E 

F 

G 

H 

S 

S 

S 

S 

A 

A 

A 

A 

M 

M 

M 

M 

P 

P 

P 

P 

L 

L 

L 

L 

E 

E 

E 

E 

# 

# 

# 

# 

1 

2 

3 

4 

- 

- 

- 

- 

I S A M P L E # 

J S A M P L E # 

K S A M P L E # 

L S A M P L E # 

M S T A N D A R D #

N S T A N D A R D #

O S T A N D A R D #

5 - 

6 - 

7 - 

8 - 

9 - 

10 - 

11 - 

12 - 

P S T A N D A R D #

1 

2 

- 

- 

3 

4 

- 

- 

7 

8 

5 

6 

9 - 

10 - 

11 - 

12 - 

- 

- 

- 

- 

A -

B -

C -

D -

1 

2 

- 

- 

3 

4 

- 

- 

7 

8 

5 

6 

9 - 

10 - 

11 - 

12 - 

- 

- 

- 

- 

A -

B -

C -

D -

1 - 

2 - 

3 - 

4 - 

5 - 

6 - 

7 - 

8 - 

9 - 

10 - 

11 - 

12 - 

A -

B -

C -

D -

1 

2 

- 

- 

3 

4 

- 

- 

7 

8 

5 

6 

9 - 

10 - 

11 - 

12 - 

- 

- 

- 

- 

A -

B -

C -

D -

1 - 

2 - 

3 - 

4 - 

5 - 

6 - 

7 - 

8 - 

9 - 

10 - 

11 - 

12 - 

A -

B -

C -

D -

1 

2 

- 

- 

3 

4 

- 

- 

7 

8 

5 

6 

9 - 

10 - 

11 - 

12 - 

- 

- 

- 

- 

A -

B -

C -

D -

1 - 

2 - 

3 - 

4 - 

5 - 

6 - 

7 - 

8 - 

9 - 

10 - 

11 - 

12 - 

A -

B -

C -

D -

1 

2 

3 

4 

9 

10 

11 

12 

7 

8 

5 

6 

C

D

A

B
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☐

Add 9 uL of corresponding primer mix to the side of each well. Added using the 

8well matrix pipetor from “TOP of plate Down.” a) Each primer mix ( of 24 ) is run in a column #1-24 

P 

P P P P P P P P A P P P P P P P P P P P P P P

B R R R R R R R R R R R R R R R R R R R R R R R R

C I I I I I I I I I I I I I I I I I I I I I I I I

D M M M M M M M M M M M M M M M M M M M M M M M M

E E E E E E E E E E E E E E E E E E E E E E E E E

F R R R R R R R R R R R R R R R R R R R R R R R R

G # # # # # # # # # 

H A B C D E F G H I

I 

J A B C D E F G H I

# 

J

J

# 

K

K

# 

L

L

# 

M

M

# 

N

N

# 

O

O

# 

P

P

# 

Q

Q

# 

R

R

# 

S

S

# 

T

T

# 

U

U

# 

V

V

# 

W

W

# 

A

A

K 

L A B C D E F G H 

M 

N A B C D E F G H 

O 

I 

I J K L M N O P Q R S T U V W A

J K L M N O P Q R S T U V W A 

P A B C D E F G H I J K L M N O P Q R S T U V W A 

☐

Cover the plate with adhesive plastic sealing foil, mix, spin down 

Setting up the plate and software in the Roche Lightcycler 480: 

Please see Roche Lightcycler 480 protocol for procedure to run qPCR using the 18 uL recommended run template. 
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