
Lab Followup



RNA Quality?

http://cartoon-yeah.blogspot.com/2011/03/ren-and-stimpy-picture-4.html

• RIN: RNA Integrity Number



Ratio of 28S to18S 
ribosomal RNA

http://dx.doi.org/10.1186/1471-2199-7-3

• Ratio of 28S:18S ribosomal RNA

http://dx.doi.org/10.1186/1471-2199-7-3


Electropherogram

https://upload.wikimedia.org/wikipedia/commons/a/a2/Sample_RNA_electropherogram.png

• Ratio of 28S:18S ribosomal RNA

https://upload.wikimedia.org/wikipedia/commons/a/a2/Sample_RNA_electropherogram.png


http://dx.doi.org/10.1186/1471-2199-7-3

http://dx.doi.org/10.1186/1471-2199-7-3


RNA Library Size 
Distribution

47

E7420 & PURIFIED mRNA OR RIBOSOME DEPLETED RNA

Figure 3.1: Example of RNA library size distribution on a Bioanalyzer.

NEBNext® UltraTM Directional RNA Library Prep Kit for Illumina®Instruction Manual, Revision 7.0



• Advanced Analytical: Fragment Analyzer 

• PerkinElmer: LabChip GX Touch 

• Agilent: Bioanalyzer 

• Agilent: TapeStation

Assessment of RNA/DNA 
Quantity and Quality



Barcode Combinations

• Excitation Frequency 

• Red: A and C 

• Green: G and T 

• Need both frequencies in each cycle for image 
registration



Barcode Combinations

NEBNext® Multiplex Oligos for Illumina® (96 Index Primers) Instruction Manual NEB #E6609S/L11

PLEX INDEX PRIMER

4 P1-A1, P2-A2, P3-A3, and P4-A4

P5-A5, P6-A6, P8-A8, and P10-A10

P13-B1, P14-B2, P15-B3, and P16-B4

P17-B5, P18-B6, P19-B7, and P20-B8

P25-C1, P26-C2, P27-C3, and P30-C6

P28-C4, P29-C5, P32-C8, and P35-C11

P37-D1, P38-D2, P39-D3, and P40-D4

P45-D9, P46-D10, P47-D11, and P48-D12

P49-E1, P50-E2, P51-E3, and P52-E4

P56-E8, P58-E10, P59-E11, and P60-E12

P61-F1, P62-F2, P63-F3, and P69-F9

P64-F4, P65-F5, P66-F6, and P67-F7

P73-G1, P74-G2, P75-G3, and P76-G4

P80-G8, P82-G10, P83-G11, and P84-G12

P85-H1, P86-H2, P87-H3, and P89-H5

P91-H7, P94-H10, P95-H11, and P96-H12

Table 2.2 lists each index sequence color coded to correspond to the red/green 
channel. For combinations of valid indices, ensure that you will have signal in 
both the red and green channels in each cycle. See examples below:

E6609 INDEX POOLING GUIDELINES

GOOD

PRIMER INDEX SEQUENCE PRIMER INDEX SEQUENCE

P1-A1 T T A C C G A C P41-D5 G A C G T C A T
P2-A2 A G T G A C C T P42-D6 C T T A C A G C
P3-A3 T C G G A T T C P43-D7 T C C A T T G C
P4-A4 C A A G G T A C P44-D8 A G C G A G A T

✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔

BAD

PRIMER INDEX SEQUENCE PRIMER INDEX SEQUENCE

P9-A9 C G C A A C T A P56-E8 T A T G G C A C
P10-A10 C G T A T C T C P57-E9 C T C G A A C A
P11-A11 G T A C A C C T P58-E10 C A A C T C C A
P12-A12 C G G C A T T A P59-E11 G T C A T C G T

✔ ✖ ✔ ✖ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✔ ✖ ✔ ✔

Table 2.1 (continued)


