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nLuc Luminescence with Translation of tul4 5’ UTR-nLuc
reporter (pKR214) by E. coli Ribosomes
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nLuc Luminescence with Translation of tul4 5’ UTR-
nLuc reporter (pKR214) by LVS Ribosomes
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nLuc Luminescence with Translation of tul4 5’
UTR-nLuc reporter (pKR214) by LVS Ribosomes

3.E+06

-
1

3.E+06
)
~ T
OC 2.E+06 T
)
O
c
O 2.E+06
O
0 -
)
= 1406
= [
>
= \

5.E+05 -

0.E+00

40 20 10 5 2.5 1.25

pmol 240422_1LVS3 Ribosomes










image12.emf
1.E+06

1.E+06

1.E+06

U)/replicate

—l 8.E+05

6.E+05

4.E+05

2.E+05

Luminescence (R

0.E+00

nLuc Luminescence with Translation of tul4 5’ UTR-nLuc reporter

HH

H

—1—

(pPKR214) by LVS Ribosomes

,_
——

HH
HH

@ Replicate 1
O Replicate 2
[08/1 Assay (2.5 pmol)

4/22 VS 1

4/22LVS 2 1/20LVS 2
French Press Lysed Ribosomes (2 pmol)

No Ribosomes










image13.emf
nLuc Luminescence with Translation of tul4 5’ UTR-nLuc
reporter (pKR214) by LVS Ribosomes
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nLuc Luminescence with Translation of tul4 5’ UTR-nLuc
reporter (pKR214) by LVS Ribosomes

1.E+06

@ Replicate 1
O Replicate 2

1.E+06 [

——

1.E+06 \

HH

H
HH

oo
m
+
o
(6

6.E+05

4.E+05

H
HH

2.E+05

Luminescence (RLU)/replicate

Hi

0.E+00
4/221VS 1 4/22 LVS 2 1/20LVS 2 4/22LVS 3 5/15LVS 2 6/20 LVS

LVS Ribosomes (2 pmol)










image1.png
Absorbance

7.23200

5.75100

3.82900

1.92300

0.02300

Ljpw (0.3mM) Mg i ngh (10mM): Mg [overmght mcubatlon]
: 1 : ‘ \ ngh (10mM); Mg [2- hour |ncubat|on]

0.00 8.60 17.20 2580 2649 43.00 5161 8021

Position (mm)





image2.png
Selected Fractions from High and Low Mg?* Gradients

I;Iigh Mg - . ' lowMg . Control
16
165

- |5s

505 i ;708 &% 1005 @ 305, 50 Total RNA

Expected Composition




image3.png
Miucrose Cushion

701700

Sucrose Cushion Ribosomes vs. Whole Cell Lysate

Sucrose Cushion Whole Cell Lysate Control

a4 16 19 ) Qs0 g 16 24
4 St | 23S

200

d. n | SEaiE s B i i SUSRPIACT VR G S . | 16S

_Whole Cell Lysate

|55

50S 70S 100S tRNA 30S 50S 70S Polysomes Total RNA

1’ z‘ :‘ 4‘ Sef 7| 8| s m| “| 12\;)),1 15|t 18| 17| 18[9
0.10400 : H
000 861 1721 282 ) 202
Posi

i
I
N
>
]
§
_——

Expected Composition





image4.png
Hannah’s Sucrose
Gradient Fractions

G S iy commeny S em——

Ben’s Ribosome

Samples Alex’s RNA Extractions
16 LVS E. coli LVS from BHI LVS from MHB
sucrose sucrose
cushion & cushion
7 gradient =

ol
.

— D





image5.png
RNA Ladder Sucrose Whole E. coli LVS from LvS LVS from  LVS from
Cushion Cell Ribosomes BHI from French  Bug Buster
LVS Lysate TAP Pressin inLow Mg
LVS Purifica High Mg
tion

kb
9
6
5
4
3
2.5
2
15
1

©
n





image6.png
Sucrose Gradient Profiles and pmol Ribosomes Loaded

pmol

I

l

l

e
il

Question: Does the quantity
(pmol) of ribosomes present
in a sample have any affect on
aggregation in that sample?

BN ]
-

Experiment: Load different
guantities of ribosomes onto
sucrose gradients and
compare differences in
ribosome composition.





